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Preface to ”Statistical Inference from
High Dimensional Data”

The contributions to this Special Issue “Statistical Inference from High Dimensional Data”
show that high-dimensional data exist in real-world data. Moreover, complex, heterogeneous, and
multifactorial diseases such as cancer are studied from a multi-dimensional point of view: gene
expression data, copy number alteration, or metabolites data, for example.

In [1], a novel integrative analysis of CNA and GE based on differentially co-expressed gene sets
is proposed to explore the impact on cancer progression and prognosis by using set-wise interaction
distances with Renyi’s relative entropy. Using lower-grade glioma data from the TCGA project, this
model revealed pathways that are consistent with the molecular pathophysiology of the glioma.
Using renal cell carcinoma data from the same multidimensional genome atlas in [2], the authors
explain common problems that may occur during metabolomic and transcriptomic data integration
finding, at the same time, poor-prognosis clusters of patients that decrease the performance of the
models in renal cell carcinoma.

Omic data analysis must deal with some difficulties due to the high number of features according
to the low number of cases. Feature selection approaches such as those proposed in [3] rank genes
according to their relevance with the variable of interest. In this case, this approach evaluates a
maximum relevance minimum redundancy approach over gene expression data. Feature selection is
a well-known approach in machine learning, in [4] a review of feature selection approaches using data
integration of different omic platforms is presented. Integrative approaches add domain knowledge
from external biological resources during the feature selection process, adapting techniques to the
biological problem. In [5], the authors discuss how to initially model gene data and the impact of
this process on the later integrative analysis. Moreover, in [6], the authors reviewed gene set analysis
approaches used for microarrays, transcriptome data, and genome-wide association data analysis.
In fact, it is necessary to focus on the initial step of data analysis and how a researcher can move
from a sequence of letters to a complete genome. For example, with some organisms with short
genomes such as HIV-1, a novel approach is proposed where the process is carried out with the
complete genome sequence [7], conventional approaches for virus subtype classification are done
using multi-sequence alignments.

Thus, novel methodological approaches are necessary with the high dimensional data and
quantity of research that is being completed. For example, a novel multi-objective feature selection
algorithm for inference from high-dimensional data is proposed [8] using entropy-based measures
and evaluated using the earth observation data set for land-cover classification. Feature selection
approaches using mutual information or Pearson correlation coefficients to reduce the number
of single nucleotide polymorphisms before genome-wide association studies [9]. Problems of
higher complexity tend to incorporate variables ranging to thousands, not all of them relevant or
informative, following an approach to explore local networks of score-based approaches in [10],
the authors investigated different levels of candidate parent sets pruning. In [11], an extension
of a parsimonious topic model is proposed for text corpora, increasing the model sparsity and
optimizing the analysis of the same word across different topics. Moreover, a novel semi-supervised
method for dimensionality reduction extending anchor graph regularization is proposed in [12] using
kernel-based approaches. In some cases, the difficulty lies in modeling relationships such as the

structure and the function of biological molecules such as proteins [13], the authors calculate residue



cluster classes from 3D structures to effectively learn the structural and functional classifications of
proteins using machine learning.

At present, it is increasingly likely to have more and more data available, mainly due to the
ability to generate such data using multiple and different sensors. Stellar spectra analysis is proposed
in [14] using artificial neural networks applied to the Morgan—Keenan system for the classification
of stars. A three-year dataset from the traffic police department was used to develop a complex
risk model of e-bike riders in [15] using gradient boosted decision trees. At times, new data came
from image-generating sensors, for example, in [16] the authors developed a machine learning
model in image-based authentication using mouse-click data. Finally, a kernel-based approach for
contrast-enhanced spectral mammography is proposed as a tool for breast cancer diagnosis using
textural features with a feature importance analysis using an additional tree-based approach [17].

In summary, this Special Issue provides insight into statistical inference from high dimensional
data analysis. This type of data is very common in the biological domain although it is increasingly
possible to generate and analyze data that meet high dimensionality requirements offering an
interesting overview of novel methods to deal with dimensionality reduction, feature selection, and
data integration approaches suggesting the need for further research.
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Abstract: The integrative analysis of copy number alteration (CNA) and gene expression (GE) is
an essential part of cancer research considering the impact of CNAs on cancer progression and
prognosis. In this research, an integrative analysis was performed with generalized differentially
coexpressed gene sets (gdCoxS), which is a modification of dCoxS. In gdCoxS, set-wise interaction is
measured using the correlation of sample-wise distances with Renyi’s relative entropy, which requires
an estimation of sample density based on omics profiles. To capture correlations between the
variables, multivariate density estimation with covariance was applied. In the simulation study,
the power of gdCoxS outperformed dCoxS that did not use the correlations in the density estimation
explicitly. In the analysis of the lower-grade glioma of the cancer genome atlas program (TCGA-LGG)
data, the gdCoxS identified 577 pathway CNAs and GEs pairs that showed significant changes of
interaction between the survival and non-survival group, while other benchmark methods detected
lower numbers of such pathways. The biological implications of the significant pathways were well
consistent with previous reports of the TCGA-LGG. Taken together, the gdCoxS is a useful method
for an integrative analysis of CNAs and GEs.

Keywords: copy number alteration; gene expression; integrative analysis; Renyi’s relative entropy;
the cancer gene atlas project; lower-grade glioma

1. Introduction

Copy number alteration (CNA) is a cytogenetic hallmark of cancer pathophysiology [1]. Due to the
aberrant behavior of cancer cell proliferation and differentiation, genomic sequences can be amplified or
deleted in cancer cells. The CNA can cause the abnormal expression of oncogenes or tumor suppressor
genes. These abnormal expressions are related to cancer progression or poor prognosis [2—6]. For this
reason, the identification of the copy number aberration has been a key issue in cancer research [7-9].

The array comparative genomic hybridization (aCGH) facilitated the discovery of the CNAs
in cancer [7]. The paradigm of high-throughput technology, which is a massive parallelization of
single experiments, was directly applied to the aCGH method. Consequently, researchers can obtain
information about copy numbers on a genome-wide scale using the aCGH platform. Studies on
many types of cancers revealed copy number anomalies in various genomic regions with the aCGH
technology [8-12]. Recently, researchers have used a single nucleotide polymorphism (SNP) microarray
platform for the detection of CNAs [13]. For the detection of CNAs, specific probes are inserted in the
microarray platform. Several algorithms had been developed for analysis of the CNAs using the SNP
microarray platform [14-17].

Although the microarray platforms enable the efficient screening of the CNAs, they give no
information about gene expression (GE). For the identification of their impact on GE, they should be
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validated at the transcription level because the GEs of CNA loci can show no significant change [18].
To this end, the GE microarray or RNA sequencing platform can be used concurrently on the same
samples that are applied to the CNA-detecting platform for accurate detection of the CNAs having an
effect on transcription. The underlying assumption of the integrative analysis of the CNA and GE is
straightforward: if the CNAs of genomic loci co-vary with the expression level of genes, it indicates
that the genomic loci are likely to influence the GE.

The integrative analysis of the CNV and GE datasets has been focused on single gene-wise
correlations or regression-based approaches that found significant relationships between CNA and
GE, which are focused on identifying the coordinated variation between CNA and GE. To capture the
variation, several computational methods were applied [19,20]. Lathi et al. reviewed and classified
such methods into four categories, including two-step-, regression- and correlation-based approaches,
and latent variable models [20]. The two-step approach consists of detecting CNA lesions and testing
the association of the lesions and differential gene expressions. Regression- and correlation-based
approaches are dependent on the corresponding statistical models that have been widely used in
the data analysis, and some modifications of the original models are applied. Latent variable models
are used to model the shared and independent signals between CNA and GE. This approach has
an advantage in that it directly models the signal and noise, but has the disadvantage of high
computation time.

In addition to the single gene-wise method, gene set approaches were also applied to the integrative
analysis of CNA and GE. Menezes et al. used the global test to identify the relationship between single
copy number alteration and corresponding gene set expression profiles [21]. By mapping neighbor
expression probes to a single aCGH probe, they identified the CNAs that influenced the gene set
expression profiles using the global test. The other gene set approach identified relationships between
sets of CNAs and sets of expression values using canonical correlation analysis. Peng et al. applied the
multivariate regression method for the set-wise analysis of CNAs and GEs [22]. To deal with the high
dimensionality of genomic data, they used a regularization process. The canonical correlation analysis
is a multivariate analysis method for detecting similarity between two variable sets. Lahti et al. used
the canonical correlation method to determine a regional set of copy numbers and gene expression
changes [23], which includes a probabilistic approach that is robust to small sample sizes. In another
research, the elastic net approach was adopted to reduce the number of variables in the genomic
data [24]. Similarly, selecting sparse subsets of variables of CCA instead of considering all combinations
of genomic variables is proposed to consider high dimensional variables of genomic data [25].

In this research, the integrative analysis of CNA and gene expression is performed in terms of
the gene set approach. The rationale for the set-wise analysis was to identify biological findings that
were not detected by the single gene-wise analysis. Moreover, conditional changes in the similarity
between CNAs and gene expressions are explicitly tested to identify whether a pair of CNAs and GEs
is associated with the condition, which indicates that the CNAs and GEs are likely to be involved
in the biology of the condition. For this purpose, the dCoxS method is modified to capture the
variation between heterogenous omics data, especially for CNAs. The dCoxS was originally designed
to detect interaction between a pair of GEs [26]. The interaction implies similarity between GEs,
which is measured by the correlation between sample-wise distances in the GE matrices. For the
identification of interactions between CNAs and GEs, dCoxS is able to be applied directly. However,
if the CNAs data are in a segmented form, the dCoxS may not identify the combination effect of CNA
loci in the determination of interaction because the dCoxS uses productive kernels for the estimation
of sample-wise distances. Since the productive kernel computes the bandwidth parameters of the
variables from the standard deviation of each variable, which can show monotonic variations in the
segmented values of CNAs that represent only three statuses of gain, loss, and normal, the productive
kernel may not be appropriate for the segmented CNA data. In this research, multivariate normal
density estimation was applied, which integrates the correlation structure of the CNAs explicitly.
Here, the modified method is named generalized dCoxS (gdCoxS), and it can analyze heterogenous
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omics datasets. The performance of the gdCoxS is tested using simulation data and lower-grade glioma
of the cancer genome atlas program data.

2. Materials and Methods

2.1. Identification of Conditional Change of Interactions between Set-Wise CNAs and GEs

The overview of analysis is illustrated in Figure 1. The dCoxS method was originally developed
for detecting significant changes in the interaction of a pair of gene expression matrices between
different conditions. In the dCoxS, conditional similarity between two gene set expression profiles was
determined by the correlation of sample-wise distances in the expression profiles, which was defined
as the interaction score (IAS).

Condition A Condition B

L]
[ ] L]
©
B
e
.
% %o °
& u 3 Q .
y !
4 @ Y °
)
o] @
<
[ ]
(d
°
1 0 1 2 40 05 00 05 10 15
RRE.CNA RRE.CNA

Testing significance of difference of IASs
between conditions

Figure 1. Overall analysis flow of generalized differentially coexpressed gene sets (gdCoxS). In each
condition, copy number and gene expression matrices are converted to matrices of sample-wise
distances that are measured by Renyi’s relative entropies. Then, interactions are determined by the
computation of correlation coefficients of sample-wise distances from the copy number and gene
expression matrix. CNAs: copy number alterations; GEs: gene expressions; IAS: interaction score;
RREs: sample-wise distances with Renyi’s relative entropies.

For the estimation of sample-wise distances, Renyi’s relative entropy is estimated by the ratio of
densities from two different samples. The densities were computed using the multivariate productive
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kernel that multiplies the single density values and bandwidth parameters obtained from standard
deviations of the variables. The dCoxS performs well in the estimation of differential interaction
between a set of gene expressions. However, when the method is applied to CNAs and gene
expressions, the productive kernel may not represent the dynamics of CNA changes because it
integrates no explicit correlation structure into the density estimation. The CNA status includes only
three possible values, which are loss, neutral and gain, and these are frequently coded as -1, 0 and 1,
respectively. Since the CNAs occur in a small portion of samples, it is likely that the density of the
CNA matrix had small variations because combinations of the CNA status are not considered explicitly
in the dCoxS. Thus, in this analysis, a multivariate normal density estimation that uses a covariance
matrix representing combinations of the CNA status is adopted. The multivariate density function is:

flx) = 1wl M)

(2n)p/2|2|1/2

where 1 and p represent the number of samples and variables. The u is a mean vector of CNA or GE
profiles, and 21/2 is the square root of the estimated covariance matrix. In practice, n was the number
of samples and d was the number of CNAs or GEs in a pathway. The corpcor R package was used for
the shrinkage estimation of the covariance matrix and its inverse form [27] to handle the computation
of high-dimensional matrices that are frequently possible with various types of genomics data (1 < p).

For each corresponding copy number and expression matrix, sample-wise distances were measured
with Renyi’s quadratic divergence.

fu(Si)
fu(S5)

In Equation (2), D>(P||Q) represents Renyi’s quadratic diversity [26]. The S; and S; indicate different
samples. The f,(S;) and f,(S;) are the probabilistic densities of the samples S; and S;. Therefore, the
higher divergence implies that two samples are more distant from each other.

Using the Renyi’s diversity, set-wise CNA and expression matrices were transformed to
sample-wise distance matrices. The upper trigonal members of the sample-wise distance matrices
were used for the computation of the IAS. The IAS was obtained through the correlation coefficient
between the upper trigonal members of the sample-wise distance matrices.

D> (PIIQ) = log @

Y i<;(REC ~ REC)(RES ~ REC)

VL i (RE ~RES)" 3 i (REC - RES)'

IAS = 3)

In Equation (3), REC and REC are the sample-wise distance (relative entropy) matrices of the CNAs
and GEs, respectively. After the IASs were determined in each condition, the significance of the IAS and
the differences in the IAS between conditions were tested non-parametrically (Supplementary Methods).

2.2. Simulation Analysis

Since the IAS is used for determining the similarity between set-wise CNA and gene expression
matrices, unlike the original application, a simulation study tests whether the IAS reflects the similarity
between CNAs and GEs.
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First, a CNA matrix was generated using binomial distribution. In general, CNA occurs in a
small proportion of samples. Neutral status was therefore set to the predefined proportion of total
samples. Then, gain (+1) or loss (—1) status was assigned to the rest of the samples using binomial
distribution with number of trials = 1 and probability = 0.5. The rbinom R function generates a 0 or 1
status according to the predefined probability, and 0 is assigned to the —1. The proportion of samples
having CNAs in the total sample was selected among the predefined values (0.1, 0.2, 0.3, 0.4 and 0.5)
for each simulated CNA.

After the generation of CNAs, the GEs matrix with similarity with the CNA matrix was simulated.
The random values from the normal distribution with different standard deviation (SD) values were
added to a simulated CNA for the generation of GEs having various similarities according to the SD
values. To simulate a GE matrix having less similarity with the CNA matrix, a greater SD value was
applied in the generation of random numbers.

Power analysis was also performed with the simulation data. First, two random CNAs-GEs pairs
were generated. The CNA matrices were generated by the same method used in similarity analysis.
Then, a random expression matrix was generated and the same matrix was used as an expression
matrix in both conditions. The random expression matrix was generated by random numbers from
standard normal distribution. Since the CNA matrices were different and the expression matrices
were the same between conditions, this generated the true differential interaction of CNAs and GEs
between conditions. Simulation data were generated with different parameters, including the number
of samples and genes.

2.3. Analysis of TCGA-Multiomics Data

In addition to the simulation study, to test whether the current approach identifies valid biological
phenomena, TCGA-LGG data were analyzed. The data were downloaded from the genomic data
commons (GDC) portal (https://portal.gdc.cancer.gov/), and clinical information was also obtained
from the portal. For the detection of CNAs and GEs, Affymetrix 6.0 SNP microarray and [llumina
Hiseq 2500 sequencing platform were used, respectively.

For the set-wise CNA expression interaction analysis of the TCGA-LGG data, biological pathway
information was used. The current analysis framework can be applied straightforwardly to gene sets that
are constructed with the other biological knowledge, such as gene ontology. The pathway information,
which is mainly compiled from the Bio-Carta (www.biocarta.com), KEGG (www.genome.jp/kegg) and
the Reactome (www.reactome.org) websites, was downloaded from MSigDB of the Broad Institute
(https://www.gsea-msigdb.org/gsea/msigdb/index.jsp).

2.4. Comparison with Single Gene-Wise CNA Expression Analysis

One of the strengths of the gene set-wise analysis was that it could identify slight changes in
genomic signals [28]. Maybe the strength came from the modeling of the interaction between the
elements of the gene sets. To find out whether the current set-wise approach had the same advantage,
the detection of significant changes in the CNAs and gene expression profiles was performed single
gene-wisely. However, previous methods are not implemented to model the difference in interaction
between conditions. Therefore, applicable methods for testing the differential change in the interaction
of CNAs and GEs between conditions were applied. First, correlation-based single CNA and GE
analysis was performed (See Supplementary Methods), and Mantel statistics with different distance
measures, including Euclidean, Manhattan and Mahalanobis distances, that were available to the
differential interaction analysis, were applied for comparison with Renyi’s relative entropy and Mantel
statistics in the analysis of gdCoxS.
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3. Results

3.1. Simulation Analysis Results

To generate simulation data for testing whether IAS represents similarity between CNAs and GEs,
CNA matrices that have 20, 50, and 100 variables, and 100 samples, were generated. For each simulated
CNA, the proportion of the CNA in the total samples was randomly selected from among the predefined
frequencies as described in the methods. When a CNA matrix was generated, random values from the
normal distribution with SD = 0.01 were added, which resulted in high IAS between the CNA and GE
matrices. The second GE matrix was generated by adding random values from normal distribution
with SD = 0.1 to the previously generated GE matrix. Likewise, the i-th GE matrix was generated by
adding random values from normal distribution with SD = (i — 1) X 0.1 to the (i — 1)-th GE matrix.
This generated GE matrices that were less similar to the simulated CNA matrix compared with the
previously generated matrix. For each simulated CNA matrix, five GE matrices were generated in
total, and this process was iterated 1000 times. When the number of variables in a GE matrix was 100,
the same CNA vectors were repeatedly sampled and used for the generation of the GE matrix. Figure 2
shows that the IAS represents the similarity between CNAs and GEs. Each point indicates the mean
IAS between the CNA matrices and the simulated expression matrices, with corresponding SD values.
In general, the mean IASs were highest when SD was 0.01, and they became lower with increasing SD.
The mean IAS was lowest with SD = 0.4 in all simulations. Besides mean values, the paired t tests of
the IASs were highly significant between TASs from different SDs (p < 2.2 X 1071¢). These indicate that
the IAS represents similarity between CNAs and GEs. Since the CNA and GE matrices are different
types of data, the simulated matrices should have different distributions. While it was obvious that the
simulated CNA matrices have binomial distributions, it was not clear that the simulated GE matrices
have multivariate normal distributions that are frequently used in the simulation of a gene expression
matrix, because they were generated by adding numbers from binomial and normal distributions.
Therefore, normality tests were applied to the GE matrices and the result showed that the matrices had
multivariate normal distributions with Bonferroni’s multiple testing correction (data not shown).
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Figure 2. Results of simulation study for measuring similarity between copy number alterations (CNAs)
and gene expressions (GEs). The red, black and blue dots and lines indicate the numbers of variables in
the gene expression matrix, as 20, 50, and 100, respectively. As standard deviations (SDs) increase, the
mean IASs decline.

Power analysis was performed with changes in the number of samples and number of elements
in the simulation data. The number of samples included {100, 200, 400}, and the number of variables in
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the set were set within {10, 20, 30}. The number of permutations was set to 100. Figure 3 shows the
results of the power analysis. There was an obvious trend whereby the power of gdCoxS and dCoxS
increased as the number of samples was elevated. However, dCoxS had a decreasing power as the
number of elements in the gene sets increased, regardless of the number of samples, while dCoxS
showed the best performance with the smallest number of elements (1 = 10). Since the gdCoxS used a
covariance matrix for estimating the relationship between variables, gdCoxS captured the difference in
CNA matrices more efficiently than the dCoxS, which adopted the productive kernel in estimating
density without the use of such a covariance matrix, which was more evident in the higher number of
elements in the gene set. Considering the high-dimensional characteristics of functional genomics data,
the gdCoxS is a more efficient and robust method, which can detect the dynamics between matrices
from two different sets of genomic data.
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Figure 3. Results of power analysis. The number of x axis is the number of variables in the gene sets,
and the y axis represents power. When the number of samples is higher, the overall powers of gdCoxS
are higher than the powers with lower number of samples, regardless of the number of variables.
The dCoxS shows, however, an obvious trend of decreasing power with elevating numbers of elements
of gene sets. N; number of simulation samples in each class.

3.2. Real Data Analysis

In the TCGA-LGG, genes of CNA and expression data were mapped to the ensemble identifier
system. Since the pathway information used gene symbols, the mapping table of the HUGO Gene
Nomenclature Committee (HGNC) for gene symbols and ensemble identifiers was used for mapping
gene symbols to ensemble identifier (https://www.genenames.org/download/cus-tom/). The CNA data
had 533 samples and the RNA sequencing data had 530 samples. Of the samples, 507 samples with
CNA, gene expression and survival information were used in the analysis. In the MSigDB, there were
1335 canonical pathways from the open databases including the KEGG, BioCarta and Reactome.
The class was labeled into two groups according to the survival status (death = 98, survival more
than 5 years = 409). In the analysis of the TCGA-LGG dataset, the GDC provided CNA information
that had been computed using the Genomic Identification of Significant Targets in Cancer (GISITC)
algorithm [17]. The CNA information of 12,117 ensemble genes, that were matched to the genes of
the 1335 items of MSigDB pathway information, were applied in this analysis. The RNA sequencing
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(RNA-seq) data has 60,483 transcripts in total, and 13,339 transcripts were mapped to the ensemble
identifiers of all the pathway information in the 1335 pathways. Since the RNA-seq data had different
batches, a batch effect adjustment was performed with Combat-seq program [29]. After the adjustment,
the RNA-seq data were normalized using the quantile normalization method. First, zero values
were treated as missing values and they were imputed using the impute R package with default
parameters [30]. The data were then log-transformed and the quantile normalization was applied. For
the quantile normalization, the normalize.quantiles function of the preprocessCore R package was
used [31]. In the real data analysis, pathway gene sets having more than 10 elements were arbitrarily
selected for analysis. In total, 1282 pathways were applied for this analysis. The numbers of CNA
ensemble identifiers of each pathway ranged from 10 to 933 (median = 23). Those of the pathway
expression matrices lay between 10 and 941 (median = 23).

For each pathway, CNA and expression matrices with elements of the pathway were generated,
and the differential interaction of two matrices between the survival and death group was computed.
To test the significance of the difference of IASs between conditions, a permutation test was applied
with 26,000 repeats of permutation.

In the gdCoxS analysis, Bonferroni’s multiple testing correction was applied (adjusted p value =
3.9 x 107°). With the threshold, 577 pathways were found to exhibit significantly different interactions
of CNAs and expressions of the pathways between the survival and death groups of TCGA-LGG
patients (Table 1 and Supplementary Table S1).

Table 1. Pathways showing upper and lower top 5 significant results in gdCoxS analysis. The total
results are listed in Supplementary Table S1.

Pathway Database Pathways Nenat Nexp 2 IAS.S® IAS.NS*  difflASS
PID IL3_PATHWAY 10 10 0.023 0.407 ~52.037
REACTOME PROTEIN_METHYLATION 14 14 0.197 0.524 —48.578
REACTOME DUAL_INCISION_IN_GG_NER 14 14 0.081 0.430 —48.002
BIOCARTA FORMATION_OF_INCISION_COMPLEX_IN_GG_NER 26 26 0.176 0.501 —47.231
REACTOME MICRORNA_MIRNA_BIOGENESIS 10 10 0.146 0.476 -47.219
REACTOME TRIGLYCERIDE_CATABOLISM 15 11 0.148 -0.179 41.893
REACTOME DEGRADATION_OF_CYSTEINE_AND_HOMOCYSTEINE 11 10 0.168 ~0.159 41.940
BIOCARTA EGF_PATHWAY 14 14 0.200 ~0.145 44.284
KEGG CYTOSOLIC_DNA_SENSING_PATHWAY 16 15 0.240 -0.127 47.355
REACTOME GLYCOSPHINGOLIPID_METABOLISM 31 28 0.256 ~0.136 50.660

! Ncna: number of variables in copy number matrix; 2 Neya: number of variables in gene expression matrix; ®

TAS.S: interaction score in survival group; 4 TAS.NS: interaction score in non-survival group; 5 difflAS: difference of
interaction scores; PID: pathway interaction database; KEGG: Kyoto Encyclopedia of Genes and Genomes.

In the result, 274 pathways showed increased interactions of CNAs and GEs in the non-survival
group, which indicated that variations in CNAs and GEs were more harmonized. On the other hand,
303 pathways had decreased interactions in the non-survival group. The IAS of the IL3_PATHWAY
from the pathway interaction database (PID) increased from 0.023 in the survival group to 0.407
in the non-survival group, which was the greatest absolute difflAS among the results (Figure 4).
The ‘GLYCOSPHINGOLIPID_METABOLISM’ pathway from the REACTOME database had the
greatest positive difflAS (= 50.66), which implied that the coordination of the CNAs and GEs of
the pathway in the survival group was disrupted in the non-survival group. While the IAS of the
pathway CNAs and GEs was 0.256 in the survival group, it decreased (-0.136) in the non-survival
group (Figure 4).



Entropy 2020, 22, 1434

N,
\

’ AY
]
1
1
1
1
1
1
]
1
I
]
1
1
\
1
\\ ’,
- <
Yd N,
’ AY
]
1
1
1
]
1
1
1
1
1
1
]
1
l‘ ~
. 1 5 )
L% Non-Survival Group o S
(a)
Cd ~,
’ ~,
’ \‘
! 1
! 1
' 1
: 1
1
1 1
i i
: 1
! 1
! 1
: 1
' ]
: 1
1 li-c. !
‘\ W o w4 we m w 7
So o s
- ~
’ N
/ \
! 1
i 1
: 1
1
1 1
; i
1
1 1
1 ]
1 1
1 1
1 1
! :
! 1
\ 7

o

Non-Survival Group

Figure 4. Heatmap and scatter plot of sample-wise distances of pathway copy number alteration and
gene expression matrices of the significant results. Note that pathway CNA matrices contain substantial
portions of neutral status. The orders of genes in the CNA and GE matrices are set to the same in the
survival and non-survival groups. (a) Results of ‘GLYCOSPHINGOLIPID_METABOLISM'. (b) Results
of IL3_PATHWAY’ pathway gene set. The scatter plots are made up of plotting sample-wise distances
from CNA and GE matrices. The slopes of red lines in the scatter plots indicate interaction scores of
each condition.

For the benchmark analysis of gdCoxS, differential co-expression analysis and Mantel statistics
were applied. The differential coexpression analysis includes an estimation of the correlation coefficient
between a CNA and GE in each condition, and a test of the significance of the difference in correlations
between conditions (See Supplementary Methods). In the single gene-wise differential coexpression

(b)
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analysis, cis and trans regulation were considered, and only the CNAs and GEs that were used in the
pathway analysis were included to avoid the loss of power that resulted from a large number of statistical
tests. First, 6202 CNAs and 6233 GEs were selected and correlations between the CNAs and GEs were
computed in each condition, and the differences in the correlations were tested (Supplementary Methods).
After the Bonferroni’s multiple testing correction, there was no significant result from the Bonferroni’s
multiple testing correction (adjusted p < 1.29 x 1079).

In the benchmark analysis, the Mantel statistics were also applied to compare the performance
of gdCoxS when different similarity measures other than Renyi’s relative entropy were applied
(Supplementary Methods). Different statistics, including Euclidean, Manhattan and Mahalanobis,
which could compute interactions between CNAs and GEs, were applied. Although the Mantel test
with different measures showed substantial numbers of significant results, the numbers were far less
than those of the gdCoxS analysis (Supplementary Tables S2-54, respectively). In the result, the Mantel
statistics with the Mahalanobis distance using the covariance matrix showed the largest number of
significant results (n = 171).

4. Discussion

In this research, the gdCoxS performs an integrative analysis of CNAs and GEs. In the simulation
analysis, the gdCoxS shows an improvement in the performance in terms of power, especially with
larger numbers of gene set elements. In the real data analysis, the gdCoxS detected 577 significant
results, while the single gene-wise differential coexpression analysis gave no significant result, and the
set-wise analysis with Mantel statistics identified fewer significant pathways than gdCoxS. These results
seem to indicate that the gdCoxS outperforms the other benchmark methods.

When the single gene differential coexpression analysis was applied, no significant results could be
found in the result of the single gene-wise analysis. However, gene set methods including gdCoxS and
Mantel tests identified a lot of significant pathway CNA-GE set pairs. These findings clearly indicate
the benefit of gene set-wise analysis, which has more power to detect significant interactions between
CNAs and GEs. In the benchmark study using Mantel statistics, the results with Mahalanobis distance
showed a far better performance than the other measures. This seems to result from the fact that the
Mahalanobis distance uses a covariance matrix that can capture the relationship between elements
of gene sets. This finding supports the validity of the concept in gdCoxS, which is an application of
the multivariate density function with covariance information to capture the relationship between
CNAs explicitly. The dCoxS method was not compared in the real data analysis because variations
in sample-wise distances in CNA matrices tended to be zero, which made the computation of IAS
intractable. Among the pathways, more than a thousand of pathway CNA matrices showed such
variations. This finding strongly indicates that the productive kernel of the dCoxS was not suitable
for detecting combinatorial variations in CNAs. In the benchmark analysis, the set-wise methods,
such as modified canonical correlation analysis (CCA), that were presented in the introduction could
be applied. However, the methods can estimate the similarity between CNA and GE matrices only,
and the differences in the similarities between conditions were not considered. Moreover, the methods
provided no statistical testing for the estimation of P values. Therefore, the comparison between the
gdCoxS and the modified CCA was not possible.

In the result, many pathways were related to the glioma pathophysiology in previous studies.
For example, 10 pathways were related to p53, which has impacts on the glioma pathophysiology
(Supplementary Table S1). The mutation and inactivation of p53 is related to the proliferation and
progression of glioma, invasion, and anti-apoptotic activity [32-35]. It is possible that copy number
alterations in p53-related pathways disrupt the CNAs-GE relationship in the favorable group of
LGG. The significant change in IASs between the CNAs and GEs of the p53-related pathways in the
non-survival group seems to implicate a disrupted regulatory relationship between CNAs and GEs.
Considering the role of p53 in the prognosis of many types of cancers [35], these results indicate
the validity of gdCoxS analysis. Among the p53-related pathways, the “53 regulates transcription of

10
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caspase activators and caspases” pathway is interesting because the result indicated that the differential
interaction of CNAs and GEs in the pathway was associated with the apoptosis that is critical to the
survival of cancer genes. There are supportive results to this finding. In the pathway, p53 regulates
caspase 10, which is associated with apoptotic signaling in glioblastoma [36], and capase 10 induced
cellular death in response to the chemotherapeutic agent, which has a possibility of prolonged
survival [37]. In the mouse experiment, the ATM gene was involved in the suppression of glioblastoma
by the down-regulation of glioblastoma-associated genes such as the PDGFRA gene [38]. P63, which is
another member of the pathway, was revealed to suppress tumor growth by up-regulating caspase
1 expression [39]. These seem to be consistent with the results of the significant differential interaction
of CNAs and GEs between survival and non-survival groups.

The EGF pathway also indicated the validity of the analysis result (Table 1). The EGF receptor
(EGFR) and its downstream signaling is frequently aberrant in cancers, especially in glioma [40].
EFGR gene amplification and overexpression can be observed in approximately 40% of glioblastoma [41].
Since the EGFR signaling is associated with the apoptosis, proliferation and invasion of cancer cells [42],
the EGFR was investigated as a therapeutic target in previous studies [43]. The significant change
in the interaction of CNAs and GEs in the EGF pathway between the survival and non-survival
groups seems to be further supportive evidence of the fact that the EGF and its receptor have a
therapeutic potential. It is notable that the homocysteine pathway (‘DEGRADATION OF CYSTEINE
AND HOMOCYSTEINE’ from REACTOME database) was highly ranked in the significant results. It is
well known that the homocysteine metabolism is aberrant in cancers, including glioma [43], and the
homocysteine level is associated with the death of a human glioblastoma cell line [44]. Moreover,
the variant of the methylenetetrahydrofolate reductase was shown to be significantly associated with
patient survival [45,46]. Considering these, the interaction between CNAs and GEs in the homocysteine
pathway seems to be related to the pathophysiology of the lower-grade glioma.

In conclusion, the set-wise identification of the interaction between CNAs and GEs revealed
pathways that are consistent with the molecular pathophysiology of lower-grade glioma, which was
not found in single-variable analysis. This gene set method for performing the integrative analysis of
multi-omics data will promote the discovery of hidden biologic mechanisms.

Supplementary Materials: The Supplementary Materials are available online at http://www.mdpi.com/1099-4300/
22/12/1434/s1.
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Abstract: The constantly and rapidly increasing amount of the biological data gained from many
different high-throughput experiments opens up new possibilities for data- and model-driven
inference. Yet, alongside, emerges a problem of risks related to data integration techniques. The latter
are not so widely taken account of. Especially, the approaches based on the flux balance analysis (FBA)
are sensitive to the structure of a metabolic network for which the low-entropy clusters can prevent the
inference from the activity of the metabolic reactions. In the following article, we set forth problems
that may arise during the integration of metabolomic data with gene expression datasets. We analyze
common pitfalls, provide their possible solutions, and exemplify them by a case study of the renal
cell carcinoma (RCC). Using the proposed approach we provide a metabolic description of the
known morphological RCC subtypes and suggest a possible existence of the poor-prognosis cluster
of patients, which are commonly characterized by the low activity of the drug transporting enzymes
crucial in the chemotherapy. This discovery suits and extends the already known poor-prognosis
characteristics of RCC. Finally, the goal of this work is also to point out the problem that arises
from the integration of high-throughput data with the inherently nonuniform, manually curated
low-throughput data. In such cases, the over-represented information may potentially overshadow
the non-trivial discoveries.

Keywords: genome-scale metabolic networks; information redundancy; metabolic landscapes
analysis; graph entropy; renal cell carcinoma; transcriptomics

1. Introduction

Observing the technological progress of the recent decades one can notice that it facilitated an
access to vast biomedical data resources describing different molecular levels (so-called -omics data).
Consequently, our comprehension of biological processes becomes more profound as well as reliable.
These facts open up a broad field of data integration, that aims to infer from various data collection
platforms taking into account known biological dependencies between them.

Motivations. In the literature, it is broadly emphasized that the integration of -omics data
improves understanding of various phenomena. The modern studies and corresponding literature
emphasize the significant role of the integration of different -omics data types for better comprehension
of a phenomenon of interest [1]. However, these integration procedures, thanks to a wider perspective,
are not only meant to provide a new insight into a specific phenomena, but above all should constitute
a deeper understanding of the general genotype-phenotype gap and the relationship between these
two layers [2]. Importantly, each unique set of -omics data can be integrated using various statistical
methods, and thus may result in an unprecedented outcome. As a consequence, each year a number
of reviews are published to track and summarize the current state of the art in the field of -omics
integration, which one can check for more detailed discussions [3,4].
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In this work, however, the aim is to focus on a particular problem of the transcriptomic and
metabolomic data integration. We report an interesting phenomenon related to the analysis of
individual metabolic networks in the context of transcriptomic data. The conducted study allowed
to detect a common and robust artificial pattern identifiable for each data cohort from the Cancer
Genome Atlas that splits cancer-specific patients into two to four clusters. Interestingly, each cluster is
characterized by a peculiar activity pattern among reactions hubs. In the article, we prove that these
observations result mostly from the uneven metabolic information distribution within the metabolic
network. To the best of our knowledge, no one has yet commented on the problem that the structure
of a metabolic network can introduce when used along with integrative methods, in particular when
used in the context of the flux balance analysis (FBA) [5].

Related research. One of the first attempts to this type of integration was suggested by Covert
and Palsson, where authors infer the binary enzymatic activity from the transcriptomic continuous
signal [6]. Next, a cascade of methods was proposed to harness transcriptomic data for analysis of
metabolic networks. Among the most discussed methods we can point out: E-Flux [7], GIMME [8],
GIMMEp [9], iMAT [10], INIT [11], MADE [12], mCADRE [13], PROM [14], RELATCH [15]. Apart from
some minor details, fundamentally these approaches differ at three basic levels: (i) the way of
inference of the enzymatic activity from transcriptomic data; (ii) the determination of the flow capacity
boundaries from transcriptomic data; (iii) number of samples needed to create a mathematical model.
These methods along with their other features, were already discussed and compared in few reviews
where detailed descriptions can be found [16-19]. Therefore, here, we focus on a summary of what
type of biomedical outcomes they have provided so far.

Using this type of models, where a general metabolic network becomes context-specific through
integration with a transcriptome of specific tissue or organism few groups of researchers have already
reported some interesting discoveries. With nearly 2000 samples of breast tumor Leoncikas et al.
discovered a novel poor prognosis cluster characterized by local production of serotonin along
with active extracellular matrix and membrane remodeling reactions [20]. Li et al. by integrating
transcriptomic knowledge with human metabolic network suggest a supervised method to predict
novel drug-target interaction [21]. In their work they predict related metabolic reactions and enzyme
targets for approved cancer drugs, and predict drug targets with statistically high confidence rate.
Reconstruction of a genome-scale metabolic models for 126 human tissues and cell types including
healthy and tumor type was derived using the Recon 1 human metabolic network accompanied by
transcriptomic data [13]. Among all, the set of models includes 26 tumour-specific models accompanied
by their normal counterparts, in particular 30 models of brain tissue subtypes were determined.
Next, using the modified version of iMAT, differential fatty acid uptake into mitochondria along with
arachidonic acid and eicosanoid metabolism were suggested to explain different proliferative rates and
invasiveness between PC-3/M (highly proliferative, cancer stem cells) and PC-3/S (highly invasive,
epithelial-mesenchymal-transition-like properties) subpopulations derived from prostate cancer cell
line [22].

In summary, the general biomedical aim of this approach is to model the gene—protein-reaction
interactions in the form of a metabolic network and infer multiple biological properties,
e.g., post-transcriptional gene activities or intensity and activity of metabolic reactions, that can
explain the nature of analyzed sample.

Our results. In this paper, we want to draw attention to a specific problem related to the task of
the data integration and analysis based on the general metabolic networks along with transcriptomic
data. First, we present how the specific structure of sub-networks can inflate the importance of
specific groups of enzymatic reactions, which may lead to incomplete or questionable conclusions.
Next, in order to cope with that obstacle, we suggest a possible routine that can track and eliminate
the unwanted problem influencing the metabolic knowledge obtained from the integration procedure.
Furthermore, we present our results from the analysis of the TCGA renal cell carcinoma (RCC)
dataset, which point out reactions discriminating patients in the context of the observed clinical
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factors. Additionally, we report the discovery of a poor-prognosis cluster of patients along with its
characterization. Finally, we point out and discuss some already existing methods of analysis of
metabolic networks that are likely to be influenced by this subtle yet significant network structural
property. The preliminary version of this study was published as an extended abstract in the
proceedings of the 2018 IEEE International Conference on Bioinformatics and Biomedicine (BIBM),
pp. 96-101; Madrid, Spain.

2. Materials and Methods

2.1. The Human Genome-Scale Metabolic Reconstruction

In general, a metabolic network is a set of reactions among elements of a given set of metabolites.
Each reaction may be associated with a specific genetic rule that needs to be met in order for reaction
to occur. If a reaction has no genetic rule assigned to it, it can be triggered whenever all substrates
are available. A genetic rule usually describes which genes/proteins need to be active/present in the
system to carry out the reaction. In particular, a rule may require simultaneous presence of several
enzymes (e.g., the transfer of L-Oh-Proline by the Apical Imino Amino Acid Transporters in Kidney and
Intestine requires both Transmembrane Protein 27 and Solute Carrier Family 6), or alternative enzymes
that can catalyze the reaction (e.g., efflux of 2-hydroxy-atorvastatin-lactone into bile that is supported
by ATP binding cassette subfamily C member 2 or subfamily B member 1). Finally, each reaction
has also a lower and upper bound describing minimal and maximal flow of metabolites through
this reaction.

On the other hand, formally, the network can be considered as a Petri net with conditional
transitions of places, where by a conditional transition we mean additional Boolean formula that needs
to be met in order for transition to occur (see Figure 1 for the example).

Activity Reactions

Gi:0 | Ry: M+ M 2V M, Ry: My -5 My + My

Gl | Ry: Ms -3 My Rs: My —— M,

Gsl | Ry: My 2% My Re: Mz + My 1%, My
Individual Model

1 1 1 1 1 1

Figure 1. An example of metabolic network with genetic rules. The example is composed of six
reactions R; among five metabolites M;. Among these reactions there are five enzymatic reactions
that are coordinated by the enzymes related to the three specific genes Gy. All arrows describe the
flow of metabolites through reactions according to the above list of reactions. Using the gene activity
pattern, a general network can be turned into transcriptom specific and represented as a Petri net with
conditional transactions. Here we can see that inactivity of gene G results in silencing (dotted line)
of the reactions Rz and Rg which represses the production of the metabolite M, and eliminates the
production of the M5 in the system.
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In our study we used the human genome-scale metabolic reconstruction model, RECON 2.2 that
details known metabolic reactions occurring in humans, and thereby holds substantial promise for
studying complex diseases and phenotypes [23]. The model described 7785 reactions (i.e., transitions
of a Petri Net), between 2654 metabolites (i.e., places), out of which 4742 depended on a genetic rule
(i.e., condition of a transition). We will refer to these reactions as enzymatic reactions. Each genetic rule
was a Boolean formula in a disjunctive normal form (DNF), where each Boolean variable corresponds
to the activity state (active or not) of one of 1670 unique genes. Additionally, all of the metabolites in the
network were distributed among 10 compartments. In total, we considered 6048 compartment-specific
metabolites. For more details see Table 1 and Figure 2.

2.2. Metabolic Landscapes

In order to construct a sample-specific metabolic model from a general metabolic network given
a transcriptomic pattern the following procedure was applied. First, we specified the thermodynamic
conditions describing the acceptable capacity of reactions fluxes, i.e., set the minimal and the maximal
flow levels through each reaction. Next, we evaluated each genetic rule, based on the transcriptomic
data to decide which reactions could occur in the initial model (see an example in Figure 1).
Finally, the obtained, individualized model could be further studied taking into consideration the
metabolic network structure. In our work, the linear programming problem was formulated and the
simplex algorithm was run to find the steady-state flux distribution. This procedure provided two types
of information. First, it suggested a new pattern of fulfillment among the genetic rules (binary-valued),
where each change, in contrast to the original value, could be considered as a post-transcriptional
change. Second, it outputted a vector of fluxes that met the criteria of the linear problem that was
solved. These fluxes could provide information about the metabolic reactions or pathways that were
mostly exploited given such expression patterns.

Table 1. The table provides a summary of the RECON 2.2 metabolic model.

enzymatic 4742

transport 3043

all reactions 7785 exchange * 701
demand ? 44

reverse 3782

directed 4003

unique substances 2654

all metabolites ¢ 6048 boundary 722
compartments 10

simple rules 2912

. complex rules 1830

all genetic rules 4742 unique rules 1341

unique genes 1670

? Exchange reactions describe in- and outflow of metabolites through the system boundary. ¥ Demand reactions
are intra-network, unlimited sinks or sources of metabolites degradation or production. ¢ An additional
metabolite (in contrast to the summary reported in [23]) was required for the R_biomass_other reaction.
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Figure 2. The figure presents an outline of the reactions distribution in the metabolic model of
RECON 2.2. There are nine inter-cellular compartments depicted and the additional boundary
component which represents external entry and exit of metabolites into the metabolism network
model. Each line connecting two compartments represents all reactions that involve metabolites from
these compartments. The number of these reactions and their direction is assigned to each line. To keep
the figure readable, for less than 10 reactions we use a dotted, thinner line.

2.3. TCGA Transcriptomic Data

In this study we used 20 RN A-seq transcriptomic datasets provided by TCGA, each composed
of cancerous and control samples and accompanied by clinical data. For the purpose of our work,
each dataset was subjected to a standard preprocessing routine with recount R package [24]. The raw
counts were scaled by the total coverage of the sample, that is, the area under the curve (AUC) of the
coverage. Next, only genes that were composing genetic rules in the RECON 2.2 model were selected.
Finally a number of 5 read counts was selected to be a threshold for a gene to be considered as active.
After Leucken et al. the thresholding procedures were as permissive as possible, so that downstream
analysis could be conducted and interpreted [25].

In the presented case study we used the kidney cancer dataset (renal cell carcinoma, RCC)
composed of the 897 primary tumor and 129 normal tissue samples. Tumor tissues were also
classified by their morphological type subtype into four groups: 527 clear cell RCC, 290 papillary RCC,
66 chromophobe RCC and 14 unclassified RCC samples. For 201 patients the survival data were also
available. Additionally, we used the brain cancer dataset (707 samples) to showcase the artifacts of the
clustering results obtained from the metabolic landscapes.
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2.4. Steady-State Flux Distribution

In order to determine the activity state of each reaction in a personalized model we made use
of the approach proposed by Shlomi et al. [26]. We formulated a mixed-integer linear programming
(MILP) problem (see Equation (1)) and solve it using Gurobi solver [27]. The goal was to maximize
an objective function (1a) with respect to stoichiometric (1b), thermodynamic (1c) and transcriptomic
(1d-g) constraints. For detailed description see the Methods section in [26].

The solution of the described problem provided a binary vector of activity states for each reaction
which we refer to as a metabolic landscape.

max Y (v +y, )+ Lyt st (a)
A rel

oyt re

S-v=0 (b)

Uin < U < Upax (c)

Umin,r(l - yf) < v — y;r re A (d) @
vmax,r(l - yy_) >+, reA (e

ZJmin,r(l - ]/;r) <o reZl (f)

Omax (1 —yF) > vy reZl (g

veR", yoy, €{0,1}

In the described setting the FBA problem was formulated as a linear program and solved using
the simplex algorithm. However, it should be emphasized that the structure of the underlying graph
was crucial in context of the flux analysis and the existence of dense sub-graphs loosely communicating
with neighbouring vertices strongly influenced the final outcome of the algorithm.

2.5. Graph Entropy

To detect the possible sources of the structural redundancy in a metabolic network we applied the
measure of entropy on a graph structure. To account for the context of the metabolic fluxes we made
use of the entropy based on the inner and outer neighbours of vertices within a given sub-graph [28].

Namely, for a graph G = (V,E) and its sub-graph G’ = (V/,E’) where V/ C Vand E' C E
contains all edges adjacent to vertices in V' we define the probability of the inner (P;) and outer (Pp)
flow of a vertex v € V' as:

O() _, 1)

N(v) N(v)

Po(v) =

where I(v), O(v) are the number of neighbours of v that: belong to V’ and not belong to V’, respectively,
while N(v) are all neighbours of v. Based on that we define the entropy H(v) of a vertex v as:

H(v) = —Pi(v) log, Pi(v) — Po(v) log, Po(v)
and consequently, the entropy of a graph G induced by sub-graph G’, Hs/(G), is defined as:
He (G) = ¥ (o)

veV’!

Given the above definitions, we determine the entropy of a group of enzymatic reactions within
the RECON 2.2 metabolic network. Additionally, we evaluate the entropy induced by groups of
random reactions sampled from the entire network. These steps aim to depict the graph in terms of the
entropy and thus connectivity and the flow of metabolic information, that is subject to the metabolic
landscape analysis.
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2.6. Binary Data Analysis

Since the final outcome of a linear programming problem is a set of binary vectors, it is necessary
to introduce specific methods to analyze them. In the literature there are described various statistical
methods that are specifically dedicated to the analysis of binary data, including: the non-negative
matrix factorization [29], the sparse logistic PCA method proposed by Lee et al. [30], and the variational
factorization method employing independent beta latent densities [31].

Nonetheless, in our case, in order to explore the data, track the potential latent variables and
visualize results we use the standard principal component analysis (PCA), which provides numerically
stable and robust results and is also used to define a function for separating variables selection.

PCA Loadings-Based Variables Selection

Let M € {0,1}""" be a binary data matrix with 11 observations and 1 variables, L = (L(1),..., L(")
be a loadings matrix and P scores (or principal components) matrix, satisfying P = ML. By definition
P is a representation of M in a new basis that is composed of vectors of L. For the purpose of binary
landscapes analysis, we construct a set of highest valued coordinates from first k directions of the rotation
matrix. The general parametrized function £ describes the selection procedure:

Lo = U =111 7 (1))

i=1

where f is the function determining the threshold for the value of a coordinate to be assumed significant
and k is the number of vectors from loading matrix that are considered. The function is used to select
the groups of reactions with the highly correlated activity pattern between all samples. In parallel,
the results from PCA Loadings-based variable selection were compared with the overall entropy
analysis of the network structure considering the interaction between the groups of enzymatic reactions.
It turned out that the groups requiring the adjustment belong to the group of clusters characterized by
the low entropy and loosely connected to the other vertices in the network.

To determine differentiating variables in the studied datasets, two measures were used.
First, the Jaccard Index is used to determine differentiating reactions between two groups of samples.
Forany z € {0,1}" we define zZl =Y ziandz0 =} (1 — z;). Given that the Jaccard Index of two binary

1 1
vectors 7 : {0,1}" x {0,1}" — [0, 1] is defined as:

min (x!,y!) + min (x,1/°)
max (x1,y1) + max (x0,y9)

J(xy) =

The index is non-linear and depends on the lengths of vectors, thus evaluates to 0 when two vectors
don’t share any element, increases with an increasing number of shared elements between vectors.
It reaches the maximal value of 1 when both vectors share the same elements and the same lengths.
In the process of variables selection as a threshold value we set 0.25 of the maximal value that the
index can reach (given the lengths of compared vectors).

Additionally, the Tanimoto similarity measure of two binary vectors 7 : {0,1}" x {0,1}" — [0, 1]
is defined as:

_n— i x #yi}l
T = v

and is used as a distant measure between two binary metabolic landscapes.
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3. Results

3.1. Metabolic Network Structure Problems

The first step was to apply the procedure suggested by Shlomi et al. to the cohort of the TCGA
data in order to verify if there existed a common metabolic pattern among various types of tumors,
or alternatively, if there existed any metabolic biomarkers which may be of diagnostic importance.

As mentioned in the introduction, our preliminary results suggested that, surprisingly, each data
set was composed of two to four clearly separable clusters of patients. In the case of 13 out of 20 TCGA
cancer datasets, the corresponding set of metabolic landscapes was well-separated into four clusters
that, on average, were differentiated by the activity of 180 reactions. Additionally, for the remaining
seven cancer-specific landscape datasets there were on average 95 reactions differentiating samples into
two clusters (see Figure 3 for an example based on brain cancer dataset). Moreover, it turned out that
almost all (>95%) discriminating (using Lmax,2 function) reactions in these clusters were coordinated
by two main enzymes that were encoded by: SLCO1A2 (solute carrier organic anion transporter family
member 1A2; coordinating superfamily of 94 Amino Acid-Polyamine-Organocation reactions [32]) and
SLC7A9 (solute carrier family 7 member 9; coordinating superfamily of 79 Resistance-Nodulation-Cell
Division reactions [33]) genes. These observations may lead to a conclusion that cancers in general
have natural subfamilies that can be described by the activity of specific groups of metabolic reactions
and thus also activity of particular enzyme encoding genes. Activation of SLCO1A2 is related to the
development and functioning of the immune system, organismal system for calibrated responses to
potential internal or invasive threats and is highly over expressed in breast cancer tissues [34]. On the
other hand, SLC7A9 enables the transportation of substances (such as macromolecules, small molecules,
ions) into, out of or within compartments of a cell, or between cells. Additionally, as a co-enzyme
with SLC3A1 coordinates group of five transportation/exchange reactions of L-Cystine, L-Alanine
and L-Ornithine, that were also detected as differentiating the cancer data. This observation implies
activation of SLC3A1, that was recently reported to promote breast cancer tumorigenesis [35].

Even though these literature reports may sound promising, we report another observation related
to the analysis performed on a dataset with 500 randomly generated gene activities that were subjected
to the metabolic analysis (see the right panel of the Figure 3). Despite the fact that the gene activity
dataset did not include any relevant information, we were able to identify two groups of reactions
differentiating samples into four well-separable clusters. These observations, undoubtedly, put in
question all results related to the clustering of metabolic landscapes performed on all cancer datasets,
since the analysis inferred about the knowledge that did not come from the data but from the topology
and structure of metabolic network.

The analysis of the RECON 2.2 network structure revealed that there existed groups of reactions
that were associated with the same genetic rule (top 10 most common genetic rules were related to
over 900 reactions). Even though these reactions were biologically non-redundant (each of them was
functional), they very often formed well-connected sub-networks that were loosely connected with the
rest of the network. As a consequence they made it problematic to apply the FBA methods. As the
way to identify such structures we proposed to apply the notion of entropy induced by sub-networks.
It turned out that these sub-networks minimized the entropy.

In the Figure 4 one can notice the structural properties of the RECON 2.2 metabolic network.
We discovered that among the groups of enzymatic reactions that follow the same genetic rule,
there was a representation of these that consisted of several dozen of reactions and yet induced
a very low entropy of the sub-network. The entropy- and structural-based analysis revealed that
these reactions were very well connected within their group, however they were loosely connected to
the neighbouring vertices outside their group. Such characteristics imposed the risk of the uneven
flow of the metabolic information throughout the network and made it of low probability that initial
transcriptomic conditions would be changed due to the influence of the other neighboring reaction
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states. In effect, this may result in the detection of network topology artifacts rather than new
information on metabolic reactions.
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Figure 3. The comparison of the first three principal components of metabolic landscapes determined
for brain cancer (left) and random (right) datasets. In both cases samples form well-separating clusters
that can be identified by the activity pattern of overrepresented gene rules. For the brain dataset:
SLC7A9 and SLC28A3. For the random dataset: SLC7A6 and SLCO1B1.

For this reason we proposed two adjustment methods that take into account this phenomena.
The aim was to transform the data so that the statistical analysis did not detect artificially induced data
separation, but rather may result in a discovery of subtle differences in metabolic activity between
samples possibly related to novel metabolic biomarkers.

3.2. Computational Workflow

Due to the discovery of the artifacts in the results of the metabolic landscape analysis we propose
the following pipeline of procedures, that aims to reduce the statistical redundancy immersed in the
RECON 2.2 network structure.

As the prerequisite, the entropy levels of each group of enzymatic reactions are determined
with the tools described in the Materials and Methods section. These are the base of the control for
redundant activity patterns in the statistical inference from the reaction activities.

First, we processed the RNA-seq transcriptomic data and converted it to the gene activity matrix
using the threshold of five counts. The matrix was then used to create a personalized metabolic
network model. For each of these, a MILP problem was formulated and solved with the Gurobi
solver based on the simplex algorithm. The solution was composed of the sample-specific metabolic
landscapes, which were subjected to statistical analysis. The analysis of the data was supported by the
two-fold verification if the redundancy among groups of reactions existed. On one hand, using the
PCA loadings-based variables selection £ function defined in the subsection Binary Data Analysis,
on the other assessing the entropy of the detected group of reactions. Based on these two conditions,
if needed, the adjustment of these reactions was performed.
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Figure 4. The entropy levels induced by specific sub-networks in RECON 2.2 by their size.
The upper panel depicts the entropy level induced by each sub-network of enzymatic reactions following
the same genetic rule (the blue area and outlying blue points). The grey area shows the entropy levels
for random groups of reactions of a given size. The groups of reactions that characterize the RCC
samples before and after the adjustment, as well as, the potential biomarker reactions for the discovered
poor-prognosis cluster are depicted by corresponding points. The bottom panel is a close-up view of the

low-number groups of reactions.

The data transformation was based on the aggregation of the activity states for groups of reactions
with respect to compartments to which belong their substrates and products. Namely, each reaction was
labeled with a name of form sy ... sg-p1 ... pj, where s1,...sg and py, ..., p; are alphabetically ordered
names of compartments that, respectively, substrates and products belonged to. Next, all reactions
with the same genetic rule and the assigned label were aggregated into the one represent reaction with
the level of activity equal to the average of activities in the group.

Finally, inference from the transformed data structure through the hierarchical clustering using
the binary distance measures (e.g., the Tanimoto similarity), correlation with the clinical data, selection
of discriminatory features and functional analysis of determined clusters was performed. The outline
of the described workflow is also depicted in the Figure 5. Additionally, in the Github repository:
https://github.com/storaged /metabolic-landscape the code and the scripts used in this workflow are
available. For the purpose of this study the workflow was executed on the machine with Mac OS.
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Figure 5. The workflow outline highlighting the main steps in the proposed data analysis method.

3.3. Metabolic Landscape Adjustment for the Renal Cell Carcinoma

In order to validate the proposed workflow we performed the metabolic landscape analysis on
the TCGA dataset of renal cell carcinoma (RCC). After performing the adjustment methods on the
metabolic landscapes we reported a significant improvement in samples clustering, both in the sense
of unwanted network structure-dependent clusters composition and correlation with clinical data
(see Figure 6). Additionally, we took advantage of the provided prerequisite and confirmed that all of
the adjusted groups of reactions fell into the group of the low-entropy level (see Figure 4).

Color Key Color Key

0 04 08 0 04 08
Activity Activiy

Tissue Type (TT)
= Primary Tumor
= Sold Normal

Tissue Type (TT)
= Primary Tumor
= Sold Normal B ‘

Morph. Type (MT) Morph. Type (MT) ! !

= Chromophobe RCC
Undlassified

Gene Rules (R)

= SLCO1B1

= SLCO1A2
SLCTAS
SLCTAS

Reaction Activty

Metabolic Landscape Metabolic Landscape

Figure 6. The comparison of reactions activity before (left) and after (right) the adjustment. On the left
panel, the vertical strip marks reactions associated with the same genetic rule (the orange scale colors)
noticeably determining the clustering of all landscapes. In both panels, horizontal stripes represent the
Tissue Type (TT) and the Morphological Type (MT) of all samples. One can see, how the adjustment
improves the correlation of the data with the clinical variables, especially the morphological type.
Finally, the vertical strip on the right panel presents that correspondence related to the compartments

(the purple scale colors) was introduced.

We removed the amplified activity pattern of reactions coordinated by the same genetic rule,
that influenced the clustering of samples in an unwanted way. After the reduction there were no
significant, discriminating reactions associated with the same genetic rule. This step also resulted in
more reliable clustering of data according to clinical observations, e.g., normal or tumor tissue type or
morphological type of a tumor sample.

The results of our analysis of the renal cell carcinoma TCGA dataset were consistent with
latest reports, that indicated SLC6A3 as a experimentally confirmed biomarker for RCC [36].
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The transcriptomic signal of SLC6A3 in our data was clearly discriminating biomarker of Clear
Cell RCC subtype (6.89 logFC).

However, thanks to the analysis of metabolic landscapes we further suggest potential biomarkers
that correspond to specific, known RCC subtypes [37]. The literature so far reports CXCL16 gene
as a significantly expressed in papillary RCC with others still waiting for their validation [38].
Nonetheless, the analysis of metabolic landscapes suggests two transport reactions that discriminate
the Papillary RCC subtype. Both of them are supported alternatively by the already reported SLC6A3
or SLC6A2, other member of the same Solute Carrier family. The transportation activity state of
dopamine and norepinephrine via sodium symport between cytoplasm and extracellular space
are well separating the Papillary RCC subtype from other samples. Namely, these reactions are
predicted to be inactive in Papillary samples. Our results reported 247 out of 291 (~85%) papillary
samples and 42 out of 737 (~6%) other samples characterized by inactivation of these reactions.
This observation was also confirmed by the purely transcriptomic data, which suggested down
regulation of both genes (—3.62 and —2.2 logFC of SLC6A2 and SLC6A3, respectively) for papillary
samples. This observation suggested a simultaneous drop of the activity of both SLC6A2 and SLC6A3
as a potential diagnostic biomarker.

In case of the Chromophobe RCC (ChRCC) subtype, before the adjustment of the metabolic
landscapes two genetic rules were in fact separating this subtype from the other cancer samples:
(i) the extracellular space and cytoplasm exchange reactions supported by the complex of SLC3A1 and
SLC7A9 (five reactions involving L- Cystine, L-Alanine and L-Leucine) and (ii) reactions controlled by
SLC7A9 that was involved in 79 reactions. However, after the adjustment two potential biomarkers
were found: inactivation of sodium-dependent transport of (i) phosphate, supported by SLC17A1
and (ii) ascorbate supported by SLC23A1. Inactive phosphate and ascorbate transport characterized,
respectively, 65 and 62 out of 66 ChRCC samples; 45 and 28 out of 774 other tumor samples. Even in
the literature reports it is still not clear how the phosphate transportation or concentration level
and absorption via SLC23A1 of ascorbate influences the cancer cells [39]. We point to these factors,
both reaction activity and transcriptomic/proteomic levels, as possible biomarkers of ChRCC.

3.4. Poor Prognosis Cluster

Finally, we reported a candidate for a new cancer subtype resulting from the statistical and
functional analysis of metabolic landscape clusters. Based on the samples clustering after the
adjustment (see Figure 6) we further studied the obtained six clusters of samples. Among them,
there were four homogeneous clusters composed mainly of: the healthy tissues (Control),
the Chromophobe RTCC subtype (Chr-basal), the Clear Cell RTCC (CC-basal) and the Papillary
RTCC (Pap-basal). Even though, the pattern of the remaining two clusters was not related to their
morphological type we noticed a statistically significant (p-value: 0.002) difference in the survival time
in one of the clusters (see Figure 7), which we addressed as a poor prognosis cluster.

The first and natural step here is to compare our clustering with the previously published [40].
In particular, the membership of the CpG island methylator phenotype (CIMP) cluster is of high
interest, because of its bad prognosis properties that were investigated in [41]. It turns out that the
entire CIMP cluster was part of the much larger (10 vs. 102) poor prognosis cluster that was identified
based on its metabolic profile. Additionally, our poor prognosis cluster also contained five out of six
samples classified as metabolically divergent (MD) in the literature. While CIMP-associated tumors
showed increased expression of key genes involved in glycolysis, our cluster metabolic pattern was
also associated with deregulations in glycan biosynthesis. However, the important characteristic
feature was the reduced expression of genes related to amino acid transport.
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Figure 7. The analysis of the poor prognosis cluster. The heatmap presents the activity of reactions
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panel presents the Kaplan-Meier survival curves, which present the significantly lower survival time
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To deepen the nature of these newly discovered clusters, we performed a differential analysis
of four clusters (using also CC-basal and Pap-basal) in order to describe a metabolic as well as
genetic nature of this cluster. We determined a set of 106 differentiating reactions coordinated by four
genes: OAT2 (3), PRODH2 (4), PKLR (5) and SLC1A2 (94), see Figure 4. Among these reactions
we report orotate-glutamate antiport, uptake of allopurinol and oxypurinol by the hepatocytes,
mitochondrial proline Oxidase (NAD) and dehydrogenase, and reactions involved in pyruvate
metabolism. Genes coordinating these reactions reveal a specific expression pattern of the poor
prognosis cluster, i.e., the low expression and the consequent inactivation of corresponding reactions.
It is worth to emphasize, that the adjustment procedure provides a confirmation of the significance of
the hub of reactions governed by the SLCIA2 gene (see the corresponding datapoint in the Figure 4).

Additionally, we performed the functional analysis of top 100 differentiating genes, using the
DAVID on-line tool. The analysis provided a consistent output indicating functions and keywords
commonly related to modifications in transport and symport reactions highlighting transmembrane
transport activity. Finally, pathway analysis performed with KEGG implied deregulations in the glycan
biosynthesis and metabolism pathway.

The above observations can be preliminarily verified with literature reports. In a metabolic
sense, abnormalities in glycan biosynthesis that we observe were reported as a significant factor
of cancer cells phenotype and biology almost two decades ago [42]. It should be emphasized that
recent studies stress the particular role of amino acid transporters in the pathogenesis of cancer.
Specifically, the deregulation of these genes leads to metabolic reprogramming changing intracellular
amino acid levels, which may underlie the molecular processes that explain poor prognosis in detected
cluster [43]. Moreover, in our study, the poor prognosis properties can be influenced by the low
activity of SLC1A2 belonging to the organic-anion-transporting polypeptide (OATP) family, because it
is responsible for transport of anticancer drugs (e.g., methotrexate used in chemotherapy) [44] and
overall uptake of. Similarly, low expression of OAT2 was reported to influence a poor response
to antitumor UFT-based chemotherapy in colorectal cancer patients [45]. Loss of PRODH2 was
also reported in cancer [46], however no links with cancer prognostics were reported. The above
summary may constitute an introductory justification for the possible existence of the poor prognosis
cluster in RCC mainly conditioned by the chemoresistance dictated by the activity of its potential
biomarker genes.

4. Discussion and Further Research

Concluding, in our article we recall an important yet barely discussed data analysis and
integration problem of the two-fold nature. Using the TCGA datasets and the metabolic network
model we presented how the bioinformatical and statistical data analysis may lead to outwardly
interesting biological and medical observations, which may be justified by the literature reports.
However, not only do we prove that these observations are the inevitable consequence of the model
assumptions (as genetic rules induce clusters artificially), but also we show that these assumptions
conceal the current state of knowledge about cell metabolism, as many discovery claims may testify.

We believe that the identified problem is important enough to look at alternative approaches
and verify if they are not exposed to the similar obstacle. However, as it was already mentioned,
there is a strong evidence that the problem highlighted in this work may be present in other researches
that dealt with the analysis of the FBA outcome. The reason, even though is very subtle, is related
to the linearity of the solving method applied to the non-linear topology of the problem support.
In particular, the existence of internally strongly connected sub-graphs that are loosely connected with
their neighbouring vertices influences the graph flow approaches. The metabolic information cannot be
flawlessly passed on between reactions and thus interferenced by particular information-flow blockers.
Here, we briefly discuss several alternative approaches as an extension to the literature overview
presented in the Introduction.
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To the scope of the traditional linear programming approach to solve the FBA problem we add
what Lee et al. proposed in their work. The redefinition of the main objective function as well as
an emphasis put on the more informative nature of absolute gene expression measurements provided
by RNA-seq data was presented. Authors set an optimization problem to maximize the correlation
between an observed transcriptomic profile and levels of reactions fluxes, that is solved using the
MILP solver. Authors provide a case study based on estimation of exometabolic flux in Saccharomyces
cerevisige and show that their method outperforms the traditional approach upon maximisation of the
rate of biomass production.

Additionally, there is also a bunch of approaches that extends the approach to the FBA problems
onto the field of Bayesian statistics. One example of an extension of the FBA via Bayesian factor
modeling was suggested by Angione et al. [47]. The extension bases on an assumption that
high-dimensional data are generated from the hidden lower-dimensional factors that are shared across
data samples. As a consequence, as a first step authors solve the bi-level FBA problem, which extends
the standard problem by interdependencies among enzymes and genetic rules coordinating metabolic
reactions. Next, Bayesian matrix factorization modeling with Gaussian Markov random field is
incorporated to perform pathway analysis that takes into account reaction-pathway memberships as
prior knowledge. Using an metabolic model of Escherichia coli authors present how their model tracks
changes in pathway responsiveness for variuos experimental conditions.

Lately, in [48] authors presented an approach that results in flux posterior represented as
an unimodal truncated multivariate normal (TMVN) distribution. Using a MCMC Gibbs sampler
implemented in Matlab a group of in-silico experiments was performed to highlight the capabilities
of the model. The presented approach allows to characterize the genome-scale flux covariances,
reveal flux couplings, and determine genome-scale number of intracellular unobserved fluxes in
Clostridium acetobutylicum from 13C data based on a small set of intracellular flux measurements.

Interestingly, the problem of flux estimation was also approached from the perspective of the
thermodynamic analysis. Zhu et al. introduce a novel, two-step optimization method termed as
thermodynamic optimum searching [49]. First, the original FBA is used to determine the maximum
growth rate. Then, the most thermodynamically favored solution is acquired by solving a nonlinear
optimization problem in which the growth rate is fixed to the maximum. The later aim is achieved
by maximizing the entropy production rate while minimizing energy usage and deviation from the
second law of thermodynamics related to the the minimum magnitude of the Gibbs free energy change
and the maximum entropy production principle. The method is supported with five E. Coli case studies
presenting the improved accuracy of predictions compared to the standard FBA.

What should be emphasized here is that none of the recalled articles mentioned any observation
on the relationship between the structure of the metabolic network and their final outcome.
Additionally, an alarming fact is the use of methods such as the categorization of the transcriptomic
signal, linear (or semi-linear) methods of solving the flow problem, binarization of data and their
interpretation based by clustering. All of these observations allow the reader to ask if any control for
artifacts was performed. In order to compare the methods, approaches, objectives of all the mentioned
works in this article a table summary is provided in the Appendix A.

To conclude, the future directions in which we would like to conduct this research include
incorporating other metabolic networks for the landscape analysis, but also improved adjustment
methods, that would define and take into account the confidence of the reaction. One idea in
that direction, would be to incorporate some experimental validations from the literature reports.
Ideally, we would like to reach the gold standard using measurements from the 13C-fluxomics
technology, where metabolic precursors enriched with 13C and quantified by mass spectrometry
or NMR [50,51], as well as from transcriptomic assays. However, such data has so far been collected
for relatively small systems, e.g., single pathways [52] or other simple organisms [53], while our
amendment concerns the whole human cell metabolism. Another option is to take into account the
entropy-based approach and propose a sample-specific adjustment method. Finally, we also suggest
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defining a probability of reaction activity, that may be introduced instead of currently considered
binary activity state. This would allow to make use of the continuous information included in the
expression data, rather than reduced binary signal. We believe that these improvements may lead
to better understanding of cancer biology and phenotype resulting from the observed differences in
metabolic activity.
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DNF Disjunctive Normal Form
FBA Flux Balance Analysis
LP Linear Programming

MCMC  Markov Chain Monte Carlo

MILP Mixed-Integer Linear Programming
PCA Principal Components Analysis
RCC Renal Cell Carcinoma

RNA Ribonucleic Acid
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Appendix A

A literature search of articles was conducted, and Table Al summarizes and compares the
literature and research that was related to the FBA problem and integration of the transcriptomic and
metabolic knowledge. Let us emphasize that nearly each objective in the presented works is related to
detection of activation profiles. Yet, artifact detection is not considered in any of the articles.
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Abstract: Selection of biologically relevant genes from high-dimensional expression data is a key
research problem in gene expression genomics. Most of the available gene selection methods are
either based on relevancy or redundancy measure, which are usually adjudged through post selection
classification accuracy. Through these methods the ranking of genes was conducted on a single
high-dimensional expression data, which led to the selection of spuriously associated and redundant
genes. Hence, we developed a statistical approach through combining a support vector machine with
Maximum Relevance and Minimum Redundancy under a sound statistical setup for the selection
of biologically relevant genes. Here, the genes were selected through statistical significance values
and computed using a nonparametric test statistic under a bootstrap-based subject sampling model.
Further, a systematic and rigorous evaluation of the proposed approach with nine existing competitive
methods was carried on six different real crop gene expression datasets. This performance analysis
was carried out under three comparison settings, i.e., subject classification, biological relevant criteria
based on quantitative trait loci and gene ontology. Our analytical results showed that the proposed
approach selects genes which are more biologically relevant as compared to the existing methods.
Moreover, the proposed approach was also found to be better with respect to the competitive existing
methods. The proposed statistical approach provides a framework for combining filter and wrapper
methods of gene selection.

Keywords: SVM; MRMR; bootstrap; gene expression; biological relevance; subject classification

1. Background

The emergence of high-throughput sequencing technologies exponentially increase the size of
output data in genome sciences with respect to a number of features [1]. For example, gene expression
(GE) studies generate the expression measurements of several thousand(s) of genes for tissue samples
over two contrasting conditions in a single study [2,3]. These huge amounts of expression data are
being generated for complex traits, and are deposited in public domain databases, such as NCBI
GEO, ArrayExpress, etc., over the years by researchers across the globe [4,5]. Further, these publicly
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available high-throughput data need to be analyzed in order to gain valid biological insights. One such
aspect of this research is to select genes, which are highly relevant to the phenotype/trait under
study, out of several thousands of genes in the data. This is called feature selection in machine
learning in general and gene selection in genomics [5-7]. Gene selection has been the focused area
of functional genomics research, and thus several statistical and machine learning approaches have
been developed for this purpose [8,9]. Here, the main aim is to select relevant genes which are highly
informative for the condition/trait (i.e., reduce the curse of high-dimensionality in GE data [5,6,10,11]),
and use them as predictors for diagnosing a disease [7,8,12,13] or to understand the stress response
mechanisms in plants [6,10]. Further, the selected genes can also be used as predictors for other
predictive analysis, i.e., subjects classification [7,8,11], gene regulation modeling [14], gene network
analysis [5,6], etc., which enhances the stability, power and feasibility of the developed models [15].

Gene selection methods can be grouped into: (i) filter; and (ii) wrapper methods [9,16].
Filter methods select individual genes or gene subset based on a performance measure computed
from the data with respect to class variables regardless of the predictive modeling algorithm [17].
These methods include univariate approaches such as ¢-test [18,19], Fold change [19], F-score [20,21],
Volcano plot [18], Wilcoxon’s statistic (Wilcox) [22,23], information gain (IG) [9,24], gain ratio
(GR) [9,24], symmetric uncertainty [19], etc. These methods select genes by only considering their
relevance within a level of the experimental condition/trait. However, these approaches may not
be sufficient to discover some complex relationships among genes (i.e., gene-gene interactions)
for certain conditions/traits, under which the data is generated [10]. Therefore multivariate filter
approaches, such as Pearson’s Correlation (PCR), Spearman’s rank correlation [9,24], Maximum
Relevance and Minimum Redundancy (MRMR) [20,25,26], etc. have been developed to select genes
from GE data [9,16]. Recently, MRMR method was applied to single-cell transcriptomics data for
selection of relevant transcripts responsible for colorectal cancer [27].

Wrapper methods select gene subsets by assessing the performance of the predictive modelling
algorithm [28]. In other words, this class of gene selection methods are embedded in the classification
process. For instance, a wrapper method evaluates the gene subsets based on the classifiers’ performance
on GE data and selects the most relevant gene subset. However, the Wrapper methods have better
performance over filter methods [9,16], but are more complex, and computationally expensive [28].
This class includes support vector machine-recursive feature elimination (SVM-RFE) [8,29], multiple
SVM-RFE (MSVM-RFE) [30], Monte Carlo feature selection algorithm (with SVM classifier) [31]
and random forest (RF) [11] to name a few. Further, hybrids of filter and wrapper methods are also
reported in literature (known as embedded methods [9]) such as combination of SVM-RFE with
MRMR weights (SVM-MRMR) [13], SVM with F-score and other methods [21] to select relevant genes
from GE data. Moreover, the MRMR method [20] in conjunction with incremental feature selection
and Dagging algorithms [32] were used for gene selection through integrating cross platforms data
such as expression quantitative trait loci and genome-wide association study [33].

Besides hybrid gene selection methods through combining ReliefF with ant colony optimization [34]
and particle swarm optimization [35], algorithms are also developed to select cancer-responsible genes
from GE data. Moreover, the existing methods select genes through the weights (i.e., gene ranking
criteria) computed from single high-dimensional GE data, which leads to the selection of spuriously
associated and redundant genes (i.e., genes may not be informative but are correlated with other
relevant genes) [5,6]. Therefore, the permutation procedures are used to compute statistical significance
values for genes [6]. However, it has some serious limitations, such as being highly sensitive to a
small permutation of experimental conditions (i.e., class labels) [5,6], computationally slow [36,37],
cannot possibly give any significant p-values after multiple testing adjustments [37,38] and large
permutations are required to get a significant p-value [37]. To address such issues, bootstrap procedures
are used in gene selection which ably remove the spurious associations of genes with the classes
and other genes [5,6,39].
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Gene selection methods are mostly used to select cancer-responsible genes from GE datasets,
and subsequently used for patient classification (e.g., with and without cancer) [6-8,13,15,34—40].
There are limited studies available in literature to systematically explore the performance of gene
selection methods on crop GE datasets as there are typically limited experimental data available.
Further, the performance of the existing methods were usually assessed through computation of
post selection classification accuracy (CA) on cancer GE datasets [7,8,13,15,39,40]. In other words,
these techniques are adjudged based on their ability to discriminate the GE samples between case
and control groups through training classifiers like SVM [31]. Here, it is worthy to note, this traditional
criterion is statistically sound but may not be biologically relevant for performance evaluation of
gene selection methods [39,41]. For instance, a gene selection technique identified a set of genes
which accurately predicted the class of GE samples for a salinity vs. control GE study in rice, but it fails
to tell whether these selected genes are biologically relevant or not to the salinity stress. Hence, it is
pertinent to evaluate the gene selection methods with respect to biology-based criteria. For this purpose,
data related to traits, such as quantitative trait locus (QTLs) and gene ontology (GO) for model crop
plants may be used, which are hugely available in public domains.

We, therefore, propose an improved statistical approach (BSM=Bootstrap-SVM-MRMR) that
combines MRMR filter with SVM wrapper method to minimize the redundancy among genes
and improve the relevancy of genes with the traits/phenotype under a sound statistical setup.
Through this, relevant genes are selected from a high-dimensional GE data through the statistical
significance values computed using a nonparametric (NP) test statistic under a bootstrap-based
subject sampling model. Further, the comparative performance analysis of the proposed BSM
approach is carried out with nine existing competitive methods (i.e., IG [9,24], GR [9,24], t-test [18,19],
F-score [20,21], MRMR [12,20], SVM-RFE [8,29], SVM-MRMR [13], PCR [9,24] and Wilcox [22,23]).
The comparative performance measures include CA along with its standard error computed through
varying sliding windows size technique, and three biological criteria based on QTL [42] and GO [43]
terms. We demonstrate these procedures on six publicly available, independent crop GE datasets,
and find that the BSM approach outperforms in terms of classification and biological relevance criteria
compared to the existing methods.

2. Materials and Methods

2.1. Motivation

The GE datasets, from various experiments conducted to understand the behavior of biological
mechanisms, are hugely available in public domain databases. For example, GE datasets generated
for 125,376 experiments over 19,893 Microarray platforms consisting of data on 3,406,218 samples
are available in NCBI GEO database until the current date [4]. Usually, researchers use data from
single experiments to test their methodology or select genes for further study. For instance, Wang et al.
(2013) used the salinity stress GE samples from GSE14403 to test their methodology and select salinity
responsive genes to understand salinity tolerance mechanism in rice [6]. Such a study is important
but may not be enough to test the hypothesis of salinity tolerance in rice due to limited sample
size. Hence, the real challenge is to integrate or combine the GE datasets generated for same or
cross platforms over different experimental conditions and test the methodology(s) on the meta-data.
Moreover, meta-analysis of data generated by GE experiments for the same or related stress(es) is
essential to enhance the sensitivity of the hypothesis under consideration for drawing valid biological
conclusions. Therefore, we performed meta-analysis on GE datasets corresponding to different stresses
from multiple experiments and tested the performance of methods on these metadata, as shown
in Table 1. The outlines of meta-analysis are given in Figure 1A.

37



Entropy 2020, 22, 1205

Table 1. Rice gene expression datasets used in the study.

SI. No. Descriptions #Series Series ID #Genes #Samples S]f}r]:;s
GSE14403,
1. Salinity stress 3. GSE16108, 6637 45 (23,22) Abiotic
GSE6901.
GSE31077,
GSE33204. L
2. Cold stress 4. GSE37940, 8840 28 (15, 13) Abiotic
GSE6901.
GSE6901,
GSE26280.
3. Drought stress 5. GSE21651, 9078 70 (35, 35) Abiotic
GSE23211.
GSE24048.
Bacterial GSE19239,
4. (xanthomonas) stress 3. GSE36093. 8356 74 (37,37) Biotic
GSE36272.
GSE41798, L
5. Fungal (blast) stress 2. GSE7256. 7072 26 (13, 13) Biotic
6. Insect (brown plant 1. GSE29967. 7241 18 (12, 6) Biotic
hopper) stress
3 B

from M subjcts
with
| replacement
Exp. 01 Exp. 02 Exp.n W Wy , x
L2 T 1 3 3
& &‘Q Score integration (Quadratic method) Somsmnladigame
T Dol .
Meta-analysis 3 g = g
3 2
Conversion of gene ranks into rank scores
Validation with 3 4 3
Subject Classification Ry Ry ™ Ry
Quantitative Trait Loci 12 2
Gene Ontology analysis [ Hypothesistesting: H: i4h gene notincludedin gene set

Hiith geneincludedin selected gene set

Run gene set
BotSVM-VIRMR =

Figure 1. Operational procedure for data integration and the use of proposed BSM approach.
(A) Outlines for the data integration used in this study for the application of BSM approach. The first
step indicates the integration and meta-analysis of GE datasets obtained from various GE studies.
Then gene selection methods are applied on the meta GE data. (B) Flowchart depicting the implemented
algorithm of BSM approach. W;®)’s and W;(M)s are the N-dimensional vectors of weights computed
through SVM and MRMR approach, respectively. G;’s and R;’s are the N-dimensional vectors of
gene lists and corresponding gene rank scores. SVM and MRMR stand for Maximum Relevance
and Minimum Redundancy and support vector machine algorithms. p;-value is statistical significance
value for i gene.  is the desired level of statistical significance.

2.2. Data Source

Rice GE experimental datasets were collected from the Gene Expression Omnibus database
(GEO) of NCBI for platforms GPL2025 (www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GPL2025) [4].
Here, we used the rice data, as it is a model crop plant, has a large amount of GE, other related
biological (QTL and GO) datasets are available publicly, and its genome is well annotated. The selected
GE datasets were generated under biotic (bacterial (Xanthomonas), fungal (Blast), insect (Brown plant
hopper) and abiotic (salinity, cold and drought) stresses in rice. The summary and details of these
datasets are given in Table 1 and Supplementary Table S1, respectively. Initially, the raw CEL files
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of the collected samples were processed using Robust Multichip Average algorithm available in affy
Bioconductor package of R [44]. This procedure involves background correction, quantile normalization
and summarization by median polish approach. Further, the log2 scale transformed expression data
for the collected experimental samples were used for meta-analysis to remove the outlier samples
(Supplementary Document S1). The GE samples from 3, 4, 5, 3 and 2 independent studies for
salinity, cold, drought, bacterial and fungal stresses, respectively, were integrated (Table 1) through
the meta-analysis (under the parameters settings in Supplementary Table S2) to obtain the meta-data.
For instance, the salinity stress dataset, originating from 3 independent studies, are available in GEO
database under the accession numbers GSE14403, GSE16108 and GSE6901 and consist of expression
measurements for over 45 samples. Then, these meta-datasets for the respective stresses were further
used to remove the control and irrelevant features through the preliminary genes selection to reduce
the computational complexity and dimensions of the datasets. For instance, out of 57,381 genes
in drought stress, the control (123) and irrelevant (48180) genes were filtered out by setting the fold change
and p-value (from t-test) parameters as 1 and 0.05, respectively, through the preliminary gene selection.
The detail process of data collection, meta-analysis and preliminary gene selection for the datasets are
given in Supplementary Document S1. Then, the processed datasets (Table 1) were used for further
data analysis. Further, the QTL datasets for the stresses in rice, viz. salinity, drought, cold, insect,
fungal and bacterial, were collected from the Gramene QTL database (http://www.gramene.org/qtl/) [45].
The lists of the respective stress responsive QTLs along with their mapped positions on the genome are
given in Supplementary Document S2. The GO annotations data of the rice genome used in this study
were collected from AgriGO database [46].

2.3. Methods

2.3.1. Notations

Let Xy x m = [xii] be the GE data matrix, where x;,, represents the expression of i"@i=1,2,...,N)
gene in mih (m=1,2,..., M) sample/subject; x,;, be the N-dimensional vector of expression values of
genes for m'" sample; y,, be the outcome variable for target class label of m* sample and take values
{+1, -1} for case and control conditions, respectively; M; and M, be the number of GE samples in case
and control classes, respectively, (My + My = M); (Xi, Slzl) and (X, sz) be the mean and variance of
it" gene for case and control classes, respectively; X; be the mean of i gene across all M samples; S; j be
the covariance between i and j genes.

2.3.2. Maximum Relevance and Minimum Redundancy (MRMR) Filter

MRMR method aims at selecting maximally relevant and minimally redundant sets of genes for
discriminating the tissue samples (e.g., case vs. control). This method is extensively used for selection of
cancer-responsible genes from high-dimensional GE data for patient classification (i.e., with and without
cancer) [12,20,26]. For continuous GE data (e.g., Microarrays), the relevance measure for ith gene over
the given classes (i.e., case and control) is computed through F-statistic [12] and is expressed as:

M (i - %) + Mo (X - X;)°

= {(My =1)8% + (My = 1)S3}/ (M -2)

)

Further, the redundancy measure in MRMR method is computed through Pearson’s correlation
(ignoring the class information) for continuous GE data [12] and is given as
S. . YM (i — ) (X — X
R(i,j) = Corr{xix7) = o5~ = ot~ F ) ) @
Si5; M =32 M =2
Zm:l (xim _xi) Zmzl(x]m _x/')
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In MRMR method, genes are ranked by the combination of relevance, and redundancy measures
under F-score with correlation quotient scheme for continuous GE data [12,20,26]. The weights
computed through MRMR method for gene ranking can be expressed in terms of Equations (1) and (2)
and is given as:

wi = F(i) /15— Y., [RG)D Vi=1,2 .. N ®)
j=1
j#i
where w; (20) is the weight associated with i gene. The functions F(i) and R(i, j) in Equation (3)
represent the F-statistic for i gene and Pearson’s correlation coefficient between i and j genes.
In other words, ith gene weight is F-statistic adjusted with average absolute correlation of ith gene with
the remaining genes.

2.3.3. Support Vector Machine (SVM)

SVM method is used for selection of genes (in a 2 group case) from high-dimensional GE data [29].

Let {xm, ym} € RN % {-1, 1} be the input given to SVM. Here, we wish to find out a hyperplane that

divides the GE samples/subjects for case (y,, = 1)x; from that of control class (y,; = —1) in such a way

that the distance between the hyperplane and the point, X; x;;, is maximum. Then the hyperplane can
be written as: N

Zizlkix,-erb:O Vm=1,2,.. M )

where k; and b are the weight of i gene and bias, respectively. Here, we assume that the GE samples
for 2 classes are linearly separable. In other words, we can select 2 parallel hyperplanes that separate
the case and control classes in such a way that the distance between them is maximum.

For case class, the hyperplane becomes:

N
Zi:1ki"ip +b=1 foranyp=1,2,..., My (5)

For control class, the hyperplane becomes:

N
Zifl kixig +b=-1 foranyg=1,2,..., My (6)

The expressions in Equations (5) and (6) can be combined as:

N
ym(Zi:l kit + b) 1 Vm=1,2..,M @

Here, we wish to maximize the distance between the case, and control hyperplanes in Equation (5)
and Equation (6), respectively, under the constraint that there will be no GE samples between these 2
hyperplanes given in Equation (7). Mathematically, it can be written as:

X ki 2
— iy — x| = —— 8
= (LK) i =l (Zk)? ®

1

)2
So, to maximize the distance between the planes in Equation (8), we need to minimize (Zizk’)

under the constraint of Equation (7). Mathematically, it can be written as:

_(Tik)? M N
L, = HEanl + Zm:l (pm{l - y”’(zl‘:l kixim + b)} Ym=1,2,..., M 9)
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where ¢, (> 0): Lagrange multiplier. Here, k;’s are obtained by minimizing the objective function
in Equation (9). Through the principle of maxima-minima, we have:

dLy M dLy M
a_k,‘ = Ziki - Zi(Zmzl (Pm]/mxim) =0and E = Zm:l PmYm = 0 (10)

The value of k; can be obtained through solving the system of linear equations given in Equation (10)
and is expressed as:

M M
ki = Zm:l PmYmXim with Zm:l PmYm = 0and Pm= 0 (11)

Here, |k;| (> 0) in Equation (11) is used as a metric for the ranking of genes in the GE data [29].
Alternatively, kf as a gene ranking metric can also be derived by using Taylor series approximation [47],
which is given in Supplementary Document S3.

2.3.4. Proposed Hybrid Approach of Gene Selection

MRMR method may not yield optimal CA because it performs independently of the classifier
and is only involved in selection of genes [13]. On the contrary, SVM method of gene selection does
not consider the redundancy among genes (i.e., gene-gene correlations) while selecting genes [13].
Hence, Mundra and Rajapakse (2010) have developed a gene selection method by taking linear
combination of weights computed through MRMR and SVM methods [13], and is given as:

SL; = ow; + (1-0)|ki| (12)

where parameter 6 € [0, 1] decides the tradeoff between SVM and MRMR weights. The SL;
in Equation (12) is highly dependent on the value of 6. In other words, the choice of 6 may alter
the order of genes by MRMR (w;) or by SVM (k;), especially when w; and k; are negatively correlated.
Hence, we propose a statistical approach by combining SVM and MRMR weights under sound
statistical framework, where genes are selected through p-values computed using the NP test statistic,
which is described as follows.

First, we normalized the w; and k;’s through minimax normalization. Then w; and k; were ranked
based on the ascending order of their magnitudes and assigned ranks y?AR and yfv for i gene,
respectively. Then, we developed a technique, i.e., quadratic integration, for integrating the gene
scores based on ranks, which automatically assigned more weights to the higher value of w; and k;.
Now, the quadratic integration score can be expressed as:

B ‘Byg\/IRwinorm + (1 —ﬁ))/?vlkilmm

D,
1 BYMR 4 (1-p)ysY

(13)

where @™ and |k|™"" are the normalized values, expressed in Equation (14) and
Equation (15), respectively.

WM = (w,- - mjnzui)/ (maxw,- — minw; ) (14)
1 1 1

™ = (it = miniki) /(e - minik ) 1s)

Further, B(€ (0, 1)) in Equation (13) is determined empirically from the data through a 5-fold
cross validation technique. The detail procedure for determining the optimum value of 8 is given
in Supplementary Document S4. If SD; in Equation (13) is used alone for ranking of genes, it will
become a filter approach and lead to selection of spuriously associated genes. Hence, we used a
bootstrap procedure under a subject sampling model setup to obtain the empirical distribution of SD;
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for computation of statistical significance value for ith (i=1,2,...,N) gene. Here, the used bootstrap
procedure is described below.

The M samples (as columns) in the GE data matrix, either belonging to case or control, can be
considered as subjects/units in a population model, as shown in Equation (16).

(x1,y1), (%2, y2), -0 Fm, Ym), -+ (-1, Ynma-1), (X, Yma) (16)

Here, we assume that the subjects are independent and identically distributed, but the genes
within each subject may be correlated. In the bootstrap procedure, M units are randomly drawn from
M population units in Equation (16) with a replacement to constitute a bootstrap GE data matrix,
ie, XI(\?))(M (M units serve as M columns of X). This process is repeated B times to get B bootstrap GE

data matrices, i.e., XS))(M, XI%)(M, e, XI%)(M, ., XI(\?;M. Here, B (i.e., number of bootstrap samples)
depends on several factors, such as number of units in the population model in Equation (16) and must
be sufficiently large. So, we set B = 200 as several empirical studies showed that the number of
bootstrap samples required for an estimation procedure is ~200 [6,48].

Now, the B bootstrap GE data matrices are given as the input to Equations (3), (11) and (13) to
compute the SD scores, and subsequently gene ranking was performed on each of the B bootstrap GE
data matrices.

Let Py, be a random variable (rv) that shows the position of i gene in b bootstrap GE matrix.

Then, another rv can be defined based on P;, (without loss of generality), given as:
b 0<Ry<1 a7)

where Ry, in Equation (17) is the rank score of it (i=1,2,...,N) gene in b (h = 1,2, ... , B) bootstrap
GE matrix. Here, it may be noted that the distribution of the rank scores of genes, computed from
a bootstrap GE data matrix, is symmetric around the median value (as rank scores are a function of
ranks). The values of the median and the third quartile (Q3) are given as 0.5 and 0.75, respectively.

To decide whether i gene is biologically relevant or not to the condition/trait under study,
the following null hypothesis can be tested.

Hy : R; < Q3 (i — th gene is not so relevant to the trait)
Hi : R; > Q3 (i — th gene is relevant to the trait)

where R; is the rank score for i gene over all possible bootstrap samples.
To obtain the distribution of test statistic under Hy, we define another rv Z,, as:

1 Rp—Qsl>0

- 18
b {0|Rz-b—Qs|<o (18)

Let r;, be another rv represents the rank assigned to (Ry, — Q3) (after arranging in ascending order

of their magnitudes). To test Hy vs. H the test statistic for i gene, W;, was developed, and is given as:

B B
W= Zurw =), Un(say) (19)

In other words, W; in Equation (19) is the sum of the ranks of positive signed scores for i’ gene
over B bootstrap samples. Further, U, in Equation (19) is a Bernoulli rv, and its probability mass
function can be given as:
if up =0

if up =1 ¢

NN

P[Uyp = up) = {

42



Entropy 2020, 22, 1205

Here, the expected value and variance of W; in Equation (19) under Hy can be obtained as:

B(B+1
EW) =Y EUs) =Y. @2cnh =1yt BELED 1)

The variance becomes: 5
V(W;) = E(W2) - [E(W))]

B ) B 2
- El E(uib) - b§1 E(Uzp ) (22)

_ & w2\ BB+)EBHY)
= T~ 16 = )

As B is sufficiently large, then under central limit theorem, the distribution of W; in

Equation (19) becomes:
_ Wi-EW)) 4

Z; 5 N(0, 1) (23)
V(W

Through Equation (23), the p-value for i (i=1,2, ..., N) gene is computed and similarly this
testing procedure is repeated for the remaining N — 1 genes. Let p1, p,..., pn be the corresponding
p-values for all the genes in GE data, and a be the level of significance. Here, we assume that all
genes in the GE data are equally important for the trait development, hence, we employed Hochberg
procedure [49] for correcting the multiple testing, and to compute the adjusted (adj.) p-values for genes.
It is worthy to note that Hochberg’s procedure is computationally simple, quite popular in genomic
data analysis [50] and more powerful than Holm’s procedure [51]. The algorithm for Hochberg’s
procedure [49] is as follows.

Step 1. If p) > «, then retain corresponding null hypothesis (H(;)) and go to the next step.
Otherwise, reject it and stop.

Stepi=2,3,...,N-LIfpoy_ir1) > «/i, thenretain Hy_; 1) and go to the next step. Otherwise,
reject all remaining hypotheses and stop.

Step N.If p(1) > o/ N, then retain (Hy)). Else reject it.

Now, the adj. p-values are given recursively beginning with the largest p-value [49]:

)= Pa) ifi=N ifi=N-1,...,1 24
P { min(p (i +1), (N=i+1)p v @

Further, based on the computed adj. p-values, the relevant genes are selected from the high
dimensional GE data. In other words, lesser value of adj. p-value may indicate more relevance of
the gene for the target trait and vice-versa. The outlines and key analytical steps of the proposed BSM
approach are shown in Figure 1B.

2.4. Comparative Performance Analysis of the Proposed Approach

The comparative performance analysis of the proposed BSM approach with respect to 9 competitive
gene selection methods (Supplementary Document S5) was carried out on 6 different rice GE datasets
(Table 1). For this purpose, different gene sets (G) of various sizes given in Supplementary Table S10 were
selected through the 10 gene selection methods including the proposed BSM approach. Then, these gene
sets were validated with respect to subject classification, QTL testing and GO analysis.

2.4.1. Performance Analysis with Subject Classification

Under this comparison setting, the performance of the gene selection methods (Supplementary
Document S5) including the proposed approach were assessed in terms of subject classification
using mean CA and standard error (SE) in CA computed through a varying sliding window size
technique [5,39]. Here, we used the varying window size technique to study the impact of gene
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ranking on classification of subjects. In other words, genes in G were validated with their ability to
discriminate the class labels of subjects/samples between case (+1), and control (—1). Further, the gene set
selected through a method which provides maximum discrimination between the subjects of 2 groups
(i.e., case vs. control) through CA will be considered as highly relevant gene sets. The expressions for
mean CA and SE in CA computed through varying window size technique are given in Equations (25)
and (26).

Let 1 be the size of G, S be the size of the windows (i.e., size refers to number of ranked genes)
and L be the sliding length. Then, the total number of windows becomes K = (1 — S) /L. The genes
in G, arranged in different windows along with their expression values, were then used in SVM
classifiers with 4 basis-functions, i.e., linear (SVM-LBF), radial (SVM-RBF), polynomial (SVM-PBF)
and Sigmoidal (SVM-SBF) to compute CA over a 5-fold cross validation. Let, CA;, CA;, ..., CAg be
the CA'’s for each sliding windows, then the mean CA and SE in CA can be defined as:

yK caA
8, - ) X d 25)

2
Yior (CA - ug,)
G _ k=1 CA
SEZ, = —x (26)
Here, we took different combinations of 11, S and L, as given in Supplementary Table S10, to compute
yg ', and SEg , for the comparative performance analysis of the gene selection methods (Supplementary
Document S5). The higher value of ,ug ', and a lower value of SEg ', indicates the better performance of

the gene selection method, and vice-versa.

2.4.2. Performance Analysis with QTL Testing

The comparative criteria based on subject classification are popularly used for assessing
the performance of gene selection methods [7,8,12,13,15,39,40]. However, these criteria fail to tell
the biological relevancy of the genes selected through the gene selection methods [41]. Hence, under this
comparative setting we assessed the performance of the proposed and existing methods through their
ability to select genes which are associated with QTL regions. For this purpose, the criteria given
in Equations (27) and (29) are developed.

1Q n

Qstat = Z Z I, (g1) (27)

t=1i=1

where G: gene set selected by a method, Qstat: rv whose values represent the number of genes covered
by QTLs, Q: set of associated QTLs, and the indicator function present in Equation (27) is represented
in Equation (28).
1 if ¢ > ¢ ‘ <g°
(20 :{ if gla,] —q(f)[dr ]elﬂsizdgf[,b] <qfle] 28)

where, ¢ [a, b] € G (a and b represent start and stop positions in terms of bp of the gene g; on
chromosome c) and g;° [d, e] € Q (d and e represents the start and stop positions of the QTL g; on

chromosome ¢).
Here, the Qstat rv follows a hyper-geometric distribution and its distribution function is given

in Equation (29).
P[Qstut:v]:l—(]\f)( I:l]:: )/(I:l]) (29)

where V: total number of genes covered by the QTLs in the whole GE data and v: number of genes
in G that are covered by QTLs. Further, using the Equation (29), the statistical significance value
(p-value) associated with the G can be computed. In other words, this p-value reveals the enrichment
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significance of G with trait specific QTLs. Here, the higher values of Qstat and —log1o(p-value) indicate
the better performance of the gene selection method, and vice-versa.

2.4.3. Performance Analysis with GO Enrichment

GO analysis involves the annotation of gene functions under 3 taxonomic categories, i.e., molecular
function (MF), biological process (BP) and cellular component (CC) [43]. This analysis helps in evaluating
the functional similarities among the genes in G [52], as there exists a direct relationship between
semantic similarity of gene pairs with their structural (sequence) similarity [53,54]. Under this
comparison setting, we assessed the performance of 10 gene selection methods including the proposed
method using GO based biologically relevant criterion. In other words, first different gene sets
were selected through these methods, then GO based criterion was computed for each selected
gene set. For this purpose, we developed a GO based semantic distance measure to assess the GO
based biologically relevancy of G selected thorough the proposed and existing gene selection methods.
The GO based semantic distance measure (d;;) between i" and jth genes can be expressed in Equation (30),
as:

o |GO; n GO

e =l Vi, j=1,2,...,n (30)
i (#1) |co; u Goj| J

where GO; = {g0j1, 02, - - . , g0ir} and GO; = {gojl, 802, -+, go]-]} are the 2 sets of GO terms that annotate
i" and " genes in G, respectively. Further, the GO based average biologically relevant score for G (for

a gene selection method) can be developed based on Equation (30) and is shown in Equation (31).

) n
avg GO
DS = D) E dg (31)
ij=1
i#]

where D”GUg in Equation (31) represents the average biologically relevant score for G based on GO
annotations. Using Equation (31), the D»gg scores under MF, BP and CC taxonomies were computed
for each of the gene sets selected through different methods. A lower value of Dtg}g indicates better

performance of the gene selection method and vice-versa.
3. Results and Discussion

3.1. Computation of Genes Selection Criteria through Proposed Approach

The distributions of weights computed from SVM-MRMR method [13] and adj. p-values for genes
computed from the proposed BSM approach for abiotic and biotic stresses in rice are shown in Figure 2
and Figure S3, respectively. The distributions of SVM-MRMR weights of genes for salinity stress
data contained values, which were not so clearly separated (i.e., higher values from lower values)
(Figure 2A). In other words, the genes relevant to salinity stress condition were not well visualized
from Figure 2A. However, from the distribution of adj. p-values computed through the proposed
approach, it was observed that the relevant genes were well separated from the irrelevant genes, and a
small number of genes found to be statistically significant (i.e., relevant to salinity stress) (Figure 2(A1)).
In other words, for salinity stress data, the separation between relevant and irrelevant genes can be
well visualized from Figure 2(A1) as compared to Figure 2A. Similar interpretations can be observed
for other stress datasets, viz. cold, drought, bacterial, fungal and insect (Figure 2 and Figure S3).
Hence, the comparative graphical analysis showed a clear distinction between relevant and irrelevant
genes through the proposed BSM approach as compared to the existing SVM-MRMR approach. In other
words, this comparative analysis showed the improvement of BSM approach over the SVM-MRMR
method (Figure 2 and Figure S3), at least in terms TABLE of visualization. Further, the relevant genes
selection using adj. p-values computed through the NP test statistic was more statistically sound as
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it is independent from the distribution of GE data, and corrected over multiple hypothesis testing.
These metrics (values between 0 and 1) are scientifically well defined and statistically calculated
biologically interpretable values to genome researchers and experimental biologists, as compared to
gene ranks/weights. In BSM approach, a significant p-value gives confidence that the given gene is
relevant for the target condition/trait.
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Figure 2. Graphical analysis of the proposed BSM approach with SVM-MRMR approach for abiotic
stress datasets. Distribution of gene weights computed from SVM-MRMR approach for the abiotic
stresses. The distributions of gene weights from the SVM-MRMR are shown for (A) salinity; (B) cold;
and (C) drought stress datasets in rice. Distribution of adjusted p-values computed from the proposed
BSM approach for the abiotic stresses. The distributions of the adjusted p-values are shown for (A1)
salinity; (B1) cold; and (C1) drought stress datasets.

3.2. Comparative Performance Analysis Based on Subject Classification

We used yg ', and SE g ', computed through the varying sliding window size technique as statistically
necessary criteria for performance analysis of the proposed BSM approach on six different GE datasets.
Here, these measures were computed over five-fold cross validations through training the SVM-LBE,
SVM-PBE, SVM-RBF and SVM-SBF classifiers. The results are shown in Figures 3 and 4 for abiotic
stresses and in Supplementary Figure S4 for biotic stresses. The values of CA and SE in CA are
also given in Supplementary Document S6. For cold stress data in rice, the yg ', computed through
SVM-LBE classifier for the proposed BSM approach was observed to be higher than other gene selection
methods followed by SVM-RFE and SVM-MRMR over all selected gene sets Figure 3. This indicated
the better performance of the BSM approach in terms of its ability to classify the subjects/samples
through selecting relevant genes from cold stress GE data. Further, the values of SEg ', from SVM-LBF
classifier for the BSM approach was found to be much less (over all the gene sets) than that of nine
existing gene selection methods considered in this study (Supplementary Document S6). This shows
that the genes selected through the proposed BSM approach is much more relevant (informative),
and robust than other methods. For instance, the gene set of size 50 (i.e., optimum gene set) provided
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satisfactory results in terms of higher yg ', and lower SEg , irrespective of the gene selection methods
used (Table S12 of Document S6). For cold stress data, similar interpretations can be made for SVM-PBE,
SVM-RBF and SVM-SBF classifiers from Figures 3 and 4.
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Figure 3. Classification-based comparative performance analysis of gene selection methods through
SVM-LBF and SVM-PBF classifiers for abiotic stress datasets. The horizontal axis represents the gene
selection methods. The vertical axis represents post selection classification accuracy obtained by using
varying sliding window size technique. The classification accuracies over the window sizes are presented
as boxes. The bars on the boxes represent the standard errors. The distributions of classification
accuracies are shown for cold stress with SVM-LBF (A1), and SVM-PBF (A2) classifiers. The distributions
of classification accuracies are shown for salinity stress with SVM-LBF (B1) and SVM-PBF (B2)
classifiers. The distributions of classification accuracies are shown for drought stress with SVM-LBF
(C1) and SVM-PBF (C2) classifiers.

For salinity stress data, the yg ', (except gene sets of sizes 500, 1000 and 1500) computed for
the proposed BSM approach through the SVM-LBF classifier were found to be higher than other
methods followed by SVM-RFE and SVM-MRMR (Figure 3, Document S6). This indicated the proposed
approach was fairly better, and competitive with the popular methods, i.e., SVM-RFE, SVM-MRMR.
However, for SVM-PBF classifier, the y(G: ', over all the gene sets for the BSM approach was higher
than all other considered gene selection methods followed by SVM-RFE (Figure 3, Document S6).
Furthermore, the SES ', computed through SVM-LBF and SVM-PBF classifiers for the BSM approach
was found to be the least followed, by SVM-RFE (Document S6), indicating the selection of robust
and relevant gene sets. Similar interpretation can be made for SVM-RBF and SVM-SBF classifiers from
Figure 4. It was observed that the yg 4 from SVM-SBF classifier was found to be least (with high SEg A)
among the four classifiers for all the datasets (Figure 4 and Figure S4, Document S6). Here, it is pertinent
to note that the sigmoid basis function may not be recommended to use in SVM training for real crop
GE datasets. Furthermore, similar interpretations can be made for other abiotic (i.e., drought) and biotic
(i.e., bacterial, fungal and insect) stress GE datasets (Figures 3 and 4, and Figure 5S4 and Document S6.
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Figure 4. Classification-based comparative performance analysis of gene selection methods through
SVM-RBF and SVM-SBF classifiers for abiotic stress datasets. The horizontal axis represents the gene
selection methods. The vertical axis represents post selection classification accuracy obtained by
using varying sliding window size technique. The classification accuracies over the window sizes
are presented as boxes. The distributions of classification accuracies are shown for cold stress with
SVM-RBF (A1) and SVM-SBF (A2) classifiers. The distributions of classification accuracies are shown
for salinity stress with SVM-RBF (B1) and SVM-SBF (B2) classifiers. The distributions of classification
accuracies are shown for drought stress with SVM-RBF (C1) and SVM-SBF (C2) classifiers.

The classification-based performance metrics can be considered as statistically necessary to
check the informativeness and robustness of the selected genes. Through such analysis, it was
found that the BSM approach performed better in terms of selecting informative and robust genes
from the high-dimensional GE data as compared to other competitive methods such as SVM-RFE,
MRMR, SVM-MRMR and the information theoretic measures. The reason may be attributed to
the inclusion of bootstrap-based subject sampling model along with the self-contained statistical tests,
which reduces the spurious association of genes with the target trait as well as with other genes.
Further, the performance of BSM approach, in terms of the ability to classify the GE samples, was found
to be better as compared to multivariate approaches, i.e., MRMR, SVM-MRMR, univariate approaches,
i.e., t-test, F-score, Wilcox and informative theoretic measures, i.e., IG and GR. Here, it is worthy to
note that the multivariate approaches performed better as compared to the univariate approaches
when assessed under classification-based criteria, as the former considers gene-gene associations.

3.3. Comparative Performance Analysis Based on QTL Testing

We used publicly available QTL data to statistically measure the biological relevancy of the genes
selected through the proposed and existing gene selection method(s). The main rationale behind
such analysis is that the genes selected for a stress condition (through a gene selection method) are
expected to be overlapped with the stress-specific QTL regions. Therefore, the QTLs and genes selected
through these 10 gene selection methods, including the proposed BSM, were mapped to the whole rice
genome using an MSU rice genome browser [55]. Further, the list of mapped QTLs for different abiotic
(i.e., salinity, cold and drought), and biotic (i.e., bacterial, fungal and insect) stresses in rice along with
their chromosomal positions in the genome are given in Supplementary Document S2.
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The biological relevance of the selected genes through both proposed and existing gene selection
methods were measured through two criteria, i.e., Qstat and —log10(p-value). The distributions of Qstat
and —log10(p-value) over the selected genes for the six different datasets in rice are given in Figures 5
and 6, respectively. For salinity stress data, the values of Qstat over all the gene sets of sizes (<1000)
selected through the proposed BSM approach were found to be higher than that of SVM-MRMR,
SVM-RFE, MRMR, IG, F, Wilcox and PCR (Figure 5A). Further, it may be noted that the proposed
approach was equally competitive with the univariate gene selection method such as a t-test, while they
are assessed in terms of Qstat (Figure 5A). For higher gene set sizes (>1000), the value of Qstat for
Wilcox method was found to be higher than that of proposed and existing approaches (Figure 5A)
in the same data. This may be attributed to that the Wilcox method is nonparametric and does
not depend on the distribution of GE data. For cold stress data, the values of Qstat statistic for all
the selected gene sets through the BSM approach were higher than that of other existing methods
(Figure 5B). This indicates that the performance of the proposed BSM approach is better in terms
selecting cold stress related biologically relevant genes that are mostly overlapped with cold stress QTL
regions in rice. Similar interpretations can be made for other abiotic (drought) and biotic (bacterial,
fungal and insect) stress datasets in rice (Figure 5). Here, it is worthy to note that the Qstat is a linear
function of the number of genes selected (through a gene selection approach), number of QTLs reported
for that stress and length of the QTL regions (Figure 5).
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Figure 5. Comparative performance analysis of gene selection methods through distribution of Qstat
statistic. The horizontal axis represents the informative gene sets obtained through gene selection
methods. The vertical axis represents the value of Qstat statistic. The distribution of Qstat statistic are
shown for (A) salinity; (B) cold; (C) drought; (D) bacterial; (E) fungal and (F) insect stress datasets
in rice. The lines in different colors represent different gene selection methods.
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Figure 6. Comparative performance analysis of gene selection methods through distribution of p-values
from QTL-hypergeometric test. The horizontal axis represents the gene sets obtained through gene
selection methods. The vertical axis represents the value of —log10(p-value) from QTL-hypergeometric
test. The distribution of —log10(p-value) are shown for (A) salinity; (B) cold; (C) drought; (D) bacterial;
(E) fungal, and (F) insect stress datasets in rice. The lines in different colors represent different gene
selection methods.

For salinity stress data, the —log10(p-value) from hypergeometric test over all the selected gene
sets for the proposed BSM approach was observed to be higher than other existing gene selection
methods (except t and GR) (Figure 6). In other words, genes selected by the BSM approach were
more enriched with the underlying salinity responsive QTLs as compared to other existing methods.
Similar interpretations can be made for other abiotic (i.e., cold and drought), and biotic (i.e., bacterial,
fungal and insect) stress datasets in rice (Figure 6). Moreover, it is interesting to note that the values
of Qstat and —log10(p-value) for (univariate) methods, such as t, F, PCR, Wilcox, IG and GR were
found to be higher than that of the existing (multivariate) methods, such as MRMR, SVM-MRMR
(Figures 5 and 6). This indicates the better and equally competitive performance of univariate over
multivariate methods of gene selection when evaluated through QTL-based biological relevancy
criteria. Such observations are not expected in statistics, but are well established in biology through
previous studies [56].

Adjudging the performance of gene selection methods based on only classification might lead
to the selection of biologically irrelevant genes. Therefore, we used criteria-based on QTLs to test
the biological relevancy of the selected genes through proposed, and existing gene selection methods.
Through this performance analysis, it was found that the BSM approach selects more biological relevant
genes measured in terms of overlapping of the selected genes with given QTL regions as compared to
multivariate approaches, i.e., MRMR, SVM-MRMR and machine learning approaches such as SVM-RFE.
The proposed BSM approach was equally competitive (and better) with univariate approaches, i.e., t-test,
F-score, Wilcox and information theoretic measures, i.e., IG and GR, when QTL-based criteria are
considered. Through the QTLs-hypergeometric test analysis, it was evident that genes selected through
the proposed BSM approach were more statistically enriched with the QTL regions.
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3.4. Comparative Performance Analysis Based on GO Analysis

The comparative performance analysis of the proposed BSM approach with nine competitive gene
selection methods (Document S5) was carried out through GO based distance analysis on six different
rice GE datasets. Here, we set 1 (i.e., number of selected genes) as 10, 20, 50, 100, 150, 200 and 500.
Then, the selected genes, through the 10 gene selection methods, including the proposed BSM,
were annotated with the GO terms under MF, BP and CC categories using AgriGO database [46].
The results from this analysis for abiotic stresses under MF, BP and CC GO categories are given
in Tables 2—4 respectively and for biotic stresses in Supplementary Document S7. For salinity stress data,
under the MF category, the values of GO-based average distance scores for the proposed BSM approach
were found to be less than that of nine existing methods over all the selected gene sets (Table 2).
This indicated that the proposed approach selected more (molecular) functionally similar genes
which were responsible salinity tolerance in rice. Similar results can be found for BP and CC GO-based
distance analysis for the same stress data (Table 2). In other words, the proposed BSM approach selects
more biologically relevant genes attributed to each GO category for salinity stress as compared to
the other nine competitive methods (Table 2). For bacterial stress, the values of GO-based average
distance score under MF, BP and CC GO categories for the proposed BSM approach were found to be
the least among other gene selection methods (Supplementary Document S7). Similar interpretations
can be made for other abiotic (i.e., cold and drought) and biotic (i.e., fungal and insect) datasets in rice
(Figures 2—4, Supplementary Document S7). Through this analysis, it was found that the proposed BSM
approach performed better in terms of selecting more functionally relevant genes, which conferred
biotic and abiotic stresses tolerance in rice.

Table 2. Comparative Performance analysis of the gene selection methods through MF GO-based
biologically relevant score for abiotic stresses in rice.

Methods MRMR SVM SVM-MRMERG GR Wilcox t PCR F BSM
Salt stress in rice

10 0.98 0.95 0.97 0.92 0.89 0.93 0.93 0.96 0.96 0.88

20 0.97 0.89 0.93 0.92 0.86 0.89 0.89 0.91 0.91 0.86

50 0.92 0.91 0.92 0.90 0.90 0.87 0.87 0.92 0.92 0.85

100 0.92 0.90 0.89 0.90 0.88 0.87 0.88 0.92 0.91 0.83

150 0.90 0.89 0.90 0.89 0.88 0.87 0.87 0.90 0.91 0.83
200 0.90 0.89 0.88 0.89 0.87 0.88 0.88 0.90 0.90 0.84
500 0.90 0.90 0.89 0.90 0.90 0.89 0.90 0.89 0.89 0.83

Cold stress in rice

10 0.82 0.84 0.82 0.92 0.99 0.92 0.87 0.77 0.77 0.75
20 0.93 0.88 0.93 0.95 0.93 0.88 0.90 0.91 0.88 0.71
50 0.91 0.88 091 0.93 0.90 091 091 0.92 0.92 0.73

100 0.91 0.90 0.91 0.90 0.88 0.91 0.91 0.91 091 0.74
150 0.90 0.89 0.90 0.89 0.89 0.89 0.90 0.91 0.91 0.72
200 0.90 0.89 0.90 0.89 0.88 0.89 0.90 0.90 0.90 0.73
500 0.90 0.88 0.90 0.90 0.89 0.88 0.89 0.88 0.89 0.73

Drought stress in rice

10 0.82 0.86 0.81 0.90 0.93 0.65 0.76 0.76 0.76 0.71
20 0.79 0.86 0.78 0.91 0.90 0.80 0.81 0.81 0.81 0.75
50 0.88 0.84 0.87 0.88 0.90 0.84 0.88 0.89 0.89 0.75

100 0.89 0.89 0.88 0.89 0.89 0.88 0.88 0.88 0.88 0.76
150 0.88 0.88 0.87 0.89 0.88 0.88 0.88 0.88 0.88 0.76
200 0.88 0.88 0.87 0.88 0.89 0.89 0.88 0.88 0.88 0.74
500 0.88 0.88 0.87 0.88 0.88 0.89 0.88 0.87 0.87 0.73

Values in the last column represent dissimilarity scores obtained from proposed BSM approach.
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Table 3. Comparative Performance analysis of the gene selection methods through BP GO-based
biologically relevant score for abiotic stresses in rice.

Methods MRMR SVM  SVM-MRMERG GR Wilcox t PCR F BSM
Salt stress in rice

10 0.86 0.94 0.86 0.92 0.97 0.90 0.90 0.88 0.88 0.83

20 0.90 091 0.90 0.89 0.91 0.92 0.92 0.84 0.85 0.84

50 0.89 0.90 0.88 0.88 0.90 0.88 0.89 0.88 0.88 0.82

100 0.88 0.89 0.86 0.89 0.89 0.85 0.86 0.89 0.87 0.82
150 0.87 0.89 0.90 0.88 0.89 0.85 0.85 0.89 0.89 0.83
200 0.87 0.89 0.86 0.88 0.89 0.84 0.85 0.89 0.88 0.82

500 0.87 0.89 0.87 0.87 0.89 0.86 0.86 0.86 0.86 0.82
Cold stress in rice

10 0.79 0.82 0.79 0.86 0.94 0.91 0.90 0.79 0.79 0.79

20 0.93 0.89 0.93 0.90 0.88 0.86 0.88 0.90 0.86 0.82

50 0.88 0.89 0.88 0.90 0.88 0.88 0.87 0.89 0.90 0.71

500 0.88 0.86 0.88 0.86 0.86 0.84 0.86 0.87 0.83 0.71

Drought stress in rice

10 0.86 0.79 0.85 0.81 0.89 0.62 0.83 0.83 0.83 0.73
20 0.84 0.79 0.83 0.89 0.90 0.80 0.84 0.84 0.84 0.72
50 0.88 0.81 0.87 0.88 0.88 0.81 0.88 0.88 0.88 0.72

100 0.87 0.84 0.86 0.88 0.88 0.84 0.86 0.87 0.87 0.72
150 0.86 0.84 0.85 0.88 0.88 0.84 0.87 0.87 0.87 0.71
200 0.86 0.84 0.85 0.87 0.87 0.85 0.86 0.86 0.86 0.72
500 0.87 0.85 0.86 0.86 0.87 0.87 0.86 0.85 0.83 0.72

Values in the last column represent dissimilarity scores obtained from proposed BSM approach.

Table 4. Comparative Performance analysis of the gene selection methods through CC GO-based
biologically relevant score for abiotic stresses in rice.

MRMR SVM SVM-MRMEKG GR Wilcox t PCR F BSM

Salt stress in rice
10 0.77 0.71 0.70 0.94 0.97 0.93 0.93 0.95 0.95 0.78
20 0.88 0.87 0.85 0.92 0.90 0.91 0.91 0.88 0.88 0.81
50 0.88 0.89 0.86 0.92 0.92 0.90 0.90 0.89 0.89 0.84
100 0.88 0.90 0.8 0.91 0.89 0.86 0.86 0.88 0.88 0.83

150 0.87 0.90 0.87 0.90 0.89 0.86 0.87 0.88 0.88 0.83
200 0.87 0.89 0.85 0.90 0.90 0.88 0.89 0.88 0.88 0.83
500 0.88 0.90 0.88 0.89 0.90 0.88 0.89 0.87 0.87 0.82

Cold stress in rice

10 0.78 0.80 0.78 0.96 0.81 0.87 0.86 0.70 0.70 0.70
20 0.88 0.86 0.88 0.96 0.87 0.87 0.89 0.81 0.83 0.71
50 0.86 0.89 0.86 0.90 0.85 0.84 0.85 0.89 0.90 0.73

100 0.88 0.90 0.88 0.90 0.81 0.83 0.84 0.87 0.87 0.74
150 0.88 0.89 0.88 0.90 0.82 0.82 0.86 0.87 0.88 0.74
200 0.87 0.90 0.87 0.90 0.84 0.85 0.86 0.87 0.85 0.73
500 0.88 0.89 0.88 0.89 0.86 0.97 0.86 0.88 0.87 0.73

Drought stress in rice

10 0.82 0.86 0.81 0.91 0.89 0.83 0.87 0.87 0.87 0.74
20 0.89 0.85 0.88 0.93 0.90 0.87 0.89 0.89 0.89 0.74
50 0.86 0.88 0.85 0.91 0.87 0.87 0.88 0.88 0.88 0.73

100 0.87 0.87 0.86 0.89 0.86 0.87 0.88 0.88 0.88 0.74
150 0.87 0.87 0.86 0.90 0.85 0.85 0.87 0.87 0.87 0.74
200 0.87 0.87 0.86 0.89 0.86 0.86 0.87 0.87 0.87 0.73
500 0.87 0.86 0.86 0.89 0.87 0.88 0.87 0.86 0.85 0.72

Values in the last column represent dissimilarity scores obtained from proposed BSM approach.
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The GO-based distance analysis showed that higher functional similarities (which may have
biological functions important to stress tolerance) exist among the genes selected by the BSM, as compared
to existing methods. The performance of the BSM was found to be better and equally competitive with
the univariate approaches, viz. t-score, F-score, Wilcox and correlation-based approaches in terms of
selecting genes which are biologically relevant (in terms of GO annotations) for the target trait/condition.
It is worthy to note that the univariate approaches performed better as compared to the multivariate
approaches under the biology-based criteria, but the former performed poorer than the latter under
classification-based criteria. This indicates the real biological complexity for assessing the performance
of gene selection approaches on real data. Therefore, we used the comprehensive framework of
performance analysis of the gene selection methods under both statistical necessary and biologically
relevant criteria. The comparative performance analysis revealed that the proposed BSM approach is
better as well as competitive under the classification, QTL and GO-based criteria.

3.5. Comparative Performance Analysis Based on Runtime

The recursive feature elimination algorithms-based gene selection methods such as SVM-RFE
and SVM-MRMR are computationally intensive and time consuming. So, we used the runtime criterion
to evaluate the performance of these gene selection methods. Here, the runtime refers to the amount
of computational time required to analyze the GE data through running the codes of the respective
methods in R software (v. 4.0.1). The detail results from the runtime-based evaluation of gene selection
methods is given in Supplementary Document S8. For bacterial stress GE data (with 8356 genes over
74 samples), SVM-RFE and SVM-MRMR took ~90 and 80 min respectively to analyze on a 2-core DELL
PC with 8 GB RAM with Intel(R) Core (TM) i3-6100U CPU at 2.30GHz. On the contrary, the BSM
approach took ~25 min to analyze the same GE data to obtain biologically informative genes (Table S520).
The BSM method required less computational time than popular methods of gene selection such as
SVM-RFE and with much better performance in terms of obtaining biologically informative gene sets.
Similar interpretations can be made for the gene selection methods based on the runtime criterion to
analyze the remaining five datasets (Tables 521-523).

4. Developed R Software Package

To popularize the use of the proposed gene selection approach among the users, we developed
an R software package which includes BSM R package and accompanying documentation with
examples. This package is supplied with the manuscript as supplementary information and also
available in https://github.com/sam-uofl/BSM. The guidelines for the use of BSM R package is given
in Supplementary Document S8. This software is capable of computing weights for gene selection
through MRMR, SVM and SVM-MRMR methods, and also provide functions for computing p-values
and adjusted p-values through a BSM approach for different parameter options. Further, it also allows
different functions for selecting relevant gene sets through MRMR, SVM, SVM-MRMR and BSM gene
selection approaches.

5. Conclusions

In GE genomics, the main aim is to select relevant genes which can be used as predictors
for the development of statistical/classification models to handle high dimensionality in GE data.
Therefore, we proposed an improved BSM statistical approach for gene selection from GE data,
which was both effective in reducing redundancy among the genes and improves biological
relevancy of genes with the target trait. Here, the genes were selected based on the assessment of
the statistical significance of the self-contained null hypothesis under a sound computational framework.
Usually, thousand(s) of null hypotheses are tested simultaneously in GE data analysis which increases
the chance of selection of false positive genes. Hence, through the proposed BSM approach an adjusted
p-value was assigned to each gene after multiple test adjustments, and relevant genes were selected
based on the adjusted p-values. The BSM approach was based on the NP test statistic(s) which does not
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depend on the distribution of the GE data unlike t-test. Further, the bootstrap procedure in the BSM can
minimize the redundancy among genes as well as reduce the spurious association of genes with traits
during gene selection. The proposed approach was also less computationally expensive compared
to SVM-RFE and SVM-MRMR and can be implemented on a personal or workstation computer for
analyzing large GE datasets. Furthermore, we used a comprehensive framework of performance
analysis of the gene selection methods under statistically necessary and biologically relevant criteria.
More specifically, the tested gene selection methods included SVM-RFE from Wrapper, SVM-MRMR
and proposed BSM from hybrid (embedded) and the remaining seven from the filter categories.
The comparative analysis revealed the proposed approach has the features of an ideal technique
of gene selection, as it performed better under both statistically necessary and biologically relevant
criteria. Moreover, this study provided a systematic and rigorous evaluation of the gene selection
methods under a multi-criteria decision setup on multiple real datasets. It also provided a framework
to researchers to comparatively study the available methods, which will guide genome researchers
and experimental biologists to select the best method(s) objectively. The proposed approach may
provide a statistical template for combing other filter and wrapper gene selection methods under a
sound and effective computational environment.

Supplementary Materials: The following are available online at http://www.mdpi.com/1099-4300/22/11/1205/s1.
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Abstract: Proteins are characterized by their structures and functions, and these two fundamental
aspects of proteins are assumed to be related. To model such a relationship, a single representation
to model both protein structure and function would be convenient, yet so far, the most effective
models for protein structure or function classification do not rely on the same protein representation.
Here we provide a computationally efficient implementation for large datasets to calculate residue
cluster classes (RCCs) from protein three-dimensional structures and show that such representations
enable a random forest algorithm to effectively learn the structural and functional classifications of
proteins, according to the CATH and Gene Ontology criteria, respectively. RCCs are derived from
residue contact maps built from different distance criteria, and we show that 7 or 8 A with or without
amino acid side-chain atoms rendered the best classification models. The potential use of a unified
representation of proteins is discussed and possible future areas for improvement and exploration
are presented.

Keywords: residue cluster class; structural classification; functional classification

1. Introduction

Proteins are molecules found in living organisms and participate in many diverse cellular and
molecular functions. It is generally recognized that the three-dimensional (3D) structures of proteins
are related to their functions, yet the relationship remains to be elucidated, since many attempts to
predict the correct functions of proteins based on their 3D structures still result in false predictions [1].

Different approaches have been described to account for such a relationship, including those
based on physical and chemical forces [2,3], protein sequence and phylogenies [4-6] and others.
Machine-learning (ML) based models are currently the best models for predicting 3D protein
structures [7] and protein functions [8]. ML models require object representations in the form of
a set of features; these features are numeric values; hence, objects are represented by vectors. Yet, while
protein structure and function are indeed related (both observations are derived from the same object,
the protein, and hence are related), it is questionable whether at the model level these are actually
related. For instance, the features used so far to predict the 3D structure are different from those used
to predict protein function [9,10]; hence, the reliability of ML methods when predicting a protein’s
structure or function may be simply the consequence of having better representations for each aspect
of the protein (i.e., 3D structure or function). We believe having a unique protein representation
with which to efficiently predict 3D protein structure and function would provide a mathematical
framework to explore the relationship between these two fundamental aspects of proteins, 3D structure
and function.

Entropy 2020, 22, 472; doi:10.3390/e22040472 59 www.mdpi.com/journal/entropy
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We have previously described a representation of 3D structure that is learnable (that is, it displays
a pattern that any ML heuristic model should be able to detect); such a representation allowed us to
identify structural neighbors and classify the protein’s 3D structure with the best performance and
reliability reported so far [11]. The representation is based on counting the 26 different maximal clique
classes that are derived from the 3D structure and protein sequence given a contact distance threshold
of 5 A, including atoms of the side chains; we referred to these maximal cliques as residue cluster
classes or RCCs (see Figure 1 and Materials and Methods). In that previous work, we tested two
ML algorithms (random forest and support vector machine) that were adequate for the structural
classification of the data. In the present work, we developed a computationally efficient implementation
for computing RCCs on large datasets of 3D protein structures. This allowed us to further explore the
protein structure classification and distribute this implementation freely (see Supplementary Materials);
this implementation incorporates some variations in the contact definition (different distances and the
exclusion of the side-chain atoms). Here we also explored in a systematic way for dozens of ML models
to identify the optimal model and corresponding hyper-parameters for such tasks, and corroborated
that random forest rendered the best algorithm. Furthermore, we showed that ML models built from
RCCs were able to efficiently learn protein functions, yet there is plenty of room for improvement.
Hence, our results provide the first unified, high-dimensional description of proteins useful for learning
both 3D structure classification and protein function using ML methods.
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Figure 1. Residue Cluster Classes. Folded proteins (represented by blue lines) highlighting residues

(black circles) in contact forming different classes of maximal cliques; a clique is a set of nodes (in the
case of proteins, nodes are amino acid residues) wherein all nodes are in contact with each other; a
maximal clique is that clique that is not part of another clique. (A) Maximal clique of class [4], where
four sequence adjacent residues form a clique; these four residues are indicated on the top of the
image connected by red lines (edges) and cannot be extended to form a clique of size five with another
residue. (B) Maximal clique of class [2,2], where two sequence adjacent residues form a clique with
other two adjacent residues; the four residues are not adjacent. (C) Maximal clique of class [1,2], where
two sequence adjacent residues form a clique with a separated third residue. (D) Maximal clique of
class [1,1,1] where three sequence non-adjacent residues form a clique. The regions separating these
non-adjacent residues in the protein sequence could include different secondary structure elements
(e.g., loops, helices).

2. Materials and Methods

2.1. RCC Calculation Implementation
The pseudo code to obtain the RCC from PDB entries is depicted in Algorithm 1:
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Algorithm 1: RCC calculation

Input: Cartesian coordinates of protein atoms
Output: RCC coordinates

1:  Generate graph with the contacts of all residues. Two residues are in contact if they are within a
distance threshold.
2: Calculate maximal cliques using Tomita algorithm (see below)

3: Calculate RCC from maximal cliques.

2.1.1. Contact Map Calculation

We accelerated the calculation of all contacts given a distance threshold d with the use of several
geometric restrictions:

(i) The hashing approach using a 3D grid over the space. We generated a grid over the 3D space
of width d that corresponded with the contact threshold distance; thus, given a residue we can identify
the cube that contains it by using a hashing function; every cube in the grid has a list of all the residues
that are inside of it. Given a residue r and the cube in the grid where it is found, G,, we know that
any other residue inside G, must be in contact with r. Additionally, if a residue s is in contact with r,
it must be that the cubes G, and G are neighbors in the grid (if they were not, then r and s must be at a
distance greater than d). This way we reduced the search space dramatically (see Figure 2), which
turns the complexity of the algorithm to 2*n (1 is the number of amino acids in a protein) in the linear
portions of the protein and 16*1 on average (given that at 5 A a residue is in contact with four other
residues on average).

Figure 2. Hash-like approach to build a contact map. A grid is placed on top of the protein; its width
is the contact distance. At the center, the residue of interest and the red lines connecting the residue of
interest with the close by residues. Any residue in contact with the residue of interest must be in a
neighboring cube; if it is inside the same cube, it must be in contact. The image was generated using
CMView (version 1.1.1) [12], and the PyMol script DrawGridBox [13].
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(ii) Rules for quick evaluation (see Figure 3). For a residue r we enveloped it in a sphere of radius
rq4 and center r.. For two residues r and s, let D be the distance between 7. and s,. They must be in
contact if

D<d, 1)

and cannot be in contact if
minimum {D — r4, D — s;} > d. 2)

d

D

Figure 3. Contact map algorithm. r and s are two residues potentially in contact; each is enveloped in
a sphere with center . or s¢, and radius rq or s4, respectively. The contact distance is d and the distance
between . and s is D. For each sphere, the center is calculated as the geometric center for all the atoms
in the residue, including the side-chain atoms (the center does not necessarily overlap with any atom),
and the radius is the distance between the center and the farthest atom, which may vary depending on
the length and structure of the side chain. In the case in which the side chain is ignored, the spheres may
still be not identical due to the elasticity of the bonds between the atoms (i.e., the distance between the
nitrogen and carbon alpha atoms is not exactly constant, just like the internal angles of the backbone).

Finally, they must be in contact if a sphere of radius d and center . overlaps half the volume of
the sphere enveloping s or vice versa (though this last rule was turned off in the final implementation
due to the overhead of the calculation being too similar to the time saved by it). Any pair of residues
that do not fulfill one of these rules needs the explicit computation of the distance between its pair of
atoms to be performed (with an early stop if a contact is found).

In the scenario in which the side chains are ignored, the spheres are calculated with the remaining
atoms of the residue. The geometric restrictions work in the same way as if the spheres were calculated
with all the atoms in the residue, and similarly, when a pair of residues does not meet the criteria for
quick evaluation, the explicit computation of the distances between their pair of atoms is performed
exclusively with the atoms in the backbone. The pseudo-code for this calculation is detailed in
Algorithm 2:
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Algorithm 2: Contact map calculation

Input: Cartesian coordinates of protein atoms
Output: Contact graph
For each residue r in the protein:
Calculate its cube in the grid G, using the hash function.
Get the list of residues L inside the cubes neighboring G,.
For each residue s in L:
Calculate D distance between 7. and s,.
Quick inclusion if D < d and continue.
Quick exclusion if minimum {D-r4, D—s;} > d and continue.
Perform contact check for each pair of atoms from r and s.

2.1.2. Maximal Cliques Calculation

Calculating the maximal cliques from a graph is a classical problem in computer science presented
by Tomita [14], and the fastest implementation to our knowledge by Eppstein and Strash [15] was used
in our method. To use said implementation, we converted the residue identifier to an index starting at
0; hence, the first residue in a 3D protein structure is labeled 0, the second 1 and so on.

2.1.3. RCC Calculation

We only considered maximal cliques containing at least three residues and at most six residues,
which are grouped in 26 cluster classes. This grouping for a given protein produces different frequencies
for each of these 26 clusters, wherein the first 3 frequencies correspond with maximal cliques with 3
residues ([1,1,1], [1,2] and [3]); the next 5 frequencies are maximal cliques with 4 residues ([1,1,1,1],
[1,1,2], [2,2], [1,3] and [4]); the next 7 frequencies are maximal cliques containing 5 residues ([1,1,1,1,1],
[1,1,1,2],[1,1,3], [1,4], [1,2,2], [2,3] and [5]); and the last 11 frequencies include maximal cliques with
6 residues ([1,1,1,1,1,11, [1,1,1,1,2], [1,1,1,3], [1,1,2,2], [1,1,4], [1,2,3], [1,5], [2,2,2], [2,4], [3,3] and [6]).
The number of residues that are adjacent in the protein sequence define the class of a residue cluster.
For instance, an RCC with 3 residues in which all residues are not adjacent in the protein sequence is
referred to as [1,1,1]; an RCC with 4 residues in which 2 residues are adjacent in the protein sequence,
and other 2 residues are also adjacent in the protein sequence (e.g., residues 45 and 46, and residues
101 and 102) is represented as [2,2] (see Figure 1). The regions separating these non-adjacent residues
in the protein sequence could include different secondary structure elements (e.g., loops, helices).
The maximum size of cliques is limited to 6 due to larger numbers being extremely rare at 5 A and was
kept as is in all the runs in order to keep the results comparable and avoid potential over-fitting.

2.2. RCC Database

For the 3D structural classification, we obtained the RCC for every protein domain reported in
CATH (version 4.2.0) using 7 different distance cut-off values (5, 6, 7, 8,9, 10 and 15 A) and including
or not the atoms of the amino acid side chain; hence, for each protein domain, 16 RCC representations
were obtained. Our RCC dataset includes 354,079 different proteins (we noted that CATH 4.2 included
434,857 different domains, yet for several of these there was no PDB associated, so not all CATH
domains are included in our dataset). A total of 2,831,584 different RCCs corresponding to those
representations with amino acid side-chains or without side (see Supplementary Materials).

For the functional classification, we used the Gene Ontology (GO) database (version 2.0, generated
on October 2017) and calculated the RCCs for every protein in the PDB database [16]. Similarly to the 3D
structure, we used the 7 cut-off values and inclusion or exclusion of the side chains. By cross-referencing
the 869,535 functions reported in GO (C: 176,437; F: 422,681; P: 270,416) with the 354,079 protein
domains in the PDB, we obtained a database of 4,991,252 annotated proteins (C: 1,192,742; F: 2,2,85,509;
P: 1,513,001) with their corresponding RCCs and known protein functions. The total number of
annotated proteins is higher than the PDB protein domain because several proteins have multiple
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annotated functions, and a single protein sequence may have multiple chains in a single PDB file.
To calculate the RCCs for all these PDB entries, we used our code and execute it on a 64-bit Intel-Xeon
linux-based server with 24 cores and 256 GB of RAM.

2.3. Model Training and Testing

For identifying a model to classify protein structures, the full set of RCCs was labeled according
to the annotated CATH classification in each of its 2 levels: 4 Classes (all alpha; all beta; a mixture
of alpha and beta; or little secondary structure) and 41 Architectures. This full set was used to
train models explored using the AutoWeka plugin [17], which performs an optimization over the
ML models included in Weka (J48, DecisionTable, GaussianProcess, M5P, Kstar, LMT, PART, SMO,
BayesNet, NaiveBayes, JRip, SimpleLogistic, LinearRegression, VotedPerceptron, SGD, Logistic, OneR,
MultilayerPerceptron, REPTree, IBk, M5Rules, RandomForest, RandomTree and SMOreg; and the
meta classifiers, which combine the previous models in different ways: Vote, Stacking, Bagging,
RandomSubSpace, AttributeSelectedClassifier and RandomCommittee), their hyper-parameters and
their select attributes (BestFirst, GreedyStepwise and CfsSubsetEval); AutoWeka was executed first for
20 minutes and identified as the best models those built using RCC at 7 or 8 A with our without side
chains. These same models were further analyzed under AutoWeka for 24 hours. In all these cases,
random forest with hyper-parameters unlimited tree depth, no attribute selection and 100 iterations
rendered the best results. The rest of the training datasets were run using this algorithm and
hyper-parameters on a 64-bit Intel-Xeon linux-based server with 24 cores and 128 GB of RAM. Finally,
10-fold cross validation using the WEKA package was also performed to all these training sets [18].

The statistical parameters (accuracy, precision, correctly classified instances) reported by Weka
and AutoWeka were used to evaluate the learning performance of the classifiers.

3. Results

The code implementing an efficient computation of residue cluster classes (RCCs) is freely (see
Supplementary Materials); the computational efficiency of this implementation is reported in Table 1.

Table 1. Computer efficiency of our RCC implementation.

PDB ID* Length** Reading*** Graph Calculation =~ Maximal Cliques Total Time
(ms) (ms) (ms) (ms)
10RN (A) 214 39 19 6 64
2HOX (A) 425 110 37 6 153
3GVK (A) 644 202 47 6 255
1F8N (A) 818 329 67 6 402

* The letter in parentheses corresponds with the chain used for the listed PDB entries. ** Number of amino acid
residues in the protein analyzed. *** Time taken in milliseconds (ms) reading the PDB file.

This computational efficiency allowed us to compute RCC values for all protein structures in the
PDB database (354,079 protein domains [19]) in less than 1 hour (see Figure 4) on a 64-bit Intel-Xeon
linux-based server with 24 cores and 128 GB of RAM. Considering that the PDB database includes
about 10,000 new entries every year, which tend to include 200 residues each, this implementation
would be able to compute these new entries in 11 minutes on average.
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Figure 4. Time to compute RCC in PDB dataset. Computing 354,079 protein domains as annotated in
CATH database including (black) or excluding (red) the atoms of the amino acid residue side-chains.

3.1. Protein Structural Classification

We built different RCC representations of protein structures to identify the best distance criterion
to classify 3D protein structures. These included distances at 5, 6,7, 8,9, 10 and 15 A; we originally
used only a distance of 5 A [11]; hence, this exercise allowed us to compare the efficiency of RCCs
previously reported. In addition, we also included a variant in the construction of RCCs: the inclusion
or exclusion of the amino acid side-chain atoms. This variation reproduces the preponderant role of the
backbone in visual protein structure classification and consequently would allow for testing whether
this representation is sufficient to learn 3D protein structure classification. Finally, we searched for
the best model using an automatic approach based on the optimization algorithm implemented in
AutoWeka, and to test the reliability of our model’s classification, we conducted cross-validations;
the labels of structural classes of proteins were derived from the CATH database (see Methods
and Methods).

We observed that the best models were obtained using RCC representations with a contact distance
threshold of 7 or 8 A without side chains (see Figure 5). Table 2 summarizes the best model performance
compared with previous results by Corral and collaborators.

Table 2. Parameters for best 3D protein classification.

Nalidat . ETRTENT o
CATH Level Mean Cross-Validation Accuracy Mean Cross-Validation Accuracy
(Corral et al) (Current)
C 0.96 0.98
A 0.88 0.89

* This accuracy was reported using a random forest implementation in Sklearn in Python language. **This accuracy
was obtained using a random forest implementation in Weka in Java language.
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Figure 5. Best classifier performance on the structural classification of proteins. The average accuracy
(y axis) achieved by the best classifiers after a 10-fold cross-validation test (see Methods and Methods)
is shown for the different distance cutoff values used to build RCC (x axis), in the task of annotating the
CATH structural classification of proteins. RCCs built using side-chain atoms are shown in red circles;
RCCs built without side-chain atoms are shown in black circles. (A) Shows the performance when
learning the class annotation from CATH classification, and (B) the class-architecture annotation from
CATH classification.

3.2. Protein Functional Classification

We used the same protein structure representations described for structural classification for
protein function classification; to include or not the side-chain atoms here represent an exploration of
the relevance of side-chain contacts for protein function. For the functional annotation, we used the
Gene Ontology (GO) annotations, consisting of three main classes: molecular function (F), biological
process (P) and cellular localization (C). As described before, AutoWeka and cross-validation were
used to identify the best models to learn GO functional annotation from RCC representations.

The best models were again observed with 7 or 8 A of distance between the atoms of residues
with or without side-chain atoms (see Figure 6). Table 3 summarizes the best model performance
compared with the statistics reported for the second version of the Critical Assessment of protein
Function Annotation contest (CAFA2) for the best models [20]. Fmax is the maximum harmonic
representation of the precision and recall achieved by a set of models; Fmax = 1 is for a perfect
predictor. It is important to note that the CAFA experiment attempts to unify the prediction of protein
function, but does not use 3D protein structure; hence, 15% of all sequences included in CAFA2 were
included in our datasets (data not shown). The best models in CAFA2 used sequence alignments and
ML models that incorporated diverse proteins features, while our models only used RCCs—features
derived exclusively from the protein structure. The purpose of this comparison is not to show better
performance than CAFA2 models, but to note the level of reliability of our predictions in comparison
with the function predictors known to be the best; that is, the best predictors in CAFA2 were close to
Fmax = 0.5, so to our models. Hence, these results show that RCC achieved reliable classifications in
both protein structure and protein function.
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Figure 6. Best functional classification of proteins. The average accuracy (y axis) achieved by the
best classifiers after a 10-fold cross-validation test (see Methods) is shown for the different distance
cutoff values used to build RCCs (x axis), in the task of annotating the GO functional classifications of
proteins. Results obtained with RCC built using side chains are in red and those without side chains in
black; circle symbols indicate that functional annotation was done for all proteins; triangle symbols

are for proteins with single domains. (A) Presents the results for predictions of cellular localization;
(B) molecular function; (C) biological process, as annotated in GO.

Table 3. Parameters for best protein functional classification.

*
GO Function CAFA2 Fmax** Fmax***
Fmax
C 0.46 0.44 0.58
F 0.59 0.24 0.48
p 0.37 041 0.54

* This accuracy was obtained from the reported Fmax values of the second version of CAFA [20]. ** This Fmax value
corresponds to all proteins with an RCC computed in this study. *** This Fmax value considered only proteins with
a single chain in PDB or single domain proteins.

An important aspect in functional annotation is the biased compositions of different classes; such a
bias may cause predictors to classify proteins according to the most abundant functional classification.
To rule out the possibility that such a bias may have affected the reliability of our predictions, we
conduced a set of calculations using the ZeroR classifier in Weka; this classifier only predicts the most
frequent class; hence, any machine-learning algorithm must achieve a performance better than this
value to be reliable. In Figure 7 (A: cellular localization; B: molecular function and C: biological process)
we show the percentages of correctly classified instances by the ZeroR classifier (square symbols) in
comparison with those achieved by the best models (circle symbols) using RCCs built with different
distance criteria. All the best models were above the baseline ZeroR predictions.
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Figure 7. Baseline performance for the best models. The percentage of correctly classified instances
(CCI (%)) is plotted for every model built from RCCs without side chains at different distances (x axis).
The baseline performance achieved by ZeroR classifier (square symbols) is compared with that observed
for the best models (circle symbols). (A) The comparison for cellular localization (red symbols), (B) for
molecular function (black symbols) and (C) for biological process (blue symbols).

4. Discussion

Including the efficient implementation of Tomita’s algorithm into the RCC calculation rendered a
constant time performance independent of the protein lengths analyzed; we also noted that the time
required to compute the contacting distances and get the RCCs was less than reading the input file.
In terms of computing time, assuming these calculations would be done on a single central processing
unit or CPU, the global time required to compute a given RCC is divided in the time required to
load the protein’s 3D structure or PDB file (elapsed time) and the time to obtain the RCC (CPU
time), which includes constructing the contact map of residues and identifying the maximal cliques.
Our results indicate that most of the time is taken by reading the PDB file; this may be improved by
implementing a non-serial reading function [21]. This in turn would benefit from the improvement of
current CPU technologies [22]. Additionally, considering that computing RCCs from a large database
is an embarrassingly parallel problem and our current code has been implemented to deal only with
concurrent computing (local computing, as opposed to distributed computing), we anticipate that
there is still room for improvement in terms of using a distributed computing scheme, such as the
ACTOR formalism [23].

The latest Critical Assessment for Structure Prediction (CASP) competition for the first time
showed that ML (AlphaFold) improved on previous methods using protein sequence features [24], yet
the features used by AlphaFold are not the same used by the best models of protein function reported
in CAFA contest [8]. Thus, RCC is the first representation of proteins that allows for the efficient
modeling of both fundamental aspects of proteins.

Our screening to build RCCs reveals that the backbone contains enough information to represent
both 3D structure and function. This does not imply that side chains are not relevant for 3D protein
structure or function; after all the backbone conformation depends on the side chains. The relevance
of building RCCs without side chains is that on the one hand, such a representation does not need
high-resolution structures to build a useful model; this would be relevant to further exploration:
what is the range of protein structure resolution that renders a reliable model for protein structural

68



Entropy 2020, 22, 472

and functional classification? On the other hand, having a model that concerns only on the protein
backbone may facilitate the development of methods to predict 3D protein structure based on RCCs.

Having the same representation of proteins to model 3D structure and function would allow one
to analyze the possible co-localization of structural and functional classes in the 26-dimensional space
of RCCs, for instance; this would eventually lead to a better understanding of the structure—function
relationship of proteins. RCCs would allow exploring for regions in this 26-dimensional space where
no examples of 3D protein structure or function are known, and potentially, designing new proteins.

In summary, in this work we distribute a computationally efficient implementation with which
to compute RCCs from a 3D protein structure—a representation of proteins that allows for effective
modeling of both 3D protein structure and functional classification.

Supplementary Materials: The code and datasets described in this work are available online at https://github.
com/C3-Consensus/RCC.
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Abstract: Genome-wide association study (GWAS) has turned out to be an essential technology
for exploring the genetic mechanism of complex traits. To reduce the complexity of computation,
it is well accepted to remove unrelated single nucleotide polymorphisms (SNPs) before GWAS,
e.g., by using iterative sure independence screening expectation-maximization Bayesian Lasso
(ISIS EM-BLASSO) method. In this work, a modified version of ISIS EM-BLASSO is proposed,
which reduces the number of SNPs by a screening methodology based on Pearson correlation and
mutual information, then estimates the effects via EM-Bayesian Lasso (EM-BLASSO), and finally
detects the true quantitative trait nucleotides (QTNs) through likelihood ratio test. We call our
method a two-stage mutual information based Bayesian Lasso (MBLASSO). Under three simulation
scenarios, MBLASSO improves the statistical power and retains the higher effect estimation accuracy
when comparing with three other algorithms. Moreover, MBLASSO performs best on model fitting,
the accuracy of detected associations is the highest, and 21 genes can only be detected by MBLASSO
in Arabidopsis thaliana datasets.

Keywords: GWAS; Pearson correlation; mutual information; feature screening; Bayesian Lasso

1. Introduction

Genome-wide association study (GWAS) has evolved to be an essential technology for exploring
the genetic mechanism of complex traits [1]. It concentrates on identifying the significant single
nucleotide polymorphisms (SNPs) associated with the given traits. In past years, several single-locus
GWAS methods have been developed [1-5], and have detected a few variants among various traits
successfully. However, they still have some drawbacks, such as the combined effects of multiple loci
are ignored and the threshold in multiple test correction is hard to be determined [6].

To address these drawbacks, some classical high-dimensional statistical methods were well
used in GWAS when the number of SNPs is not far more than that of individuals, such as the least
absolute shrinkage and selector operator (Lasso) [7], the elastic net [8], and Bayesian Lasso [9,10].
However, the current situation is the opposite, because the number of SNPs is much larger than
that of individuals. In the case of ultrahigh-dimensional data, the aforementioned methods will fail
due to the internal computational complexity. Fortunately, Fan and Lv [11] proposed a two-stage
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feature screening (or variable selection) method. The main idea of this method is: The dimension
of features are firstly cut down by sure independence screening (SIS), and then a certain popular
high-dimensional feature screening method (such as Lasso, the smoothly clipped absolute deviation
(SCAD) [12], or the adaptive Lasso [13]) is used to select significant features and estimate regression
coefficients simultaneously. The extension of SIS is iterative sure independence screening (ISIS),
which can revive those non-negligible features that are single uncorrelated while indirectly correlated
to the respond variables [11]. Instead of the Pearson correlation based SIS, statisticians have exploited
some other SIS methods from different measurements, such as rank correlation [14], the distance
correlation [15], the partial correlation [16] and so on. Among these methods, Pearson correlation
and distance correlation based screening have been applied in GWAS successfully [6,17], and some
genes associated with crop quantitative traits such as rice salt-tolerance and poplar growth have
been identified [18,19]. ISIS expectation-maximization Bayesian LASSO (ISIS EM-BLASSO) [6]
selects potentially associated SNPs in single-objective screening methodology based on the Pearson
correlation between the SNPs and phenotype. In reality, the intrinsic heterogeneity is likely to be
present in big data [20], thus the characterization of correlations via multi-objective method can
bring higher power [21]. Although two-side high-dimensional genome-wide association studies
(2HiIGWAS) [17] efficiently selects the associated SNPs by combining Pearson correlation and distance
correlation, the computational burden of constructing distance correlation is very high.

Since mutual information can detect broader classes of relationships [22], and the computational
complexity is relatively low [23]. We propose to modify the screening method in the first stage of ISIS
EM-BLASSO to a multi-objective one, which is based on the combination of Pearson correlation and
mutual information. Then EM-Bayesian Lasso (EM-BLASSO) [10] is applied to further select SNPs and
estimate the effects by shrinking the weak effects to zero, and likelihood ratio test is used to identify the
true quantitative trait nucleotides (QTNs), these procedures are the same as those in the second stage
of ISIS EM-BLASSO (also denoteds EM-BLASSO). We call our method a two-stage mutual information
based Bayesian Lasso (MBLASSO). In order to validate the effectiveness of our method, we compare it
with three GWAS methods, EM-BLASSO [10], ISIS EM-BLASSO [6] and genome-wide efficient mixed
model association (GEMMA) [5]. EM-BLASSO represents the single-stage GWAS method without
pre-screening, ISIS EM-BLASSO is a typical two-stage GWAS method using only Pearson correlation
screening, and GEMMA is a golden standard GWAS method widely used for comparison.

2. Materials and Methods

2.1. Statistical Framework

In this study, we consider the linear mixed genetic model [6] as follows:
y=1p+ Qa+ XB +e¢ 1)

where y is a n x 1 phenotypic vector of quantitative trait, and # is the number of individuals; 1is a
n x 1 vector in which every element is equal to 1, and y is the overall mean; Q = (Q1,Qy, ..., Qq)
is a n x q matrix of fixed effects, such as the population structure, and g is the number of fix effects;
a is a g x 1 vector of fixed effects; and X is a n x p matrix of SNP genotype values. For each SNP,
homozygous genotype are coded as 1, and —1, respectively, and the heterozygous ones are indicated
by 0. p is the number of presumed QTNs, B is the QTN effects, and € ~ MV N, (0, 01,21) isan x 1 vector
of residual error.

2.2. Simulation Experiments

To assess the performance of methods, we considered simulation scenarios based on the
Arabidopsis thaliana datasets consisting of 216,130 SNPs, 199 accessions, and 107 phenotype
traits [24]. For genotype simulation, we randomly selected 10,000 SNPs, 2000 for each of
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the five chromosomes, i.e., 11,226,256-12,038,776 bp on Chr.1, 5,045,828-6,6412,875 bp on Chr.2,
1,916,588-3,196,442 bp on Chr.3, 2,232,796-3,3143,893 bp on Chr.4, and 19,999,868-21,039,406 bp on
Chr.5. Additionally, we generated the phenotype simulation data with sample size 199 from three
different scenarios, and undertook 1000 times for each simulation. Six QTNs were assumed to be
genuine; their heritabilities were set as 0.10, 0.05, 0.05, 0.15, 0.05, and 0.05, respectively; and their allelic
frequencies we are all nearly 0.30. Both the overall mean and residual variance we are set as 10.0, and
the positions and effects of the six QTNs are shown in Tables S1-S3. The genotype and phenotype
simulations were the same as those used by Wang et al. [25].

The first model (only six QTNs’ additive effects) is: y = p + Z?:l xibj +¢, e ~ MVN,(0,021).
The second model (six QTNs’ additive effects plus polygenic effect) is: y = p + Y0, x;ib; + u+¢, u ~
MVN, (0, (T%gK), € ~ MVN,(0,021), and K is the kinship matrix. Set (ng = 2, thus h%g = 0.092. The third
model (six QTNs” additive effects plus three other pairs of QTNSs’ epistatic effects) is: y = y + Z?:l x;b; +
2]3=1(Aj#Bj)bjj +¢ e ~ MVN,(0,021), # denotes Hadamard product (element-wise multiplication),
three other pairs of epistatic QTNs (unrelated to the six true QTNs) are placed on 3063784bp (Chr.4) and
5227063bp (Chr.2), 5986135bp (Chr.2) and 2031781bp (Chr.3), and 2668059bp (Chr.3) and 11824678bp (Chr.1),
respectively. Each pair of QTNs was set with (Tfpi = 1.25, thus hfpi = 0.05.
2.3. Real Data and Preprocessing

We used four flowering-time related traits of Arabidopsis thalina datasets [24,26] for analysis.
The four traits are days to flowering time under long days with vernalization (LDV), days to flowering
time under short days with vernalization (SDV), days to flowering time under long days with two
weeks vernalization (2W), and days to flowering time under long days with four weeks vernalization
(4W), respectively. We removed the SNPs with minor allele frequency (MAF) less than 0.01, and 178376
SNPs remained ultimately. For phenotypes, we deleted the individuals with missing phenotype
value, thus 168, 159, 152 and 119 individuals were reserved for each of the four traits LDV, SDV,
2W and 4W, respectively, and then a logarithmic transformation was performed to each phenotype
value. Due to the strong population structure in Arabidopsis thaliana, we were obliged to eliminate
the impact of population structure. We reorganized the SNP genotype data via the software PLINK
(Version 1.09) [27] at first, then chose a suitable value for population number g from 1 to 5 with the
minimum cross-validation error, and calculated the population structure matrix Q synchronously
by using the software ADMIXTURE (Version 1.3) [28], and finally corrected the primary phenotype
vector y by Qj, j =12,...,q, whose effects 02]' were estimated by least-square method. Therefore,
the corrected phenotype vector is:

, q 4
Y =y- L Qi =1u+ ) Xibite )
=1 i=1

2.4. Mutual Information

Mutual information proposed by Shannon [29] is based on the concept of entropy and has been
widely used in feature selection [23]. Given two discrete random variables X and Y, the mutual
information of X and Y is defined as:

[(X;Y) = H(X) + H(Y) — H(X,Y) @)

where H(X) is the entropy of X and H(X,Y) is the joint entropy of X and Y. They can be specified as:

H(X) = =) p(x)-log p(x) )
H(X,Y) ==Y plx,y)-logp(x,y) (5)
xy
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where p(x) = P(X = x) is the marginal probability density function, and p(x,y) = P(X = x,Y = y)
is the joint probability density function. Mutual information can also be defined as:

B B PN _ Jog PUY)
1Y) = HX) — HXJY) = HY) — HYIX) = p(vy) - log s ©

where H(X|Y) is the conditional entropy of X given Y. We calculated the mutual information by using
the matlab package “MutualInfo” (Version 0.9) written by Peng et al. [23].

In fact, mutual information can be illustrated as the amount of information one random variable
contained in another random variable. The larger the mutual information is, the stronger correlation
between the two random variables is. In GWAS, we consider the phenotypic vector as one random
variable, and the genotype vector of a SNP as another random variable. In this way, we can calculate
the mutual information between each of the SNPs and phenotype.

2.5. SCAD

SCAD is a penalized likelihood approach that enables to selecting variables and estimating
coefficients simultaneously due to its Oracle properties [12]. The objective function ¢ is:

n P

p
Eny (B) = argming (Z(%‘ =Y (XiBj)* + ZPA,«Y(B]‘)> ?)

i=1 j=1 j=1

where B = (B, B2,. .-, Bp)T is the regression coefficient vector to be estimated and, A and vy are penalty
and shrinkage parameter, respectively, both of them are greater than 0. The former term of Equation (7)
is the loss function, and the latter term is the penalty function defined by:

2)\“3]‘, ) if ‘B]‘<)\,
— |5 =2vA|Bi|+A .
ory (Bj) = —(‘B"zwy,l‘f”* )i A<|Bjl <vyA and v >2, )
(«/+21)x2’ if “5j| > YA

Y = 3.7 as suggested in the original study [12]. We performed SCAD by using the R package “ncvreg” from
https:/ /CRAN.R-project.org/package=ncvreg.

2.6. Likelihood Ratio Test

Likelihood ratio test is to compare the maximum of likelihood function in null hypothesis Hy and
alternative hypothesis Hj, and further determine whether the hypothesis is effective. LOD (log of odds)
score is a statistic criterion used in likelihood ratio test. The definition is:

lo) ~ —2(Lo—Ly)

LOD =logw(} ) =~ 405

©)
lp = elo, I} = eh, Ly = L(6_;) and L; = L(#) are the natural logarithms of the likelihood
functions for null hypothesis Hy : f; = 0 and alternative hypothesis H;, respectively, 6_; =
{B1,--,Bk-1,Brs1,---,Bo} and 0 = {P1,...,Po}, and o is the number of markers potentially
associated with the trait. LOD > 3 was proposed to be the significant criterion in multi-locus
GWAS [25], which is slightly stringent and equivalent to P = Pr(x3 > 3 x 4.6052) ~ 0.0002. Under H,
LOD x 4.6052 follows a x? distribution with one degree of freedom. We set the significant criterion
of MBLASSO, ISIS EM-BLASSO, and EM-BLASSO as LOD > 3, which is Bonferroni correction for
GEMMA by referring the published study [30].
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2.7. A Two-Stage Mutual Information Based Bayesian Lasso (MBLASSO) Method

On the whole, this procedure is a two-stage strategy for multi-locus GWAS. In the first phase,
we used a modified ISIS approach based on Pearson correlation and mutual information to obtain
a subset of SNPs, the elements of which can be divided into two types, separately. As to Pearson
correlation screening, Type I includes those SNPs with strong correlated to phenotype, and Type II
consists of those SNPs weak correlated while indirectly correlated to phenotype with some SNPs from
Type L. For mutual information screening, Types I and II are similar as those in Pearson correlation
screening. The first phase of our method can be considered to select SNPs from two different
measurements. In the second phase, we adopted EM-BLASSO [10] to estimate the effects and select
the SNPs with nonzero effect (> 107°) to further likelihood ratio test procedure. We call this method
MBLASSO. The flow chart is shown in Figure 1.

Phenotypes, y2
Phenotypes, y1 (corrected by population Genotypes of SNPs
structure)

I |
v '

Select the SNPs by SIS-SCAD Select the SNPs by MI-SIS-SCAD
(based on Pearson correlation) (based on mutual information)
Correct the phenotypes by the SNPs Correct the phenotypes by the SNPs
from the previous step, and select from the previous step, and select

the SNPs by SIS-SCAD again the SNPs by MI-SIS-SCAD again

!

Remove the reduplicated SNPs and combine the
SNPs selected from the above two aspects

!

y1=mean + population structure + all the selected SNPs + residual error,
the effects are estimated by EM-BLASSO, true QTNs are detected by likelihood ratio test.

Figure 1. A flow chart of MBLASSO method.
More specifically, MBLASSO works as follows:

e Step 1: Correct the initial phenotype vector (y) by the fixed effects, which indicate the population
structure in our model. )
e  Step 2: Calculate the Pearson correlation of the ith SNP with the corrected phenotype (y ), that is,

i (xji — fi)(y;' - 37)
j=1

wi = pXirY/ - n n , -
\/ £ (2 \/ ¥ -y

j j=1

(10)

where x;j; is the ith SNP genotype value of the jth individual, y;- is the corrected phenotype value

of the jth individual, X; is the average of the genotype value of the ith SNP, }7 is the mean of the
corrected phenotype value of all individuals, and w = (wy, wy, ..., wp)T is a vector of Pearson
correlation coefficients.

e  Step 3: Sort the components of vector w in descending order and define a subset:

Q={1<i<p:|wisamong the (n — 1) largest of all} (11)
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where 1 — 1 is one of the two sizes recommended by Fan and Lv [11], and it is more appropriate
in our work. Suppose that there are k; SNPs corresponding to (), k; > n — 1, for the reason
that more than one SNP may share a common Pearson correlation coefficient; the subset
consisting of these SNPs is denoted as A; = {Xju,, Xjm,, - - .,ij}<1 }, my,my, ..., my are the
orders of the k; selected SNPs in all the p SNPs. Then implement SCAD to estimate the effects.
Select the SNPs with nonzero effect to form another subset A, = {X]ll’ s X jlkz} C Ay,
ky < ki, and {ly, b, ..., I, } C {my,my,.. .,mkl}. The SNPs in A, correspond to Type I in
Pearson correlation screening. This Pearson correlation based SIS followed by SCAD is called
SIS-SCAD [11].

e  Step 4: Undertake ISIS-SCAD [11] to revive those non-negligible SNPs that are single uncorrelated
but jointly correlated with phenotype, only one iteration is implemented here. Firstly correct the
phenotype in Step 1 (y/) by the ky SNPs selected by SIS-SCAD in Step 3, that is,

" ’ k2
y =y — Y. X,By, (12)
=1

where 3, is estimated by SCAD, and then repeat SIS-SCAD to the rest of the p — ko SNPs, which
results in another subset of k3 SNPs, A3 = {X js1r Xjsyr - - ]bks} The SNPs in A3 correspond
to Type Il in Pearson correlation screening. The union of the two disjoint subsets .4, and A3 is
denoted as A, A = A, J Az, whose size is k, k = kp + k3.

e  Step 5: Under the same conditions as in Step 2, calculate the mutual information of the ith SNP
and the corrected phenotype (yl) by

P(xjiry;)
p(xji, ;) log ——— Lo
A p(xji)p(y;)

M:

Y =1(X;,y ) = (13)

j

and ¢ = (¢1, 9>, ..., ¢p)T isa vector of mutual information for all of the p SNPs with the corrected
phenotype. p(x;i, y;) is the joint probability, p(x;;) and p(y}) are the marginal probabilities of x;;
andy separately.
e  Step 6 Similar to Step 3, sort the components of vector ¢ in descending order and define
another subset:
Y = {1 <i<p:¢;isamong the (n — 1) largest of all} (14)

Assume that 1 SNPs corresponding to ¥, 71 > n — 1, because more than one SNP may share a
public mutual information with phenotype. The subset is B1 = {Xj,,, Xjn,,-- -, Xin,, }. Then use
SCAD to estimate the effects of SNPs in B and select the SNPs with nonzero effect to constitute
a new subset B, = {Xm,X],z, . ],T Y C B, m <m,and {ry,ro, ..., 15} C {hi,hy, ... ke )
The SNPs in B, correspond to Type I'in mutual information screening. We call this mutual
information based SIS followed by SCAD as MI-SIS- SCAD

e  Step7: Refering to Step 4, correct the phenotype in Step 1 (y ) by 12 SNPs selected by MI-SIS-SCAD,
and repeat MI-SIS-SCAD once for to the remaining of the p — 7o SNPs, which generates a subset of
73 SNPs, B3 = {X it1r Xjtyr oo thra }. The SNPs in Bj correspond to Type Il in mutual information
screening. The union of the disjoint subsets B, and B; is denoted as B, B = B, | B3, the size of
which is 7, T = 7 + 13. We call this process as MI-ISIS-SCAD.

e Step 8 Gather the SNPs selected from Steps 4 and 7 and remove the reduplicated ones.
Then obtain a new subset of SNPs, that is, C = A |J B, the size of whichisv = k + 7.

e Step 9: Use EM-BLASSO to estimate the effect of the v SNPs from C and further eliminate the
SNPs with zero effect, the source code for EM-BLASSO can be found at https:/ /CRAN.R-project.
org/package=mrMLM, where we can also download the program of ISIS EM-BLASSO. Note that
the phenotype vector in this step refers to the original one (y).
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e Step 10: Apply the likelihood ratio test to identify the true QTNs, and set the significant criterion
as LOD > 3.

3. Results

3.1. The Overlap Ratio between Pearson Correlation and Mutual Information Based Screening in MBLASSO

To illustrate the necessity of considering the correlation measured in mutual information between
the SNPs and phenotype, we calculated the overlap ratio and average number of SNPs selected by
Pearson correlation and mutual information in the first variable selection stage. The SNPs selected
by Pearson correlation and mutual information can be divided into two types (Types I and Type II),
respectively. We found that each type of screening obtains phenotype-associated SNPs without large
overlapping (Table 1), which suggests that the SNPs from our MBLASSO method may have more
associations with phenotype than ISIS EM-BLASSO.

Table 1. Screening results based on Pearson correlation and mutual information in MBLASSO under
three simulation scenarios (each cell includes the overlap ratio and average number of SNPs after
screening in the parentheses).

. . Pearson Correlation Screening Mutual Information Screening
Simulations
Type I Type II Total Type I Type II Total
1 0.470 (15.8)  0.086 (50.4) 0.184 (66.2) 0.417(18.2) 0.298 (15.5) 0.356 (33.7)
2 0.452 (16.6)  0.091 (50.3) 0.181(66.9) 0.398 (19.0) 0.285(17.5) 0.334 (36.5)
3 0.457 (14.6)  0.090 (50.8)  0.173 (65.4) 0.383 (18.4) 0.278 (17.4) 0.323 (35.8)

3.2. Statistical Power for QTN Detection

The power for the ith QTN is: power; = ¢;/1000,i = 1,2,3,4,5,6, where {; is the frequency that
ith hypothetical QTN is successfully detected among all 1000 repetitions. A detected SNP within
1kb of the candidate QTN is regarded as true QTN [6,25,30]. In three simulations, powers of the six
QTNs in MBLASSO are highest, except the second QTN powers are lower than those of EM-BLASSO
(Figure 2a—c and Tables S1-S3). The average powers of MBLASSO are 72.4, 71.4, and 65.2 (%) in three
simulations, respectively. They are improved by 26.4, 28.9, and 26.1 (%) compared to GEMMA; 5.6,
4.3, and 3.8 (%) compared to EM-BLASSO; and 2.2, 2.0, and 3.0 (%) compared to ISIS EM-BLASSO.
We supposed four QTNs (QTN2, QTN3, QTNS5, and QTN6) with the same 5% heritability, but the
detection powers of QTIN5 are much lower than three other values for MBLASSO, ISIS EM-BLASSO,
and EM-BLASSO (Figure 2a—c and Tables S1-S3). To measure the robustness of methods, we used
the standard deviation of powers across the four QTNs, which was proposed by Ren et al. [30].
In Simulation 1, the standard deviations for MBLASSO, ISIS EM-BLASSO and EM-BLASSO are 8.14,
8.16 and 13.99, respectively, indicating the best stability of MBLASSO. The stability comparisons in
Simulations 2 and 3 are the same as that in Simulation 1. Therefore, MBLASSO improves the power
and has best stability in different scenarios. A Violin plot of average statistical powers for MBLASSO
in three simulation scenarios is shown in Figure Sla.

77



Entropy 2020, 22, 329

100 100 100

s
%0 55 2\ BLASSO % ™
[

T Iewaaso
80 80 80

0 6 60
50 50 50

40 40 40

Statistical powers (%)

30 30 30

0 0 0

10 10 10

— 0 — 0
QINI QTN2 QTN3 QTN QNS QING QINI QN2 QN3 QIN4 QTIN5 QING QINI QTN2 QTN3 QIN¢ QINS QING

Figure 2. Statistical powers for the six simulated QTN in three simulation scenarios. (a) only six QTNs’
additive effects; (b) six QTNs’ additive effects and polygenic background effect; and (c) six QTNs’
additive effects and three other pairs of QTNs’ epistatic effects.

3.3. Average Accuracy for QTN Effects

Mean squared error (MSE) was used to quantify the bias of effect estimation. The MSE of the ith
QINis: MSE; = 135 z}gqomij —Bi)% i =1,2,3,4,5,6, where f; is the effect of the ith QTN in the jth
repetition, and {3; is the theoretical effect of the ith QTN. The smaller the MSE is, the better the accuracy
of the algorithm is. We applied the average MSE of the six QTN to totally measure the accuracy
of different algorithms. They are 0.0610, 0.0812, 0.5467 and 0.0561 for MBLASSO, ISIS EM-BLASSO,
GEMMA and EM-BLASSO, respectively, in Simulation 1, the similar case is shown in Simulation 2,
and the average MSE for MBLASSO is the lowest in Simulation 3 (Figure 3a-c and Tables S1-S3),
indicating the better estimation accuracy of MBLASSO on the whole. A violin plot of average MSEs
for MBLASSO in three simulation scenarios is shown in Figure S1b.
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Figure 3. Average mean squared errors (MSEs) for the six simulated QTNs in three simulation scenarios.
The description of (a—c) is the same as that in Figure 2.

3.4. Type 1 Error Ratio

Type 1 error ratio, also known as false positive ratio, is an important problem that needs to be overcome
in GWAS. In Simulation 1, they are 0.0302%, 0.0325%, 0.0325% and 0.0259% for MBLASSO, ISIS EM-BLASSO,
GEMMA, and EM-BLASSO, respectively, and GEMMA has the lowest Type 1 error ratio in Simulations 2 and 3
(Figure 4). Note that all Type 1 error ratios are less than 0.05% (Figure 4 and Tables S1-S3), which indicates
that all the four algorithms ensure the Type 1 error is at a very low level. A violin plot of Type 1 error ratios for
MBLASSO in three simulation scenarios is shown in Figure Slc.
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Figure 4. Type 1 error ratios (0.01%) in three simulation scenarios. The descriptions of Simulations 1-3
corresponding to (a—c) in Figure 2.

3.5. Computational Efficiency

The computing time of MBLASSO is longer than that of ISIS EM-BLASSO, because it needs
additional computation of mutual information between all the SNPs and phenotype, but it takes less
time than EM-BLASSO. For example, in Simulation 1, MBLASSO finishes the analysis of 199 individuals
with 10,000 SNPs for 1000 repetitions in 4.12 h, ISIS EM-BLASSO takes 2.90 h, GEMMA spends 2.20 h,
and while EM-BLASSO needs 28.86 h for the same dataset (Table S1). The specific hours spent on
the other two simulations are largely identical with only minor differences to those in Simulation 1
(Tables S2 and S3), and the operations of computation are on a computer of Intel Xeon E5-2640
CPU 2.40 GHz.

3.6. Arabidopsis Thaliana Dataset Analysis

We analyzed four flowering-time related traits (LDV, SDV, 2W, and 4W) using by MBLASSO,
ISIS EM-BLASSO, GEMMA and EM-BLASSO. Suppose that the candidate genes for the traits are in
the proximity of 20 kb with the associated SNPs [6,25]; MBLASSO identifies 17, 18, 17 and 18 SNPs
significant associated with each of the four traits LDV, SDV, 2W, and 4W, respectively. ISIS EM-BLASSO
detects 14, 18, 19, and 16 remarkable associated SNPs; GEMMA identifies 3, 5, 1, and 2 significant
SNPs; and EM-BLASSO tests 3, 0, 4, and 6 SNPs, respectively. A Venn diagram showings the overlap
numbers of SNPs detected by the four algorithms in the four traits is presented in Figure S2.

To measure the model fitting degree of the detected SNPs, Akaike Information Criterion (AIC)
and Bayesian Information Criterion (BIC) were computed for each trait in four various methods,
where a lower value indicates a better model fitting. We can explicitly see that MBLASSO shows
the lowest AIC and BIC for the four traits (Table 2), thus it is the best algorithm in model fitting,
followed by ISIS EM-BLASSO, EM-BLASSO, and GEMMA.

Table 2. Degree of model fitting (AIC, BIC) for SNPs identified in four flowering-time related traits for
Arabidopsis thaliana.

MBLASSO ISIS EM-BLASSO GEMMA EM-BLASSO
AIC BIC AIC BIC AIC BIC AIC BIC

LDV —-360.543 —307.436 —318.966 —275.230 1312.693 1322.065 —113.638 —104.266
SDV  —169.269 —114.028 —140.485 —85.245 1356.907 1372.251  149.095 149.095
2W —103.363  —51.957  —65.172 —7.718 584.000  587.024 148.247 160.342
AW —124.109  —74.084 —98.993 —54.527  1253.281 1258.839 22.893 39.568

Traits

Meanwhile, by referring to the latest GO annotation [31] for Arabidopsis thalina genes at www.
arabidopsis.org, we extracted the known genes related to flowering-time traits and found 5, 4, 2,
and 3 known genes closed to the detected SNPs with MBLASSO; 3, 2, 1, and 2 known genes with ISIS
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EM-BLASSO; 0, 1, 0, and 1 known genes with GEMMA; and none of known genes could be identified
by using EM-BLASSO for LDV, SDV, 2W and 4W, respectively (Table 3). These results suggest that the
accuracy of associations retrieved by MBLASSO are the highest.

Table 3. The accuracy of detected associations in four flowering-time related traits for Arabidopsis
thaliana (the number behind slash in each cell is the count of detected SNPs, and the number in front of
slash is the count of known genes in GO annotation),

Traits MBLASSO ISIS EM-BLASSO GEMMA EM-BLASSO

LDV 5/17 3/14 0/3 0/3
SDV 4/18 2/18 1/5 0/0
2W 2/17 1/19 0/1 0/4
4W 3/18 2/16 1/2 0/6

In addition, totally 21 genes were only detected by MBLASSO, among which five genes
(AT5G45830, AT5G45840, AT3G57230, AT5G15850, and AT5G04240) are in the 98 candidate genes [24],
and AT5G45830 (alias: DOG1) is the gene with the highest frequency significant associated with
flowering-time related phenotypes. Nearly all of the 23 flowering-time related phenotypes are associated
with this gene [24]. Meanwhile, AT5G45840 (alias: MDIS]) is one of the Top 5 flowering-time related genes
studied by researchers in Arabidopsis thaliana (www.arabidopsis.org). The detailed GWAS results are listed
in Table S4.

About the computation speed, despite MBLASSO being is slower than ISIS EM-BLASSO and
GEMMA, it is much faster than EM-BLASSO, for example, for the trait LDV, the time for MBLASSO is
2.31 min, ISIS EM-BLASSO requires 1.92 min, GEMMA takes 0.85 min and EM-BLASSO consumes
to 183.6 min. We notice that the time costs of all the four flowering-time traits in MBLASSO,
ISIS EM-BLASSO, and GEMMA are all less than 3 min (Table S5).

4. Discussion

MBLASSO is a GWAS method modified from ISIS EM-BLASSO, that is, iterative sure
independence screening (ISIS) in the first stage of ISIS EM-BLASSO is replaced by a combination ISIS
based on Pearson correlation and mutual information. We assume a subset of loci jointly affects the
phenotype. In the first stage, we focus on selecting those SNPs that are likely to be highly associated.
Considering some SNPs may have different correlations under various phenotypes, which are hard to
measure only by Pearson correlation, so we adopt the mutual information to obtain the SNPs with
potential correlation to phenotype. Meanwhile, since those SNPs individually irrelevant but jointly
relevant to phenotype can be revived, this multi-objective screening process is a crucial component
of our methodology to improve the statistical power. In the second stage, we apply the existing
EM-BLASSO method [10], which is actually a single stage multi-locus GWAS strategy, to estimate the
effects of selected SNPs and further filter out the SNPs with very small effect (<10~5). Finally, we use
likelihood ratio test to identify the true QTNs.

In fact, the method and criterion of hypothesis testing in different approaches may be different,
e.g., the Wald test is applied in RMLM [25] and original EM-BLASSO [10], the significant level
is P = 0.01 or 0.05, and a looser likelihood ratio test criterion LOD > 2 is employed in
PLARmEB [32]. Since different significant criteria will lead to changes in results, for above three
simulations, we listed the performances (average power, average MSE and Type 1 error ratio)
of MBLASSO in three different significant criteria (LOD = 3, LOD = 2 and P = 0.01) in Table S6.
We can see the average power increased with the decrease of LOD value, but the Type 1 error ratio
and average MSE also increased. This means that with the relaxation of significant criteria, high
statistical power will be achieved, while false positives will be increased and estimation accuracy
will be reduced. In addition, the performances at the significant criterion P = 0.01 in Wald test are
between LOD = 2 and 3 in likelihood ratio test. GEMMA is a single-locus GWAS approach, and the
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significant threshold for each test is determined by Bonferroni correction (0.05/p, p is the number of
SNPs). MBLASSO, ISIS EM-BLASSO, and EM-BLASSO are multi-locus approaches and do not require
multiple test correction.

We conducted paired t-test (also used in [6,25,30]) for statistical power and MSE between
MBLASSO and three other methods in three simulation scenarios (Table S7). We can see it has
significant improvements compared with ISIS EM-BLASSO and GEMMA. For the traits SDV and 2 W
in real Arabidopsis thaliana datasets, the numbers of significant SNPs identified by MBLASSO are not
more than ISIS EM-BLASSO, but the degrees of model fitting are better (Table 2); and the number
of known candidate genes adjacent to the detected SNPs is still larger (Table 3), this phenomenon
indicates MBLASSO may be more effective to capture the inherent relationship between SNPs and
phenotype. The traditional EM-BLASSO [10] and GEMMA perform well in terms of Type 1 error ratio
in the three simulations, but their performances in Arabidopsis thaliana dataset are worse than expected,
not only achieving the worse model fitting performance but also fewer of genes are detected. On the
whole, our algorithm MBLASSO is slightly slower than ISIS EM-BLASSO and GEMMA, but it is more
effective and accurate for both simulation and real datasets.

5. Conclusions

Our algorithm MBLASSO is a modified version of ISIS EM-BLASSO; it integrates Pearson
correlation and mutual information to the feature screening stage, and it considers different
types of correlation between the SNPs and phenotype. In three different simulation scenarios,
MBLASSO improves the statistical power and retains the higher effect estimation accuracy when
comparing with three other methods. Meanwhile, the GWAS results in four flowering-time related
traits are superior in model fitting; the accuracy of detected associations are the highest; and 21 genes
can only be detected by MBLASSO.

Supplementary Materials: The following are available online at http:/ /www.mdpi.com/1099-4300/22/3/329/s1.
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Abstract: HIV-1 viruses, which are predominant in the family of HIV viruses, have strong
pathogenicity and infectivity. They can evolve into many different variants in a very short time.
In this study, we propose a new and effective alignment-free method for the phylogenetic analysis of
HIV-1 viruses using complete genome sequences. Our method combines the position distribution
information and the counts of the k-mers together. We also propose a metric to determine the
optimal k value. We name our method the Position-Weighted k-mers (PWkmer) method. Validation
and comparison with the Robinson-Foulds distance method and the modified bootstrap method on
a benchmark dataset show that our method is reliable for the phylogenetic analysis of HIV-1 viruses.
PWkmer can resolve within-group variations for different known subtypes of Group M of HIV-1
viruses. This method is simple and computationally fast for whole genome phylogenetic analysis.

Keywords: Alignment-free; HIV-1 virus; phylogenetic analysis; position-weighted k-mers;
Robinson-Foulds distance

1. Introduction

Human Immunodeficiency Viruses (HIVs) are retroviruses which are the causative agents of
the global pandemic of Acquired Immunodeficiency Syndrome (AIDS) [1]. There are two types of
HIVs: Type 1 (HIV-1 viruses) and Type 2 (HIV-2 viruses). HIV-1 viruses are known to originate
from the Simian Immunodeficiency Viruses (SIVs) found in central and eastern African chimpanzees,
which form the most common pathogenic strain of HIV viruses and have a high mortality rate [2].
Usually, HIV-1 viruses are divided into a major group (Group M) and two or more minor groups,
namely Groups N, O, and possibly Group P. Group M is further divided into subtypes A, B, C, D,
E, F ], K. The subtypes A and F are further divided into sub-subtypes (A1, A2) and (F1, F2) based
on differential phylogenetic clustering, respectively. Two or more HIV-1 subtypes can recombine
and form Circulating Recombinant Forms (CRFs) [3]. Obviously, classification of HIV-1 strains
into subtypes, sub-subtypes, and CRFs is a complex issue, which leads to major problems in the
development of vaccines against HIV-1. These problems include high genetic variation, the fast
evolution of different variants, and sequence diversity. The first task to solve these problems is how
to obtain the phylogenetic relationships of HIV-1 genomes quickly and accurately. Traditional HIV-1
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phylogenetic analysis methods are based on multiple sequence alignment. Although alignment-based
methods generally yield excellent results when the sequences are closely related and can be reliably
aligned, there are two limitations. Firstly, they lead to conflicting results by using different genes
or genome fragments. Secondly, alignment-based methods are generally time-consuming and have
high computational complexity when they are directly applied to whole-genome comparisons and
phylogenetic studies [4]. Therefore, several alignment-free methods have been developed to overcome
the critical limitations of alignment [5-14]. In particularly, several alignment-free methods for HIV
genome comparison have been developed in the past few decades. For example, Wu et al. [5] used
the complete composition vector representation proposed by Hao and Qi [15] for the phylogenetic
analysis of HIV-1 genomes, and obtained some acceptable results. Pandit et al. [16] used multifractal
measures to capture the genomic variation in the different retroviral species. However, this multifractal
method cannot resolve the subtle variations in the subtypes of Group M of HIV-1 viruses. The first
usage of k-mers (substring of length k) counts for biological sequence comparison was implemented
by Blaisdell [17]. Subsequently, a lot of alignment-free methods using k-mers emerged. Yang and
Wang [7] proposed a novel statistical measure for sequence comparison on the basis of k-mers counts,
which removes the influence of the length of sequences, and obtained some acceptable results for
the phylogenetic analysis of HIV-1 genomes. Chang et al. [8] proposed a cumulative Markov mutual
information (CMMI) method which was derived from several k-mers distributions in different genome
sequences, and reported some computational results on the HIV-1 subtyping. These results are slightly
different from those reported in the NCBI (National Center for Biotechnology Information Search
database). In addition, there are other alignment-free methods that may also be used for HIV-1 genome
comparisons, such as the gene content-based method [18], the data compression method [19], the fractal
method [20], the CVTree method [21], the inter-amino-acid distance method [10], the higher-order
Markov model [11], the dynamical language model [6,12], a method using spaced-word frequencies [9],
and a method based on the distribution of k-mer intervals [22]. All these alignment-free methods for
comparing biological sequences are intended to extract hidden information from the whole genomes,
but from different angles.

In this study, we present a new alignment-free method based on position-weighted k-mers
to capture the subtle variations from the complete genome sequences of HIV-1 viruses. In our
method, the effects of k-mers counts and k-mers position distributions are combined to capture
more evolutionary information. On the basis of the proposed method, we report and discuss
the results on the HIV-1 subtyping. More importantly, the resulting phylogenetic tree of 44 HIV
genome sequences is quite consistent with the accepted taxonomy from NCBI. Our results show
that the new method works as well as the conventional alignment-based phylogenetic methods
and other alignment-free methods, but is simpler and requires much less computational time and
resources. Moreover, our approach can be applied to study the subtype clustering and phylogenetic
relationships of a large volume of genome sequences. The source codes of our method can be
downloaded from https://github.com/myl446/HivStudy. The detailed information please see the
Supplementary Materials.

2. Materials and Methods

2.1. Complete Genome Datasets

Twenty of the 21 genomes used in Chang et al. [8] are included in the 43 genomes used in
Wau et al. [5]. For the phylogenetic analysis of HIV-1 complete genomes, we used a dataset which is
composed of 44 HIV complete genomes (43 HIV complete genomic sequences used in the literature [5]
and a misplaced sequence of the article categorization [8]). This dataset includes the subtypes
A, B, C D, E G,J, K, H of the HIV-1 Groups M, O, and N, and a CPZ sequence. All of these
sequences can be downloaded from the Los Alamos National Laboratory HIV Sequence Database
(http:/ /www.hiv.lanl.gov /). Specific accession, subtype, length (bp), and area are listed in Table 1.
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Many studies suggested that all of the translated protein amino acid sequences from the genome
is a better choice than whole genome DNA sequences and coding parts of complete genomes for
genome-based phylogeny reconstruction [6,12,21,23]. However, after computational comparisons
and theoretical analysis, we found that our present method is only suitable for whole genome
DNA sequences.

Table 1. Labels of complete genome builds used for 44 HIV-1 genomes of the dataset.

No. Accession Subtype Length (bp) Area

1 U51190 Al 8999 Uganda

2 AF004885 Al 9160 Kenya

3 AF069670 Al 8813 Somalia

4 AF484509 Al 8807 Uganda

5 AF286237 A2 9060 Cyprus

6 AF286238 A2 8972 DRC

7 AY173951 B 8996 Thailand

8 AY331295 B 8834 USA

9 AY423387 B 9359 Netherlands
10 K03455 B 9719 France

11 AF146728 B 8887 Australia
12 AF067155 C 9002 India

13 AY772699 C 9011 South Africa
14 U46016 C 9031 Ethopia

15 U52953 C 8959 Brazil

16  AY371157 D 8379 Cameroon
17 K03454 D 9176 DRC

18 188824 D 8952 Uganda

19  AF005494 F1 8968 Brazil

20  AF075703 F1 8925 Finland

21  AF077336 F1 8903 Belgium (DRC)
22 AJ249238 F1 8614 France
23 AF377956 EF2 8782 Cameroon
24 AJ249236 F2 8555 Cameroon
25 AJ249237 F2 8589 Cameroon
26 AY371158 EF2 8349 Cameroon
27  AF061641 G 9047 Finland(Kenya)
28  AF061642 G 9074 Sweden (DRC)
29  AF084936 G 9707 Belgium (DRC)
30  AF005496 H 8953 Cent.Afr. Rep
31  AF190127 H 9056 Belgium
32 AF190128 H 9707 Belgium
33  AF082394 J 8943 Sweden
34  AF082395 J 8953 Sweden
35 AJ249235 K 8600 DRC
36 AJ249239 K 8604 Cameroon
37 AJ006022 N 9182 Cameroon
38 AJ271370 N 9045 Cameroon
39  AY532635 N 8938 Cameroon
40 AJ302647 (@) 9829 Senegal
41 AY169812 O 9110 Cameroon
42 L20571 O 9793 Cameroon
43 L20587 O 9754 Cameroon
44 AF447763 CpPz 9326 Tanzania

DRC: Democratic republic of Congo

2.2. The Measure of Position-Weighted K-mers

Assume that 5155 . . . s is a k-mer, where s; € {A, T, C, G}. If the k-mer s35; .. . 5, occurs in a given
nucleic acid sequence X, then we denote by P s, .5, the vector composed of the positions of 5157 .. . s; in
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Xand by Pss,...5; (7) its ith element. If 515, . . . 5 does not exist in X, Py s,...s, is a zero vector. For example,
we consider the 2-mers position vectors for the following short nucleic acid sequence of length 20:
X = TAAGCCGCATTAGCTGGTTT. We get Pya = (2),Pca = (0), Poc = (4,7,13) .. .. These k-mers
position vectors can effectively capture the distribution information of each k-mer in the given sequence.
For a fixed k, we can reverse this sequence by some k-mers position vector. Furthermore, if a k-mer
exists in the given sequence, the counts of this k-mer in the nucleic acid sequence are equal to the
length of its corresponding position vector. Therefore, we can use the following 2-mers position vector
to reconstruct the nucleic acid sequence used in this example:

Paa = (2),Pac = (0), Pag = (3,12), Par = (9), Pca = (0), Pcc = (5),
Peg = (6), Per = (14)/PGA = (0), Pge = (4, 7,13),PGG = (16),
Por = (17), Pra = (1,11), Prc = (0), Pr¢ = (15), Prr = (10,18,19).

The 2-mers AC,CA,GA, and TC do not appear in this example. Now, we reverse the given
nucleic acid sequence as follows:

Pra = (1,11) TA...TA...

Paa = (2) TAA...TA...

Pac = (3,12) TAAG...TA.AG...

Pec = (4,7,13) TAAGC.GCTA.AGC...

Peg = (6) TAAGCGGCTA.AGC ...

Pra = (1,11) TAAGCGGCTATAGC. ..

Prg = (15) TAAGCGGCTATAGCTG ...
Per = (17) TAAGCGGCTATAGCTGGT ...
Prr = (10,18,19) TAAGCGGCTATAGCTGGTTT.

Suppose
Pslsz...sk = (Plr P2, Pm)/

where m is the count of s1s; . .. s in the given nucleic acid sequence. The measure of s1s; . .. s; based
on its position in the sequence, denoted f(s157 .. . s¢), is defined as

(ﬂ+&+...+M)
f(s182...8¢) = { e, m#O,

0, m =0,

where L is the length of the given sequence.
After simplifying, the following form is obtained:

i pi
flsisa.50) =S T MFO (@)
0, m = 0.

To calculate the similarity distances between different sequences, we should assign a measure
to each k-mer based on the k-mers position information. In this study, we use Formula (1) to extract
evolutionary information from the nucleic acid sequence. As compared with the other k-mers-based
methods, our method involves not only the counts of s1s; . .. s, but also all the occurring positions of
5152 ... Sk. The method proposed here combines the position distribution information and the counts of
the k-mers together, which can capture more phylogenetic information from sequences. For example,
for two sequences X; = CCAGTTGCCC, X, = CCCAGTTGCC, the counts of CC in X; and X; are
both 3. If we only consider the frequency of CC, Ny, (CC) = Ny, (CC), the phylogenetic information of
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CC captured by N(CC) is not sufficient. However, when we use our measure f(s1s, . ..s), fx, (CC) =
0.2, fx,(CC) = 0.133. Hence, more phylogenetic information of CC can be captured by f(CC).

2.3. Distance Calculations

There are a total of 4% distinct k-mers for a fixed k. Sorting these k-mers in a fixed order, we can
obtain a 4F-dimensional feature representation vector denoted by (S1,S,...,S4). Then, according
to the feature vector and our measure for k-mers, we obtain the corresponding vector (f1, f2, ..., fu)-
For given n nucleic acid sequences, we can get a n x 4 feature matrix F ( fi,j represents the jth feature
of the sequence i, i =1,2,...,n,j=1,2,.. ., 4k s the length of k-mers):

fa fiz oo fia

f21 f2-,2 f2;4k @)

fn,l fn,Z fn,4k

There are many methods to calculate the distance between two vectors. In this paper, we use the
Manhattan distance [24,25], which was commonly used to analyze similarity of biological sequences.
Assuming that Y = (fy,, fy,, ..., fry Yand Z = (fz,, fzyr---» fZ4k) represent the feature vectors of the two
sequences calculated by our method, we use the following formula to calculate the Manhattan distance:

4k
d(Y/Z):IZ ‘fY]_fZI" (3)
=1

For the experimental dataset, we can obtain the pairwise distance matrix based on the Manhattan
distance. The distance matrix can depict the similarity information of the nucleic acid sequences. After
generating the distance matrix, we use it as an input to the MEGA7 [26] and use the Neighbor-Joining
(N]) program [27] to generate the phylogenetic tree. We name this method the Position-Weighted k-mers
(PWkmer) method.

2.4. Selection of the k Value

The k value in our PWkmer method is very important to capture the subtle variation information
of a genome sequence. Certainly, a larger value of k will give a vector containing finer evolutionary
information. However, many k-mers with large value of k will not occur in the genome sequence.
At the same time, some important information may be discarded and noise will dominate when a large
value of k is considered. In order to determine the optimal k value, similar to the definition of the
matrix in Shannon entropy by Zhao et al. [28], we consider a scoring scheme score(k) to estimate the
distribution of k-mers defined as

k

'y

score(k) = —

|-
.m:

Il

—-
=

Il

fijlog fij. (4)
1

1

Note that the larger score(k) is, the more information can be extracted by the k-mers distribution.

The relation between some score(k) and k in our experiment using the dataset of HIV is given
in Figure 1. It can be seen that score(k) reaches the largest value at k = 8 and decreases after k > 8.
This indicates that the difference between these genome sequences in 9-mers distributions is decreasing.
At the same time, it will require a lot of memory to be computationally efficient when k increases.
Therefore, we determine k = 8 as the optimal value in our PWkmer method to distinguish these
genome sequences.
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—O—HIV

score(k)

2 4 6 8 10 12 14
k value

Figure 1. The trend chart of k value vs. scoring scheme score(k). The red circles represent the score of
the HIV dataset for different k values, and the blue dots represent the score of the HEV dataset for
different k value.

2.5. Accuracy Test of the Phylogenetic Tree Based on the Robinson—Foulds Distance and Robustness Test Using
the Modified Bootstrap Method

There are many methods to evaluate the accuracy of tree reconstruction methods. The
Robinson-Foulds [29] metric is a way to measure the distance between unrooted phylogenetic trees.
In this work, we use it to evaluate the accuracy of the trees we constructed. In general, subtyping
of virus species is usually based on multiple sequence alignment in the field of virology. Therefore,
we firstly find the reference tree of the species studied. Then, the Robinson—Foulds distance between
our tree and the reference tree is implemented in the treedist program of the Phylip package [30].
The smaller the Robinson—-Foulds distance is, the more accurate our tree is.

We also use the modified version of the bootstrap method proposed by Yu et al. [6] to evaluate
the robustness of the trees we constructed. The workflow is as follows: first, we construct Matrix (2)
with each row being the feature vector of each genome sequence. Second, we resample with repeats
the 4¥ columns to construct a new matrix. Third, we compute the Manhattan distances between any
two row vectors based on the new matrix. Then, a distance matrix can be obtained based on the
resampled matrix. Fourth, the same tree-building method is used to rebuild the tree. Finally, we repeat
the above process a large number of times (usually 100 times). The frequency with which a particular
phylogenetic branch emerges can be used as a measure of its reliability.

3. Results

3.1. Subtyping of HIV-1 Based on PWkmer Feature for Complete Genome Sequences

Using our PWkmer method, the phylogenetic analysis was performed on 44 HIV complete
genome sequences listed in Table 1. We reconstructed the phylogenetic trees for k = 2,3,...,10.
The phylogenetic tree for k = 8 is the best among these trees, which agree with our theoretical optimal
value for k. The obtained phylogenetic tree for k = 8 is shown in Figure 2. It is seen in Figure 2 that the
strains from the same subtype are closely clustered together. Forty-four HIV genomes are distinctly
divided into four groups: Group M is the main group of viruses in the HIV-1 global pandemic, and it
contains multiple subtypes (A, B, C, D, E, G, H, ], K). Groups N and O are very distinctive forms of
the viruses, which originate from other primates and then infect human beings. Group CPZ contains
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the closest non-human primate viruses related to HIV-1, which are the primate viruses isolated from
chimpanzees. In this tree, all subtypes are clearly grouped together as distinct branches, and the
closeness relationships among the subtypes are also well demonstrated. Namely, Subtypes B and D
are closer to each other than to the others, and Subtype F(A) indeed contains two distinguishable
Sub-subtypes F1 and F2 (A1 and A2). All these results are in very good agreement with those of
previous studies [5,31].

A2 AF286237
A2 AF286238

HAF190127
H AF005496
HAF190128

DAY371157
D K03454
D UB8824

1 F1AF005494
F1AF077336
F1AF075703
F1AJ249238

cPzAF447763 =] CPZ

o

Figure 2. Subtyping of HIV based on position weighted k-mers feature for whole genome sequences.
The Neighbor-Joining (N]J) tree of 44 HIV whole genomes is constructed by position weighted k-mers
feature distance matrix (k = 8).

To verify the accuracy and reliability of the tree constructed by the PWkmers method, we used
ClustalX [32], which is a multiple sequence alignment program, to construct a reference tree of 44
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HIV complete genome sequences. As shown in Figure 3, this tree is quite consistent with the accepted
taxonomy from NCBI. Moreover, we calculated the Robinson-Foulds distance between the tree
constructed by the PWkmer method and the tree constructed by ClustalX. DLTree [12] and CVTree [21]
are the more classical alignment-free methods in the publicized existing software of phylogenetic
analysis. We also used them to construct the phylogenetic trees for 44 HIV complete genome sequences.
At the same time, we computed the Robinson-Foulds distance between these trees constructed by the
PWkmers method, CVTree [21], DLTree [12], and the tree constructed by ClustalX for 44 HIV complete
genome sequences. The distances of the tree constructed by each method to the tree constructed by
ClustalX are shown in Figure 4. The Robinson-Foulds distance of the PWkmers method is minimal,
which illustrates that our results are the most closely consistent with the results of ClustalX.

A1 AF484509
A1AF004885
A1AF069670
A1U51190

KAJ249235
KAJ249239

cpPzAFa47763 =] CPZ

Figure 3. Subtyping of HIV based on alignment for whole genome sequences. The NJ tree of 44 HIV
whole genomes is constructed by ClustalX.
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Figure 4. Robinson-Foulds distance between phylogenetic trees reconstructed by the PWkmer method,
the CVTree method [20], the DLTree [12] method, and the tree reconstructed by ClustalX method for 44
HIV genome sequence in Table 1 (we selected their optimal result tree by CVTree and DLTree).

The modified bootstrap consensus tree for 44 HIV complete genome sequences is shown in
Figure 5. As compared with Figure 2, the division of all HIV-1 genomes into Groups M, N, O, and CPZ
is 100% supported. In Group M, each subtype branch is also 100% supported. In particular, in Subtype
A and Subtype F of Group M, Sub-subtypes F1 and F2 (Al and A2) are all 100% supported by the
PWkmers. The branch of Subtype B and Subtype D is also supported by 100%. In Figure 2, Subtype C
is divided into Group M, but in the consistent tree, as shown in Figure 5, Subtype C is divided out of
Group M with a low supporting rate (44%).

We also compared the computational time required for our method in comparison to ClustalX [32]
and DLTree [12]. On a modest PC (3.6 GHz quad core Intel Xeon processor, 4 GB RAM), for the
whole genome sequences used in Table 1, it took 85 mins 54 secs for the alignment in ClustalX [32].
The DLTree model approach, which is a free-alignment method, used 20.3 secs of CPU time to get
the distance matrices while the present PWkmiers method only needs 5.8 secs of CPU time to get the
distance matrices. This clearly shows the applicability of the PWkmers method for large datasets.

We also tested our method on three larger datasets: 867 HIV genomic sequences [5], 1625
HIV circulating recombinant form (CRF) genomic sequences, and 5596 pure subtype HIV genomic
sequences from http://www.hiv.lanl.gov/ for k = 8, respectively. We put these three datasets
on https://github.com/myl446/HivStudy. Our method on our PC only takes 70secs, 244secs,
and 46mins 52 secs for each dataset, respectively. For the two datasets including 867 HIV genomic
sequences and 5596 pure subtype HIV genomic sequences, all HIV-1 sequences from the same subtype
are clustered together with 100% accuracy, while for the dataset including 1625 HIV CRF genomic
sequences, the accuracy is 88.35%.
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Figure 5. The modified bootstrap consensus tree for Figure 2 based on 100 replicates.

94



Entropy 2020, 22, 255

3.2. Application of Our Method on Other Datasets

We also used another benchmark dataset including 48 complete genome sequences used in
previously published papers [7,8] to evaluate our PWkmers method. All these sequences can be
downloaded from NCBI (https://www.ncbi.nlm.nih.gov /). Details of these sequences can be found
in [7,8]. Hepatitis E is an inflammation of the liver caused by infection by the HEV (hepatitis E viruses).
Hepatitis E is divided into four genotypes, and classification is based on the nucleotide sequences of
the complete genome. Genotype 1 has been classified into five subtypes, Genotype 2 into two subtypes,
and Genotypes 3 and 4 into ten and seven subtypes [33], respectively.

The tree constructed by our PWkmers method (not shown here) indicates that 48 HEV genomes are
grouped into four branches. Genotype 1 includes Subtypes Ia, Ib, Ic, Id, and Ie. Genotype 2 contains
only a complete HEV genome M1. Genotype 3 includes Subtypes Illa, IIIb, and Illc. Genotype 4
includes Subtypes IVa, IVb, and IVc. This shows that our results are consistent with the accepted
trees [34,35] and the reference tree constructed by ClustalX.

On the HEV dataset, we also compared the computational time of our method with ClustalX [32]
and DLTree [12]. For the whole genome used in 48 HEV sequences, it took 87 mins 34 secs on our
computer for alignment in ClustalX [32]. The DLTree model approach used 25.7 secs of CPU time to
get the distance matrices while the present PWkmers method only needs 6 seconds of CPU time to get
the distance matrices.

4. Discussion

Subtype classification has always been a focus in the field of virology, especially in the classification
of HIV-1 viruses. Because of the wide range of viruses, sequence diversity, and rapid evolution,
the development of HIV-1 vaccines is facing enormous challenges. In this work, we propose a new
method to solve the problem of HIV-1 classification.

In our PWkmer method, we combined the number and position distribution of k-mers,
and sequence length to capture more sequence information than traditional methods. In fact,
our method records the average position of k-mers on the sequence. Ding et al. [36] presented
an alignment-free method based on the normalized k-mers average interval distance to capture
evolutionary information for sequence comparison. They only extracted the number and position
distribution of k-mers. Tang et al. [37] presented the normalized k-mers average relative distance to
improve the method of Ding et al. [36]. Nevertheless, in their methods, the determination of the k
value requires empirical calculation, while we directly determine k = 8 by score(k).

We computed the Robinson-Foulds distances between the phylogenetic trees reconstructed for
different k by our method and the reference tree reconstructed by ClustalX on our HIV-1 dataset, which
are shown in Table 2. It can be seen from Table 2 that when k = 8, the Robinson-Foulds distances
decrease to a lower value, which means that, with the further increase of k, the trees of HIV become
unstable and its topological structures change little. From Figure 1 and Table 2, we can see that the
relative change in the score value and the Robinson-Foulds distance is the same, which further implies
the rationality of the score value defined by us. Furthermore, when k = 8, the distance between the
tree constructed by the PWkmers method and that constructed by ClustalX is the minimum. Therefore,
in the subtyping of HIV-1 viruses, we recommend the k value of the string length to be 8.

Table 2. Robinson-Foulds distances between phylogenetic trees reconstructed by our method at
k=12,3,...,9,10 in Manhattan distance and the tree reconstructed by ClustalX on the HIV dataset.

Species k=2 k=3 k=4 k=5 k=6 k=7 k=8 k=9 k=10
HIV 74 54 38 26 20 14 10 12 14
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The HIV subtype classification method based on sequence comparison mainly relies on three
gene coding proteins: gag, pol, and env. There are controversies about the spread and origin of SIVcpyz.
In this study, as can be seen from Figure 2, SIVpz is more closely related to group O, and after the
bootstrap test, it has a 100% support rate, which is consistent with the classification results based on the
proteins env and pol in the HIV database (http:/ /www.hiv.lanl.gov/). However, in the HIV database,
the classification results based on the protein gag are consistent with the classification results of
ClustalX, and SIVpy is classified outside Groups N and O. As compared with the benchmark dataset
used in many studies [5,7], we added a sequence (AF146728, Subtype B, HIV-1 isolated from Australia)
which was obviously misclassified by Chang et al. [8]. In our method, we correctly grouped it in
Subtype B and the cluster was 100% supported in the bootstrap test. In Pandit et al. [16], the authors
concatenated the first and last of 10 sequences in the same subtype, and then classified them according
to the fractal dimension. However, given a new sequence, this method cannot be used to determine
which subtype it is attached to, or to which subtype it belongs. On the other hand, our method can
directly calculate to determine which subtype or sub-subtype the new sequence belongs to. Our results
show that the PWkmer method is useful and efficient.

5. Conclusions

The subtype classification of species in virology has always been a challenging problem. With the
development of sequencing technology, more and more complete genome sequences become available.
However, traditional sequence alignment tools and evolutionary models are not efficient in dealing
with large-scale genome sequences. In this study, we proposed a new method to solve the problem
of the subtype classification of HIV-1. Validation of the Robinson-Foulds distance method and the
modified bootstrap method shows that the presented method is reliable for the phylogenetic analysis
of HIV-1. At present, the common method for virus subtype classification is based on multi-sequence
alignment. Compared with multi-sequence alignment, our method is fast and accurate, and can
process large-scale data.

The selection of the k value is very important. Specifically, if the k value is too small, k-mers
cannot capture the tiny differences in the genome of different strains; if the k value is too large, it takes
too much time and computer memory space for function f of all k-mers. To determine the optimal k
value, we proposed a new method, which provides a quantitative index for its determination. We then
found that the k value is independent of the number of genome sequences in the dataset. In summary,
our method can capture the k-mer distribution information and provide a fast tool for whole genome
sequence comparison analysis. We hope that our method will be useful in the phylogenetic analysis of
within-species variants using their complete genome sequences.

Supplementary Materials: The following are available online at http:/ /www.mdpi.com/1099-4300/22/2/255/s1.
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Abstract: In the last two decades, there have been massive advancements in high throughput tech-
nologies, which resulted in the exponential growth of public repositories of gene expression datasets
for various phenotypes. It is possible to unravel biomarkers by comparing the gene expression
levels under different conditions, such as disease vs. control, treated vs. not treated, drug A vs.
drug B, etc. This problem refers to a well-studied problem in the machine learning domain, i.e.,
the feature selection problem. In biological data analysis, most of the computational feature selection
methodologies were taken from other fields, without considering the nature of the biological data.
Thus, integrative approaches that utilize the biological knowledge while performing feature selection
are necessary for this kind of data. The main idea behind the integrative gene selection process is to
generate a ranked list of genes considering both the statistical metrics that are applied to the gene
expression data, and the biological background information which is provided as external datasets.
One of the main goals of this review is to explore the existing methods that integrate different types
of information in order to improve the identification of the biomolecular signatures of diseases and
the discovery of new potential targets for treatment. These integrative approaches are expected to
aid the prediction, diagnosis, and treatment of diseases, as well as to enlighten us on disease state
dynamics, mechanisms of their onset and progression. The integration of various types of biological
information will necessitate the development of novel techniques for integration and data analysis.
Another aim of this review is to boost the bioinformatics community to develop new approaches for
searching and determining significant groups/clusters of features based on one or more biological
grouping functions.

Keywords: feature selection; feature ranking; grouping; clustering; biological knowledge

1. Introduction

Biological systems are massively complex and heterologous in nature. To resolve the
mysteries behind complex biological systems, large-scale studies have been conducted
which yielded massive volumes of biological data, including the genetic variations asso-
ciated with specific phenotypes. Currently, we are encountering an -omics revolution in
which genome, epigenome, transcriptome, and other -omics can be readily characterized.
With advancements in various -omics approaches, it is now possible to generate multi-
omics data to answer various biological problems. Nowadays, several types of -omics data
are considered as depicted in Figure 1, and the numbers of different -omics data types
are increasing day-by-day [1]. Additionally, there are complex cascades and interactions
among different -omics data types. For example, genomic and epigenomic variations have
the capacity to control or modulate the transcriptome and in turn affect the proteome.
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Here, epigenomics refers to the measurement of DNA methylation, histone modifications
(methylation, acetylation, phosphorylation, DP-ribosylation, and ubiquitination), and non-
coding RNAs (microRNAs, long noncoding RNAs, small interfering RNAs). Similarly,
the epigenome of an organism refers to the entire collection of the molecules that modify
the genome and control the genes to turn on and off. Since the epigenome shows how
environmental factors influence the activity of genes, the study of the epigenome integrated
with the study of the genome is crucial to fully account for phenomics. Accounting for such
molecular deviations is crucial for making tangible improvements in biomarker analysis.

Genomics/DNA-Seq

AT

Exomics/Exome-Seq ‘\ u‘/
Transcriptomics/RNA-Seq < oG Circos
Epigenomics Network Z  \\oa
Proteomics =T
Metabolomics Protein data
Proteogenomics ;
Interactomics
Connectomics
Pharmocogenomics
Phenomics
Physiomics
Exposomics
Bibliomics

Multi-omics data

Computation

Input data
Predictive model

2003090000

Phenotypic data

New information

Figure 1. Machine learning (ML) applications that combine multi-omics and phenotypic data. Multi-omics data are
classified into the following groups: genomics/DNA-Seq—the study of the genetic material for an organism, it assesses
DNA sequence and structural variations including single-nucleotide polymorphisms (SNPs), insertions and deletions,
copy number variations (CNVs), and inversions; epigenomics—the measurement of DNA methylation, histone modifications
(methylation, acetylation, phosphorylation, DP-ribosylation, and ubiquitination), and noncoding RNAs (microRNAs,
long noncoding RNAs, small interfering RNAs); transcriptomics/ RNA-Seq—the study of the transcriptome of an organism;
exomics/exome-seq—the study of the exome of an organism (coding regions); proteomics—the study of the total proteins
within an organism; metabolomics—the study of the total metabolites; proteogenomics—combined study of genomics
and proteomics; interactomics—interactions between nucleotides, proteins and metabolites; connectomics—study of the
connections, neural pathways in the brain; pharmocogenomics—the application of genomics to pharmacology; phenomics—
observable phenotypes; physiomics—functional behavior of an organism; exposomics—study of an organism’s environment
and bibliomics (the literature concerning a topic).

Traditional analyses attempted to untangle the molecular mechanisms of complex
diseases using a single -omics dataset which contributes towards the identification of
disease-specific mutations and epigenetic alterations. However, in the postgenomic era,
it has been noticed that a single -omics dataset is not sufficient to explain disease hallmarks.
It requires the combined analysis of various -omics datasets. As such, recent studies are
shifting towards multi-omics data analysis, where each of these different -omics data
types are critical for deciphering the molecular signatures of human diseases. Therefore,
the integrated analysis of different data types has become a recent trend. For a holistic
understanding of complex biological problems, it is becoming clear that integrations of
different -omics data types are essential steps. However, it is a notorious task, as handling
heterogeneous and noisy biological data is a challenging issue [2].

In addition to the ‘omics’ realm, another major reason for phenotypic differentiation
is post-translational modifications (PTM). They can be both in physiologically reasonable
and pathologically anomalous forms. Methods for bioinformatically incorporating PTM
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effects are emerging from the gradual improvement of sequence motifs, or less directly
from compensatory expression patterns that emerge when an organism seeks to correct for
aberrant biochemistry arising from anomalous structural modifications.

Due to the recent advancements in next-generation sequencing and microarray tech-
nologies, the cost of obtaining the gene expression profile of a sample is rapidly decreasing,
and hence expression profiling has become a routine protocol in biological laboratories.
The high turnaround of expression data is also coupled by the massive increase in the use
of the revolutionary RNA-Seq method [3]. It is best exemplified by the large oncogenomic
expression profiles hosted at The Cancer Genome Atlas (TCGA) [4]. Mutations are the
core causative agents of diseases such as different cancers [5] when coupled with gene
expression profiles. These datasets provide sufficient information to scientists and physi-
cians for deciphering the disease mechanisms. It is becoming clear that the proper design
of the RN A-seq can be used for mutational profiling as well as expression profiling [6].
This information also enables the design of platforms to assist diagnosis, to assess patients’
prognosis, and to create patient treatment plans. For instance, van’t Veer et al. had collected
gene expression profiling datasets of primary breast tumors derived from a cohort of
117 young patients [7]. Machine Learning (ML) with feature selection was used to unravel
a gene expression signature, which served as a signal for distant metastases, even divergent
conditions such as lymph node negative [7].

Data analysis approaches to gene expression profiling have evolved rapidly as there
are massive shifts from DNA microarray to RNA-seq-based profiling. The earlier methods
involved clustering approaches and traditional ML approaches. Since a large volume
of biological knowledge has become available, in the literature there are obvious shifts
from the pure data-oriented approaches to biological domain knowledge-based integrative
approaches. This fact has triggered bioinformatics researchers to suggest and develop
advanced tools that consider the emerging biological knowledge, and hence they exploit
this knowledge for deep analysis of the data. There are many resources of biological knowl-
edge, such as textual knowledge, as more and more literature emerges, different databases
and repositories such as miRTarBase [8] for microRNA, DNA Sequence Databases, Im-
munological Databases, Gene Expression Omnibus (GEO), Proteomics Resources, Protein
Sequence Databases, TCGA, Gene Ontology (GO) and others.

Most feature selection algorithms that are applied on gene expression data are based on
statistics and ML. However, most of them neglect the biological knowledge of the data that
could contribute to perform better feature selection. R. Bellazzi and B. Zupan [9] discussed
recent developments in gene expression-based analysis methods, focusing on studies (such as
associations and classification) and implications (such as reverse-engineering of gene—gene
networks and resulting phenotypes). Authors surveyed the clustering approaches that group
the genes using different distance measures, such as Euclidean distance and/or Pearson’s
correlation. Moreover, incorporating biological knowledge in the clustering algorithm is a
very challenging task. The GOstats package [10] allows one to define semantic similarity
between the genes via incorporating the GO [11]. An additional study by Kustra and
Zagdanski [12] used the incorporation of GO annotation to expression data by inducing a
correlation-based dissimilarity matrix to derive a GO-based dissimilarity matrix.

The flood of -omics data and the need for more informative results urge the need for
integrative approaches. The book of Ref. [13] is the first book on integrative data analysis
and visualization in this area. It outlines essential techniques for the integration of data
derived from multiple sources. It is one of the first systematic books that overviews the
issue of biological data integration using analytical approaches. The book provides a
framework for the creation and implementation of integrative analytical methods for the
study of biological data on a systematic scale. Additionally, a recent review [2] describes
the principles of biological data integration along with different approaches and methods
indicating the importance of utilizing ML for biomedical datasets. However, to the best of
our knowledge, in the literature, there is no comprehensive survey on biological domain
knowledge-based feature selection methods, except from the study of Perscheid et al. [14]
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that compares the performances of traditional gene selection methods against integrative
ones. Moreover, authors also proposed a straightforward method to integrate external
biological knowledge with traditional gene selection approaches. They introduced a
framework for the automatic integration of external knowledge for selected genes and
their evaluation. Herein, we aimed to provide a selective review on such gene selection
approaches. In this regard, for the analysis of gene expression datasets, we present the
traditional and integrative gene selection approaches in Sections 2.1 and 2.2, respectively.

On the other hand, multi-dimensional biological data are another challenge as these
data are often derived from limited numbers of samples because of the associated costs of
biological data generation. This is an example of the ‘curse of dimensionality’ problem,
as initially reported by Bellman [15] in 1961. It means that the dimensions of gene features
and/or functional parameters are critical input variables, and there are requirements of a
minimal number of samples for the estimation of an arbitrary function, where an increase
in sample size improves the chance of function prediction. In Section 3 of this manuscript,
we present a prospective solution to this problem by defining a novel grouping of features
and estimating their contribution to the machine learning model for two-class classification
problems. We evaluate the methods that select the features using a classifier in a traditional
way in Section 3.1, and we present integrative approaches that incorporate biological
domain knowledge into ML to group and rank the genes in Section 3.2. In Section 4,
we conclude our review with discussions and future prospects.

2. Gene Selection Approaches for Gene Expression Datasets

Gene selection approaches for gene expression datasets can be mainly categorized into
two classes, such as traditional gene selection and integrative gene selection. While tradi-
tional gene selection approaches are solely based on statistical and computational analyses
of the expression levels, integrative gene selection approaches incorporate domain knowl-
edge from external biological resources during gene selection.

2.1. Traditional Gene Selection

Traditional gene selection approaches are heavily based on statistical and computa-
tional analyses of the actual expression levels. Recent reviews have summarized various
methods for describing the selection process of disease-specific features from large gene ex-
pression datasets [16,17]. Primarily, these approaches are classified into three major classes,
as (i) filtering-based, (ii) wrapping-based, and (iii) embedding-based approaches. Briefly,
the filtering approaches are based on F-statistic (ANOVA, t-test, etc.), not based on ML.
Wrapping-based approaches are primarily learning techniques and these are used for the
exploration of usefulness of features, whereas embedding-based approaches are combining
the feature selection and the classifier construction. Wei Pan carried out a comparative
study on different filtering methods in Ref. [17] and he summarized similar and dissimilar
points among three main methods (namely t-test method, regression modeling approach
and mixture model approach).

Additional comparisons of filtering techniques are available in Ref. [16]. L. Inza [17]
also carried out a comparison between filter metrics and the wrapper sequential search
procedure, which are both applied on gene expression datasets. Additionally, hybrid,
and ensemble approaches, which combine multiple approaches, are two additional cate-
gories of gene selection. Cindy et al. [14] presents an overview of the recent gene selection
methods, where each method is classified according to these five categories.

The traditional gene selection approach has several drawbacks. For example, the fil-
tering approach evaluates the significance of each gene individually without considering
the relationships and the interactions between the genes. Although the wrapping-based
approaches can find the optimal set, it might be specific to the model used, such as SVM, de-
cision trees or other models. In other words, it might be overfitting the data [18]. The main
disadvantages of such methods are their difficulties for biological interpretation, and they
are unlikely to generate new biological knowledge.

102



Entropy 2021, 23, 2

2.2. Integrative Gene Selection

Although the traditional gene selection approaches became popular for a long time,
they have several drawbacks when one needs to precisely identify the underlying biolog-
ical processes. Alternatively, integrative gene selection approaches incorporate domain
knowledge from external biological resources during gene selection [9,18], which improves
interpretability and predictive performance. One of the widely used external ontology
resources is the Gene Ontology (GO) [19], which provides (i) cellular component (CC),
(ii) molecular function (MF), and (iii) biological process (BP) terms for the products of each
gene. GO captures biological knowledge in a computable form that consists of a set of
concepts and their relationships to each other. The first attempt to integrate biological
background into a statistical analysis/ML analyses was to incorporate Gene Ontology
(GO) [19] in clustering gene expression data [10]. Another widely used external ontology
resource is the Kyoto Encyclopedia of Genes and Genomes (KEGG), which is a path-
way knowledge-base providing manually curated pathways [20]. Yet another widely used
external biological resource is DisGeNET, which is a meta knowledge-base on gene-disease—
variant associations [20].

One example of the integrative gene selection approach is proposed by Qi and Tang,
where they utilize the power of biological information contained in GO annotations to rank
the genes [21]. The algorithm is designed in an iterative manner that starts by applying
Information Gain (IG) to compute discriminative scores for each gene. The genes that have a
score of zero are removed from the analysis. The second step is to integrate the biological
knowledge, which is achieved by annotating those surviving genes with a GO term. The third
step is to score the GO terms as the mean of their associated genes’ discriminative scores,
which were computed before using IG. The final gene set is created as follows: Starting from
the highest ranked GO terms, the genes with the highest discriminative scores are chosen.
These genes are removed from the annotated genes and this procedure is repeated until the
final gene set is complete. Using multiple cancer datasets, Qi and Tang showed that their
proposed method can achieve better results, as compared to using IG only.

Another example of the integrative gene selection approach is SoFoCles [22], which uses
GO terms to find semantically similar genes. In order to assign a discriminative score to
each gene, SoFoCles utilizes a classic filter approach, such as x2, ReliefF, or IG. The initial set
of candidate genes is composed of the top n ranked genes. Genes receive a similarity score
based on their associated GO terms. Then, the genes which have a high similarity score,
i.e., the genes that are semantically very similar to the candidate genes, are added to the set
of candidates. The experiments conducted on SoFoCles showed that the incorporation of
biological knowledge into the gene selection process improves the results.

Yet another study by Fang et al. [18] combines KEGG and GO terms with IG. The au-
thors initially apply IG on the dataset as the filtering step and then check the GO and
KEGG annotations of the remaining genes. Then, the authors use association mining
and calculate the interestingness of the frequent itemsets by averaging the original dis-
criminative scores (from IG) of the included genes. The final gene set is generated via
selecting the highest ranked genes from the top n frequent itemsets. They evaluated this
method using GO, using KEGG, and using both terms against IG only and against Qi and
Tang’s approach. Although their proposed approach slightly increased the overall accuracy,
the main advantage of this approach was that it used a much lower number of genes.

The integrative gene selection approach that is proposed by Raghu et al. [23] makes
use of KEGG, DisGeNET, and further genetic meta information [20]. In their approach,
for each gene, (i) the importance score and (ii) the gene distance metrics are computed.
The importance score is calculated via combining a gene—disease association score from
DisGeNET with the gene expression levels in the data. The gene distance is defined as
the physical distance between two genes (in terms of their chromosomal locations) and
their associations to the same diseases. Both of the scores (importance score and gene
distance) are later used to find maximally relevant and diverse gene sets. As compared
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to variance-based gene selection techniques, the use of the top n genes according to the
importance score resulted in a slightly better performance in predictive modeling task.

The integrative approach of Quanz et al. aims to map genes into KEGG pathways and
then uses these pathways as features for further pattern mining [24]. In their approach,
they make use of a global test to extract KEGG pathways which are related to the phe-
notypes of a dataset. In their feature extraction step, the genes in each pathway are then
transformed into one single feature by applying mean normalization or logistic regression.
In this way, the data are represented as the number of pathways, which can be considered
as a feature reduction step and it provides dramatic reduction. For instance, for the di-
abetes data, 17 pathways, out of approximately 300 pathways, are selected and thus for
the classification task the dimensionality is reduced from 22,283 to 17. Even though this
approach was not tested on multiclass problems such as cancer (sub-) type classification,
the experiments on binary classification problems showed an improved performance over
different traditional approaches.

Mitra et al. adopted the clustering large applications based upon randomized search
(CLARANS) method to the feature (gene) selection problem via utilizing biological knowl-
edge [25]. Their reduced feature set is composed of gene clusters, which are the medoids of
biologically enriched sets. Later on, the authors attempted to use a fuzzy clustering technique
instead of CLARANS, and developed a technique called FCLARANS for feature selection [26].

In Ref. [27], the authors proposed an integrative gene (feature) selection approach
based on the sample clustering technique, which utilizes gene annotation information from
GO. On the generated gene-GO term matrix, they applied Partitioning Around Medoids
clustering. In their method, the optimal number of clusters (k) is chosen by comparing
their silhouette index values. For the selected k number of clusters, the medoids are used
as the selected gene subset. They reported that the integration of biological knowledge
during the gene selection process not only reduces the dimensionality of the feature space,
but also increases the accuracy of sample classification.

The related studies that are presented until this point are highly specific to a single
knowledge-base, e.g., KEGG pathway or GO terms. On the other hand, Perscheid et al. [14]
proposed an approach that can flexibly combine traditional gene selection approaches
with several knowledge-bases. They comparatively evaluated the performance of tradi-
tional gene selection approaches with integrative gene selection approaches. Their study
concluded that the integration of external data especially improves on simple traditional
filter approaches, e.g., information gain. Once external biological data are integrated,
such traditional filter approaches become compatible with more complex machine learning
approaches at very similar classification accuracies, but far lower computational running
times and a more transparent and thus interpretable computation processes.

The above-mentioned studies proposed predictive models, but most of the time,
instead of obtaining high predictive accuracies in these models, the scientists are curious
about the biological meaning of the predictive model. The ‘black box’ nature of the
predictive model can hamper its interpretation. The information excerpted from the
model may require further processing, and careful interpretation with corresponding
biological knowledge may be needed. The interpretation of the complicated cases may
be quite challenging, and such an interpretation may currently be out of reach. Although
the joint analysis of multiple biological data types has the potential to enlighten our
understanding of complex biological phenomena, the data integration is challenging due
to the heterogeneity of different data types. For example, an expression profile, as obtained
from a transcriptomic study, is a vector of real values and the length of a vector is equal
to the number of genes in the genome. However, the genetic variants as obtained from
a genomic study are categorical, and they have different vector lengths. While different
studies [1,4] proposed several strategies for data integration, the best practices by which
-omics data types can be integrated and information on how to integrate these biological
data are still needed.
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Feature selection and discovering the molecular explanation of diseases describe the
same process, where the first one is a computer science term and the second one is used in
the biomedical sciences. In 2007, Yousef et al. proposed a new feature selection method,
support vector machines—recursive cluster elimination (SVM-RCE), to group/cluster genes
for gene expression data analysis. This study invented the “recursive cluster elimination”
phrase for the first time in the machine-learning domain and introduced it to the compu-
tational community. As such, this study became a pioneer study in this field. Interests
in this approach have increased over time and several studies have successfully applied
the SVM-RCE approach to identify the features/genes that are directly associated with a
disease/condition [28]. This growing interest is based on the reconsideration of how feature
selection in biological datasets can benefit from incorporating the biomedical relationships
of the features in the selection process. The usefulness of SVM-RCE then led to the develop-
ment of maTE [29], which uses the same approach based on the interactions of microRNAs
(miRNA) and their gene targets. Additionally, in the literature, the biological information
buried in genetic interaction networks is utilized for classification studies. For example,
SVM-RNE (SVM with recursive network elimination) integrates network information with
recursive feature elimination based on SVM [30]. It is shown that SVM-RNE has a good
performance and also improves the biological interpretability of the results. Studies similar
to SVM-RCE and SVM-RNE were later carried out by different groups [31,32], which indi-
cates the importance and the merit of the SVM-RCE approach. The study of Ref. [33] has a
slightly modified SVM-RCE algorithm in the disease state prediction step. Additionally,
they used the already invented term of “recursive cluster elimination”.

The study of Zhao, X. et al. [34] has used the SVM-RCE tool for comparison and used
expression profiles for identifying microRNAs related to venous metastasis in hepatocellu-
lar carcinoma. Another similar study to SVM-RNE is carried out by Johannes M. et al. [35]
for integration of pathway knowledge into a reweighted recursive feature elimination
approach for the risk stratification of cancer patients. A recent tool, SVM-RCE-R [36], is an
updated version of SVM-RCE, which is implemented in Knime [37], and uses a random
forest classifier with additional important features such as suggesting a new approach of
ranking the clusters.

The term “knowledge-driven variable selection (KDVS)” is a similar term to “integra-
tion of biological knowledge”, and both of them are used in the process of feature selection.
An additional similar study that applied KDVS to SVM-RNE is presented by Ref. [38],
in which the authors proposed a framework that uses a priori biological knowledge in
high-throughput data analysis.

The RCE algorithm [28] considers similar features/genes and applies a rank function to
the feature group. Since it uses k-means as the clustering algorithm, we refer to these groups
as clusters, but it could include other biological or more general functions combined with
the features, as was suggested in several studies [29,30]. In the original paper of SVM-RCE,
the contribution to the accuracy is achieved in distinguishing specific classes for ranking
the clusters. The data for that ranking are divided into training and testing, with the data
represented by each gene/feature being assigned to a specific cluster of features. The rank
function is then applied as the mean of m times repeats of the training—testing performance
while recording different measurements of accuracy (sensitivity, specificity, etc.).

In Table 1, we summarize the specifications, advantages and disadvantages of the
presented integrative gene selection approaches.
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Table 1. Summary table of the presented methodologies that integrate biological knowledge. While “A” refers to the
advantages, “D” refers to the disadvantages of the methods.

Incorporated .
Tool Name Biological Knowledge Methodology Advantage/Disadvantage Ref
Rank the genes uses A: The novelty of this work is to evaluate
N/A co information gain (IF) genes based on not only their individual [21]
incorporated with Gene discriminative powers but also the powers
Ontology GO terms of GO terms that annotate them.
N/A co 2, ReliefF, or IG A: Includmg blologlcall knowledge in the [22]
gene selection process improves results.
Utilizes graphical causal A: Method is capable of intelligently
N/A Combines KEGG and modeling IG as an initial filter ~ selecting genes for learning effective causal [18]
GO terms search for GO and KEGG networks. D: No significant improvement
annotations’ frequent items in accuracy.
KEGG, DisGeNET, Gene—disease association score
N/A and further genetic from DisGeNET Gene distance [23]
meta information metrics
A: Reduce the dimension of the data by
Uses these pathways as transforming to KEGG feature space
N/A KEGG pathways features for further pattern & pace. [24]
minin. A: Improved performance over different
& traditional approaches.
N/A Gene ontology (GO) Randomized search A: Reducing the dimension dramaticall [25]
8y (CLARANS) : & ¥
Genes related are A: Discover significant of clusters. D: Might
SVM-RCE SVM and K-means lose important genes because they were in [28,36]
correlated
lower-ranked clusters.
A K e i o e doa by
SVM-RNE  subnetworks from gene  SVM, GXNA & T . [30]
. subnetworks are created as a prediction of
expression .
the gene expressions data.
. Random forest groups the A:.A novel épproach of 1nteg'rat1ng
microRNA genes > . microRNA into gene expression. D: The
maTE genes that associated with R . . [29]
targets MicroRNA size of the groups might be large and might
rank these groups highly as a result of that.
Random forest, based on A: Improve the results of the pathFindR tool
CogNet pathFindR tool by ranking its groups. (3]
Random forest based on the A: Novel approach for integrating miRNE
miRcorrNet correlation with miRN and mRNA expressions using machine [40]

expressions

learning.

3. Grouping and Ranking of the Genes for Classification Problem

The genes that are involved in the same biological process are likely to be co-expressed [41].

Therefore, one potential way of discovering gene function is to group genes with a similar
expression profile. Thus, different clustering algorithms [42] were considered to perform
the grouping step. This was the first approach, and more advanced approaches that use
biological information in order to group the genes are later proposed. In this section,
we will introduce a generic approach to grouping that is accompanied by ranking and
classification. The presented model is used by different studies and other similar studies
are still ongoing.

The main aim of the generic approach is to search for and determine significant
groups/clusters of features based on one or more biological grouping function (will be
referred as bioF() throughout the rest of this paper) that are integrated with the ML algo-
rithms. The generic approach is presented in Figure 2. The advantage of those systems
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is that the grouping of the genes/features is in the hand of the researcher, that is, it is
actually based on available biological knowledge. The researcher will provide how genes
or features should be grouped and then the algorithm will proceed to score and rank those
groups in terms of the classification problem. The final model will be built from the top n
groups according to the researcher’s settings. The outcome of the algorithm is different
from the traditional current approaches (such as SVM-RFE [43]), where the algorithm
takes as input the data of gene expression with class labels. Then the outcome is just a
list of significant genes that are able to distinguish the two classes. With the integration
framework, the researcher will get a more informative list of significant groups/clusters
with its genes list that is able to distinguish the two classes. Additionally, the researcher can
use the computational approach of grouping that is based on clustering approaches such
as k-means or others, and specify different measurements for ranking the groups/clusters
based on their interest and their research aims. The outcome of the algorithm will be more
specific to the researcher’s interest.

X =Two class gene
expression data
with n genes
9492,9n

bioF()
Biological grouping

N function

Grouping Step:

create groups based on the bioF():
Create a list of groups that each group
containsits set of genes
bioF(gy,gy--,9,) ={9rP1,IPy..., 9P}

Ranking Step:

Training data Rank each group grp; by their ability of
| separatingthe two classes.
Ranking Function: Use machine learning
algorithm with cross validation repeated
r times. The score is the average value

:>f Test data

Figure 2. The generic framework of the algorithm that is based on biological integration for grouping,
ranking and classification.

/

Build classifier from
the top j groups

The generic approach mainly consists of two main components. The first component
is the grouping step relying on the bioF() function that is based on biological knowledge to
group the genes into groups. For example, bioF() might be disease-related genes; then the
function will group the genes into groups where each group is associated with one disease.
Another possibility is grouping the genes that are targeted by specific miRNAs, such as
in the maTE [29] tool. One interesting use of bioF() is that it allows one to create different
biological groupings, such as creating groups related to miRNA, groups related to disease,
groups related to KEGG pathways, and others. However, the grouping can also be based
on clustering algorithms such as k-means, as suggested in SVM-RCE [28] for grouping
correlated genes. Similarly, SVM-RNE [30] incorporates another tool, GXNA [44], to create
the groups. GXNA utilizes gene expression profiles and prior biological information to
suggest differentially expressed pathways or gene networks.

3.1. Traditional Approach of Feature/Gene Selection Using a Classifier

There are many classifiers that were used to fit the data in order to rank the features
and perform the process of features selection. The most simple one is the linear model,
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where the coefficients of the variable/features can serve as a measurement of the feature’s
rank. We will be describing the first approach that suggests the RFE procedure. RFE refers
to recursive feature elimination. The approach uses SVM as the linear model.

SVM-REE (Support Vector Machines with Recursive Feature Elimination)

Let us assume that we are given a set of points called S. S consists of m points xi € Rd
in dimension d. Let us assume that we have two class labels, denoted by yi € { —1, +1}.
We call S a linear separable set if there is a hyperplane of equation w-x + w0 = 0 (we refer
to it as hyperplane (w, w0)) that separates the points with label + 1 from the points with
label —1. The signed distance di of a point xi to the separating hyperplane (w, w0) is given
by di = (w-xi + w0)/ | Iwl .

For simplicity, let us define the optimal separating hyperplane to be f(x) = w0 + w1l x 1
+w2 x 2+... +wd x d, where the (x1, x2, ... , xd) is the features and w = (w1, w2, ...,
wd) is the corresponding weights. SVM is actually the solution of finding the optimal linear
function, as developed by Vapnik [45]. It is obvious that the contribution of features with
lower weights is non-significant to the sign of the f(x). So one can consider removing those
features in order to perform dimension reduction of the feature space.

SVM-RFE, which stands for support vector machines with recursive feature elimina-
tion, was firstly introduced by Isabelle Guyon et al. [43] and applied to gene expression
data. The primary goal of SVM-REFE is to use SVM (linear SVM) to compute the weights
of the features. The weights are actually the ranks of the features. SVM-RFE performs an
iterative step to remove features with low ranks. The RFE procedure can be described as:

1. Train the classifier on the given data;

2. Assign rank for each feature as its weight;

3. Remove one feature or percentage (10%) with the smallest weight;
4. Repeat steps 1-3 until reaching a predefined number of genes.

Different studies [46] have emerged as extended variations of the original SVM-RFE
algorithm. However, SVM-RFE has some limitations that other studies have reported to
suggest an improvement approach. One such limitation is that SVM-RFE is designed as a
greedy method and tries to find out superlative possible combinations leading to binary
classification, where these combinations may not be biologically significant. To overcome
this limitation, a novel feature selection algorithm, sigFeature [47], based on SVM and
t statistic, was developed.

3.2. Biological Domain Knowledge Based ML Approaches

ML is becoming a very powerful computational approach in the field of bioinformatics.
In this respect, the first step in utilizing ML is to apply unsupervised and supervised
algorithms on biological data. However, in the era of big biological data, we come up with
emerging approaches that integrate biological knowledge with ML. A recent review [48]
on ML and complex biological data discusses the challenges and hurdles of the analysis
and discovery of complex biological data. They predict that in the very near future,
more researchers will be interested in applying ML to complex biological data. In this
section, we will review different approaches that consider the biological structure or
knowledge for the process of feature selection. The following approaches follow the
generic approach presented in Figure 2.

3.2.1. SVM-RCE (Support Vector Machines with Recursive Cluster Elimination)

SVM-RCE [28,36] is based on the concept of grouping and ranking, where the k-means
clustering algorithm is used for performing the related grouping of bioF(). Correlated genes
are hypothesized to have similar biological functions. Then, the rank component is applied
to assign a score for each cluster, indicating its significance in terms of the classification of
the two given classes. In order to perform the rank component, each cluster is considered
by representing the data based on the genes that belong to it while keeping the class labels
of the original data. Now the data are transferred to cluster genes representation. The rank
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component performs internal cross-validation and aggregates the performance outcome
as the score of the cluster. The RCE procedure is applied to remove the lowest ranked
groups. The SVM-RCE results show that the classification accuracy is superior to other
approaches, suggesting that the classification results are more interpretable, and this creates
new hypotheses for future investigation.

3.2.2. SVM-RNE (Support Vector Machines with Recursive Network Elimination)

SVM-RNE [30] is an extended version of the SVM-RCE approach that uses the tool
GXNA [42] as the bioF() for grouping the genes into subnetworks of genes. Then, a similar
procedure of ranking is applied as described in SVM-RCE. SVM-RNE also performs the
recursive elimination procedure by ranking firstly all the groups, and then removing the
least significant groups. The algorithm proceeds by applying again the GXNA to suggest
groups. This process is repeated until satisfying some predefined constraints on the number
of groups.

3.2.3. MaTE

Disease development mechanisms mainly involve changes in the transcript levels
and protein abundance. MicroRNAs (miRNAs) are instrumental in regulating the gene
expression, and hence they affect transcript levels and protein abundance. The fact that
microRNAs target more than one mRNA helps us to group the genes into groups where
each group consists of the list of genes targeted by a specific microRNA. In other words,
the bioF() biological grouping function here is the biological association between microRNA
and its set of targets. The bioF() grouping function is based on the database mirTarBase [8].
mirTarBase has accumulated more than three hundred and sixty thousand miRNA-target
interactions. Thus, a novel approach called maTE [29] has been developed.

Table 2 presents partially the result of applying bioF() on mirTarBase. Additionally,
it performs a computation procedure in order to score/rank the importance for each group
for the classification tasks.

Table 2. Example of microRNA and their targets list.

MicroRNA Group Name

Target Genes List

HSA-MIR-147A

VEGFA, ACVRIC, MCM3, NDUFA4, PSMA3, HIF3A, SLC22A3, MCM3, NDUFA4, PSMA3, HIF3A,
VEGFA, ACVR1C, MCM3, NDUFA4, PSMA3, HIF3A, SLC22A3

HSA-MIR-18B-5P

ESR1, MDM2, CTGF, TNRC6B, HIF1A, SMAD2, FOXNT1, IGF1, IGF1, CTGE, HIF1A, SMAD2,
FOXN1, ESR1, MDM2, CTGF, TNRC6B, HIF1A, SMAD2, FOXN1, IGF1, IGF1

HSA-MIR-19B-3P

BACE1, PTEN, PTEN, PTEN, ATXN1, HIPK3, ARID4B, MYLIP, ESR1, KAT2B, SOCS1, BCL2L11,
BCL2L11, TGFBR2, TGFBR2, BMPR2, BMPR2, TLR2, PPP2R5E, PPP2R5E, CYP19A1, GCM1, HIPK1,
SMAD4, MYCN, MXD1, BCL3, DNMT1, TNFAIP3, PKNOX1, MTUS1, PITX1, PTEN, PTEN, PTEN,
ATXN1, ESR1, NCOA3, KAT2B, SOCS1, TGFBR2, BMPR2, CULS5, TLR2, HIPK1, MXD1, BCL3,
TNFAIP3, MTUS1, PITX1, BACE1, PTEN, PTEN, PTEN, PTEN, ATXN1, HIPK3, ARID4B, MYLIP,
ESR1, NCOA3, KAT2B, SOCS1, BCL2L11, BCL2L11, TGFBR2, TGFBR2, BMPR2, BMPR2, CUL5,
TLR2, PPP2R5E, PPP2R5E, CYP19A1, GCM1, HIPK1, SMAD4, MYCN, MXD1, BCL3, DNMTI,
TNFAIP3, PKNOX1, MTUS1, PITX1

HSA-MIR-210-5P

CFB

The inputs to the maTE tool are the gene expression data, and the list of microRNAs
and its target genes. The main function of the tool is to produce a group of genes based on
the miRNA target information and then rank each group by applying random forest with
cross-validation, which is repeated r times. The average of the accuracy for each iteration
is actually the rank for a specific group. Then the groups are ranked according to the rank
values. The model will be built considering the genes on the top j groups. The default value
of j is 2. We apply to the training part of the data a t-test statistics in order to remove noisy
genes. The test part of the data is used in order to estimate the performance of the tool.

109



Entropy 2021, 23, 2

3.2.4. CogNet

The CogNet tool is a classification of gene expression data based on ranked active-
subnetwork-oriented KEGG pathway enrichment analysis [39]. CogNet is based on biological
knowledge as a function for grouping the genes for the task of ranks and classification.
The pathfindR tool serves to be the biological grouping function allowing the main algorithm
to rank active-subnetwork-oriented KEGG pathway enrichment analysis [49]. CogNet was
tested on 13 gene expression datasets of different diseases. In these experiments, CogNet
was shown to outperform maTE and obtain similar performance results with SVM-RCE.

CogNet provides a list of significant KEGG pathways, including its genes that are
able to separate the classes of the data. The list would serve the biology researcher for
deep analysis and better interpretability of the role of KEGG pathways in the data, or the
case that is being studied. As a future work, we would develop CogNet to explore the
effectiveness of different combinations of the KEGG pathways in the data. In the current
version, we treat each KEGG pathway individually.

3.2.5. MiRcorrNet

Due to the advances in technology, both mRNA and microRNA expression profiles
can be generated allowing integrative analysis aiming to uncover the functional effects
of RNA expression in complex diseases, such as cancer. Most of the approaches that
integrate miRNA and mRNA are based on statistical methods, such as Pearson correlation,
combined with enrichment analysis approaches. In this study [40], a novel tool is used
called miRcorrNet, which performs machine learning-based integration to analyze miRNA
and mRNA gene expression profiles. miRcorrNet groups mRNA genes based on their
correlation to miRNA expression. Then, these groups are subjected to a rank function
for classification. We have tested our tool on TCGA data miRNA-seq and mRNA-seq
expression compared to other tools. The performance results show that the tool works
as well as other tools in terms of accuracy measurements, reaching an AUC above 95%.
Moreover, we conducted a deep biological analysis to explore the list of significant miRNAs.
Accumulated results suggest that miRcorrNet is able to accurately prioritize pan-cancer-
regulating high-confidence miRNAs.

4. Conclusions

As we have more advanced high-throughput technologies, big transcriptomic datasets
become available, and extracting insights from long lists of differentially expressed genes
becomes a challenge. Since the gene expression data typically have small samples size but
high dimensions and noise, the major challenge is the detection of disease-related informa-
tion from vast amounts of redundant data and noise. As such, the gene (feature) selection
and the removal of redundant/irrelevant genes has been a key step to address this problem.
For gene expression data analysis, most of the existing feature selection methods rely on
expression values alone to select the genes, and biological knowledge is integrated at the
end of the analysis in order to gain biological insights or to support the initial findings.
However, lately, the gene selection process has shifted from being purely data-centric to
more incorporative analysis with additional biological knowledge. Integrative gene selec-
tion approaches incorporate domain knowledge from external biological resources during
gene selection [9,18], which improves interpretability and predictive performance. One of
the more widely used external ontology resources is GO [19], which captures biological
knowledge in a computable form that consists of a set of concepts and their relationships to
each other. As another alternative, pathway-based analysis approaches aim to investigate
the aggregation of the genes that are part of a functional unit, where these functional units
are predefined by prior biological knowledge. These pathway-based methods rely on
statistical tests that aim to detect damaged functionalities, which may result in disease
phenotype. Several studies reported that the genetic variations occurring at multiple loci
often disturb signal transduction, and regulatory and metabolic pathways, which causes
severe changes in phenotype [18]. In this regard, a widely used external ontology resource
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is KEGG, which is a knowledge-base of manually curated pathways [20]. Yet another
widely used external biological resource is DisGeNET, which is a meta knowledge-base for
gene—disease—variant associations [20].

High-throughput profiling technologies currently enable us to concurrently measure
gene expression levels for tens of thousands of genes in a single experiment, but they have
some drawbacks. The high dimensionality of the gene expression data and relatively small
sample sizes make the interpretation of the data a complicated, and often overwhelming,
task. Although sample sizes have continued to grow in recent years, new and efficient
feature selection algorithms are still needed to overcome the challenges in the existing
methods [4]. As such, this is an active research topic in the field of bioinformatics.

At present, ML is applied to specific data in order to explain and answer a specific
biological query in the biological knowledge domain. One of the challenges of future
integrative model-based ML is the ability to combine different biological resources to
enhance our understanding of multiple biological questions. Once the full potential of the
available data is achieved, they can be used in the development of gene-based diagnostic
tests, drug discovery studies and in the development of therapeutic strategies for improving
public health.

To sum up, since biological systems are quite complex and they have an interconnected
nature, a single model that is trained on a single dataset can only benefit from a small
portion of the entire biomedical knowledge. For this reason, in order to get the complete
picture of molecular biology and medicine, the integration of diverse biological resources
and multi-omics data is crucial. In the field of gene expression data analysis, there are
still many challenges that the community needs to solve, such as the integration of gene
expression datasets that are generated by different research groups for the same phenotype
(which will help to overcome the batch effect), and an additional obstacle is the integration
of non-similar data, wherein each dataset tackles a specific disease.
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Abstract: Contrast-enhanced spectral mammography is one of the latest diagnostic tool for breast care;
therefore, the literature is poor in radiomics image analysis useful to drive the development of automatic
diagnostic support systems. In this work, we propose a preliminary exploratory analysis to evaluate the
impact of different sets of textural features in the discrimination of benign and malignant breast lesions. The
analysis is performed on 55 ROIs extracted from 51 patients referred to Istituto Tumori “Giovanni Paolo
1" of Bari (Italy) from the breast cancer screening phase between March 2017 and June 2018. We extracted
feature sets by calculating statistical measures on original ROIs, gradiented images, Haar decompositions
of the same original ROIs, and on gray-level co-occurrence matrices of the each sub-ROI obtained by Haar
transform. First, we evaluated the overall impact of each feature set on the diagnosis through a principal
component analysis by training a support vector machine classifier. Then, in order to identify a sub-set for
each set of features with higher diagnostic power, we developed a feature importance analysis by means of
wrapper and embedded methods. Finally, we trained an SVM classifier on each sub-set of previously selected
features to compare their classification performances with respect to those of the overall set. We found
a sub-set of significant features extracted from the original ROIs with a diagnostic accuracy greater than 80%.
The features extracted from each sub-ROI decomposed by two levels of Haar transform were predictive only
when they were all used without any selection, reaching the best mean accuracy of about 80%. Moreover,
most of the significant features calculated by HAAR decompositions and their GLCMs were extracted from
recombined CESM images. Our pilot study suggested that textural features could provide complementary
information about the characterization of breast lesions. In particular, we found a sub-set of significant
features extracted from the original ROIs, gradiented ROI images, and GLCMs calculated from each sub-ROI
previously decomposed by the Haar transform.

Keywords: breast cancer; radiomics analysis; feature extraction; feature selection; Haar wavelet
decomposition; gray-level co-occurrence matrix; contrast-enhanced spectral mammography
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1. Introduction

In image processing, feature extraction plays a very important role: it allows obtaining
quantitative information (features) from medical images that cannot be detected by means of simple
visual observation by the operator, using appropriate mathematical methods and computers [1].
This discipline, known as radiomics, is an emerging translational research topic in cancer studies.
Radiomics analysis on different medical images is often inserted in a framework of pattern recognition
tasks for characterizing lesions of various natures and on different imaging modalities [2,3]. Indeed,
although clinicians are trained for visual pattern recognition, it is still a subjective evaluation. Several
studies have investigated the usefulness and reliability of radiomics to discriminate benign breast
lesions from cancers, evaluate prognosis, or response to therapies, demonstrating that it could
potentially improve diagnosis and characterization of lesions: automatic recognition tools can provide
objective information to support clinical decision-making or improve the radiologist’s confidence in
the challenging diagnostic task [4,5].

For this purpose, many techniques may be applied. Depending on the clinical utility of the
research and the type of medical images, different typologies of features can be extracted from them,
such as statistical, textural, morphological, and shape features [6-9], each of which provides particular
information useful to describe a specific aspect of a lesion. Some radiomics works are based on texture
analysis, since the texture may be defined as the pattern of information or arrangement of structure
found in an image [10-12].

Texture analysis aims to describe the fundamental characteristics of textures and to represent
them in a simpler, but distinctive form, in order to use them for a robust and accurate classification and
segmentation of objects [13]. There are two types of textural feature measurements, first and second
order: in the first order, texture measurements are statistics directly calculated from an individual pixel
and do not consider pixel neighbor relationships (i.e., the intensity histogram and intensity features);
in the second order, measurements consider the relationship between neighboring pixels. Moreover,
when the image is analyzed and decomposed into different frequency sub-bands by means of wavelet
transforms or co-occurrence matrices, this technique may be more effective [13,14].

In general, this approach can catch information about the characteristics of a tumor missed by
a human reader, therefore providing details with a significant diagnostic value. Textural features
capture spatial and spectral frequency patterns, as well as characterize the relationships between
different intensity levels within the lesion; they might not be immediately visible to radiologists and
thus have the potential to complete their diagnostic skills. Moreover, this analysis can be performed in
an automated way without any human intervention, not as well as for morphological/shape features
or BIRADS [15] descriptors.

With particular reference to breast lesions, in order to characterize masses and microcalcifications,
textural features are often extracted from mammographic images after having applied the so-called
Gray-Level Co-occurrence Matrix (GLCM), which correlates the intensity of the gray levels of
neighboring pixel pairs in different directions [16-19]. Some works also consider the possibility
to decompose each image into sub-images by means of 2D and discrete wavelet transforms [18,20,21],
Gabor filters [19,22,23], and the image gradient [24] before calculating co-occurrence matrices to detect
defects in the image texture. Then, they make a comparison between these feature extraction methods
in order to estimate the most appropriate method of feature extraction from mammograms. To analyze
breast Magnetic Resonance (MR) images, textural features extracted by GLCMs [25,26] or wavelet
transforms [27] are used, while in some other works, a combination of textural and statistical [28,29] or
morphological [30] features is preferred.

Nevertheless, in recent years, new radiological imaging equipment has been developed in order
to increase the diagnostic performances, especially when breast is dense. Among these new techniques,
Contrast-Enhanced Spectral Mammography (CESM) [31-33] combines the principles of mammography
with the injection of an intravenous iodinated Contrast Medium (CM), which allows, as in MR
images, a contrastographic evaluation of the breast: this highlights the areas that capture the contrast
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medium, the typical expression of neo-angiogenesis neoplasm. As in MR, CESM images may present
enhancement of normal breast parenchyma after CM injection, known as Background Parenchymal
Enhancement (BPE) [15,34]. On the contrary, CESM is less influenced by hormonal status than MR [35],
and this could provide important additional information on the detection of lesions in patients with
a high BPE in degree where distinguishing a lesion from the non-enhanced background is objectively
difficult. Moreover, CESM is less expensive and more tolerated by patients than MR [36].

In the literature, several analyses are aimed at comparing CESM performances to
mammography [37-39] and MR [40-42] ones by the reading medical images by expert radiologists.
Differently, there are few works in which a radiomics analysis has been performed. The first approaches
to develop computerized algorithms addressed to increase the diagnostic performances on CESM
images were reported only in [43—45]. In these works, several features used, such as morphological
and BIRADS descriptors, presented limits of subjectivity in the feature extraction process due to the
fact that they depended on the judgment of the radiologist who manually segmented the lesions and
determined their benign/malignant nature based on his/her experience. Moreover, some standard
textural features were extracted on original and pre-processed images by using GLCMs of original
images, Gabor filter banks, and Laplacian of Gaussian histograms. However, no comparative analysis
was performed between the different features used.

In our work, we propose a preliminary radiomics analysis aimed to explore the usefulness of
quantitative information extracted from CESM images, both in original and pre-processed format,
to support the radiologist in the diagnosis of breast cancer. Specifically, in order to make the lesion
classification more objective and operator independent, once the radiologist has identified the Regions
Of Interest (ROIs), the characteristic features are extracted in an automated manner. The aim of our
work is to understand the behavior of each different set of well known textural features automatically
extracted from CESM images and to compare them with each other. An important role is played
by the feature selection processes used to describe and characterize ROIs: starting from the initial
feature set, a sub-set of these features, characterized by a higher discriminating power, is selected for
a more manageable data processing [46]. Then, we select the most important features by developing
two different approaches of feature importance, such as embedded and wrapper methods.

2. Materials and Methods
2.1. Materials

2.1.1. CESM Examination

CESM is a technique allowing the acquisition of multiple views of both breasts by producing
two types of images. A typical example of CESM images is shown in Figure 1, where it is clear that
a Low Energy (LE) image may be overlapped completely by a 2D digital mammography image (a),
while High Energy (HE) images are not displayable in the reporting monitor (b); instead, a ReCombined
(RC) image highlights contrast medium uptake, as a breast MR image (c).

The CESM technique consists of the acquisition of low and high energy digital mammograms,
both in CranioCaudal (CC) and MedioLateral Oblique (MLO) views, with the dual energy technique
after the administration of an intravenous iodinated CM by an automated injector to ensure a constant
flow. In order to reduce the so-called anatomical noise due to the typical tissue overlap especially of
mammographically “dense” fibro-glandular breasts, a combined mammographic image, where only
the CM is highlighted, is produced by means of spectral subtraction.

On these RC images, some motion blur could be sometimes observed because of movements
between the acquisition of different images; however, this dual energy subtraction technique is less
sensitive to movement artifacts than traditional temporal subtraction.

In this study, a modified digital mammography system derived from a standard Senographe
Essential (GE Healthcare) was used for all CESM exams. CESM images were all in DICOMformat



Entropy 2019, 21, 1110

and were evaluated by two dedicated radiologists with more than 10 years of experience in reading
mammography and breast MR images and trained in reading contrast enhanced images.

(a) (®) (©)

Figure 1. Images produced by CESM instrumentation. Typical example of low energy (a), high energy (b),
and recombined (c) images [37]. The white arrow points to a suspicious lesion.

2.1.2. Experimental Dataset

From March 2017 to June 2018, we collected CESM images of patients referred to Istituto Tumori
“Giovanni Paolo II” LR.C.C.S. of Bari (Italy) from the breast cancer screening phase. Patients undergoing
CESM had indications for breast MR, but they could not perform it due to several contraindications or
impossibility. Therefore, in our Institute, the use of this method is applied only as a second alternative
to MR, even for patients who have to perform urgent MR for therapies or programmed surgery, but that
have not found access to MR, as indicated by the European guidelines on CESM [47]. Our observational
study was approved by the Medical Ethics Committee of the Institute, and written informed consent
prior to undergoing CESM examination was signed by all eligible patients.

We selected images in MLO or CC view of 51 patients aged between 38 and 80 years (with a mean
of 52.3 £ 9.9 years), resulting in being positive in the methods for the presence of at least one finding
after histological examination.

In order to avoid the BPE degree being a confusing factor for the purposes of evaluating the
diagnostic capacity of the features, the sample was selected in such a way as to have a fair distribution
of benign and malignant lesions for each BPE class.

Two of our radiologists dedicated to senologic diagnostics identified and classified a total of
55 primary and, if present, also secondary lesions (29 benign and 26 malignant) from 0.5 to 13.5 cm
according to the BIRADS classification [48]: lesions belonging to BIRADS 2 and 3 classes were labeled
as benign, while lesions belonging to BIRADS 4 and 5 classes were considered as malignant. Then,
the histological diagnosis based on bioptic sampling established that 29 ROIs contained benign lesions
and 26 ROIs included malignant ones. All ROIs were extracted both from LE and RC images.

118



Entropy 2019, 21, 1110

2.2. Methods

2.2.1. Feature Extraction

In this paper, we present a comparison of several feature sets in order to establish an order
of importance among them in the classification of lesions on CESM images. For this purpose,
some properties of the image texture [49], such as gray-tone distribution and spatial dependencies,
were considered. MATLAB R2017a (MathWorks, Inc., Natick, MA, USA) software was used for all
analysis steps.

The considered sets of features extracted from the original ROIs (both LE and RC), their gradient,
and wavelet decompositions using some methods are listed below. Figure 2 summarizes the feature
extraction process, from the identification of ROIs to each extracted feature set.

STAT set: Several standard statistical features (mean, standard deviation and their ratio, variance,
skewness, entropy, relative smoothness, and kurtosis) were directly extracted from each original ROI.
Moreover, the minimum and maximum values of gray-level and their difference were computed.
These 11 features were extracted both from LE and RC original ROIs, forming a vector of 22 features
and giving some relevant and objective information of each ROI.

GRAD set: The gradient of an image is represented as a two-component vector (x- and
y-derivative) defined at each pixel [50]: they can be computed by the convolution with a kernel,
such as the Sobel or Prewitt operator, since the image is a discrete function for which the derivatives
are not defined. For each vector, the magnitude Gmag shows how quickly the intensity of each pixel is
changing in the neighborhood of pixel (, y) in the direction of the gradient, while the direction Gdir
represents the orientation of greatest intensity change in the neighborhood of pixel (x, y). They are

givenby ,/f2 + fy2 and arctan(fy / fy), respectively, where f; and f, are the components of the vector.
If the original images are obtained under different conditions (i.e., exposure energy), it is possible
that the pixel values are drastically different, even though they represent the same characteristics
(e.g., a benign or malignant lesion). The gradiented images are less susceptible to these factors and
therefore are usually used for robust feature and texture matching. For this feature set, mean, variance,
skewness, entropy, relative smoothness, and kurtosis were extracted from the gradient’s magnitude
and direction of each LE and RC original ROI by using a Sobel kernel, thus obtaining a total of
24 features.

HAAR set: As a fundamental property of the image texture, the scale at which the image
is observed and analyzed was exploited by using a wavelet transform based on texture analysis
approach, such as the Haar wavelet transform [50,51]. This allows decomposing the image by using
an orthonormal basis composed by scaled and translated functions. Conceptually, the scaled function
represents the low frequency component of the scaling function in 2 dimensions, obtaining one
2D scaling function. On the contrary, the translated function includes three different components
(horizontal, vertical, and diagonal). Since this wavelet transform is separable, four combinations of
these functions may be obtained by means of low and high filters. The Haar transform is considered
the first known wavelet basis and widely used as a teaching example. In particular, the 2D Haar
wavelet decomposes an image first with a low-pass filter obtaining a downscaled Low-Low (LL)
sub-image and then with a high-pass filter for each component of the translated function obtaining the
corresponding High-Low (HL), Low-High (LH), and High-High (HH) sub-images. In general, low and
medium frequencies match image content while high ones usually emphasize noise or texture areas.
Therefore, in the wavelet domain, noise and image content or image regions of different complexity
(quasi-homogeneous, textural, containing borders or objects, etc.) can be distinguished and used
in noise parameters’ estimation, filtering, compression, etc. Then, the image decomposition can be
iterated at successive levels applying the Haar wavelet transform on the first downscaled sub-image.
In this work, we performed 2D Haar transform at two levels of decomposition on each ROIL hence,
we extracted mean, variance, skewness, entropy, relative smoothness, and kurtosis from each sub-ROI,
both LE and RC, thus obtaining a set of 96 features.
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GLCM set: The approach considers how many times the gray-level intensity value of a reference
pixel is associated with another gray-level intensity value on each neighbor pixel in a specific spatial
relationship obtaining the Gray-Level Co-occurrence Matrix (GLCM) [10,13] for each ROL. This spatial
relationship, known as offset, is given by the distance between a pixel and its neighbors according to
a specified direction (dirl = 0°, dir2 = 45°, dir3 = 90°, dir4 = 135°).

[ CESM images ]—P

STAT SET

(11 statistical features
from original ROIs)

[ original ROIs ]—P

GRAD SET
l Gradient I (6 statistical features
from each
NS gradiented ROI)

NS
Multiscale HAAR SET
wavelet (6 statistical features
decomposition from each

decomposed ROI)

Vs

GLCM matrices for 4 directions
from each decomposed ROI

NS l:l: e :l:l
S m 0] ¢[ [ GL.C.M SET
GLCM oo (13 statistical features

from each GLCM matrix)

Figure 2. Scheme of feature extraction. Feature extraction process going from the identified original
ROI to each extracted feature set. This scheme is shown starting from a low energy image, but it is also
performed for recombined images.
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Thus, this last set of statistical features (contrast, correlation, cluster prominence, cluster shade,
dissimilarity, energy, entropy, homogeneity, sum average, sum variance, sum entropy, difference
entropy, and normalized inverse difference moment) was extracted from the co-occurrence matrices of
each sub-ROI previously decomposed by the Haar transform only at Level 1 (HL, LH, and HH) in
the four directions, obtaining 156 features. These particular measurements have invariant properties
under some image transformations because they are calculated by GLCM and allow better detecting
any defects in the image texture. Then, they could determine the location and the range of the pixels
having a structure with considerable deviation in their values of intensity or spatial arrangement with
respect to the background texture. Since we have taken into account both LE and RC images, this set
was totally formed by 312 features.

2.2.2. Feature Reduction and Importance Analysis

The aim of this work is to explore the discriminating power of feature sets extracted by different
techniques, as described above, to characterize the benign and malignant breast lesions. For this
purpose, we present a multi-parametric analysis approach to evaluate how these individual typologies
of features behave on images of this still unexplored imaging technique (i.e., CESM). Specifically,
we analyzed the features of each feature set jointly in order to solve the benign vs. malignant
classification problem by means of two different approaches, reduction of the feature number and
selection of the most discriminating features. In Figure 3, a schematic overview of our feature analysis
approach is shown.

Feature reduction

Increasing
Principal Component Analysis (PCA) values of the
Linearly uncorrelated variables sorted number of PCs

by variance explained was defined considered

| Feature importance

| \
i i
i i
' I
i i
' I
' I
' I
' I
' |
' I
i i
i " Embedded method |
! Feature Extraction ) ini ifi i
- Feature sub-sets with importance value ( STAT sub-set > | Training Classifier i
Y o

E STAT set (calculated by RF classifier) above the GRAD sub-set Support Vector M'ach/ne !
' GRAD set overall average were selected HAAR sub-set (SVM) classifier :
| HAAR set - GLCM sub-set i
| GLemset Filtering i
! Significant feature sub-sets !
! (p-value Fisher's exact test) ( STAT sub-set ) |
| Wrapper method GRAD sub-set i
] —_— I
! Feature sub-sets were selected by HAAR sub-set !
! a sequential backward feature GLCM sub-set !
! selection algorithm combinated i
\ by naive Bayes classifiers /
N 100 ten-fold cross-validation rounds _.*

Figure 3. Schematic overview of the radiomic analysis approach. Textural features automatically
extracted from each ROI in the first step (Figure 2) are analyzed by using a principal components
analysis and a feature importance process by means of two different approaches (wrapper and
embedded techniques). The discrimination performances of an SVM classifier trained on the feature
subsets are evaluated on 100 ten-fold cross-validation rounds.

First, we evaluated the overall impact of each feature set on the diagnosis through a Principal
Component Analysis (PCA) [52]. This method of feature reduction performs a linear mapping
of the data to a lower dimensional space in such a way that the variance of the data in the
low-dimensional representation is maximized, allowing removing redundant information. In this
way, the number of features is reported in the same number of linearly uncorrelated latent variables:
this technique performs a linear transformation of the features that projects the original ones into
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a new Cartesian system where the variables are sorted in descending order with respect to the overall
variance percentage explained. Therefore, we evaluated the classification performance of each feature
set considering an increasing number of Principal Components (PCs) to train a Support Vector Machine
(SVM) classifier.

Moreover, in order to identify for each feature set extracted a sub-set of them with higher
diagnostic power, we developed two approaches for the task of feature importance evaluation, such as
wrapper and embedded methods [46].

Wrapper methods measure the usefulness of features based on the classifier performance.
They solve the “real” problem using the predictor as a black box and its performance as an objective
function to evaluate the variable sub-set [53]. The sequential backward feature selection algorithm
identifies the features that have best predicted the expected result by sequentially removing features
from the initial candidate set until a removal increases the error or the accuracy decreases significantly;
therefore, it stops when a local maximum is found. In particular, in this work, we developed two steps
of feature selection wrapper algorithm: first, we identified a significant feature sub-set correlated
with the variable to be predicted (p-value Wilcoxon-Mann-Whitney test < 0.05); then, on this selected
sub-set of features, we implemented a sequential backward feature selection algorithm combined with
a naive Bayes classifier.

Embedded methods allow an optimization between the interaction of the selected features and
the machine learning algorithm used for the classification, because the selection criterion is grafted
onto it. Indeed, they combine the qualities both of filter and wrapper methods. Random Forests
(RF) are among the most popular machine learning algorithms because they generally provide good
predictive performance and low over-fitting [54]. The RF classifier processes an analysis of feature
importance with respect to its expected result; therefore, these methods essentially fulfill the goal, i.e.,
the optimization of the classification performances. In particular, the tree-based strategy used by RF
naturally ranks by how well they improve the purity of the node: nodes with the greatest decrease in
impurity are at the start of the trees, while nodes with the least decrease in impurity occur at the end
of trees measured by Gini’s diversity index.

Thus, in this work, the RF algorithm allowed estimating predictor importance values by permuting
out-of-bag observations among the trees, and features with an importance value above the overall
average were selected.

For each feature set, we identified the significant feature sub-set with a selection frequency
different from chance (p-value Fisher’s exact test < 0.05). Specifically, we tested that the occurrence
frequency of the features selected by each of two methods (i.e., embedded and wrapper) was
significantly different from that obtained after permuting the diagnostic target in the dataset [55].

Finally, in order to compare the classification performances of the features selected by the
two methods, we trained a binary SVM classifier. The performances of the prediction model were
evaluated on 100 ten-fold cross-validation rounds [56] in terms of:

Accuracy = (TP+TN)/(TP+ TN + FP+ FN),
Sensitivity = TP/(TP + FN),
Specificity = TN /(TN + FP),

where TP and TN stand for True Positive (number of true malignant ROIs identified) and True
Negative (number of true benign ROIs identified) cases, while FP (number of benign ROIs identified
as malignant) and FN (number of malignant ROIs identified as benign) are the False Positive and False
Negative ones, respectively.
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3. Results

The goal of our analysis was to investigate the impact of textural features extracted in
an automated manner through different techniques in discriminating benign and malignant ROIs.
The main interest of this study was to understand the total behavior of these textural features in
order to have an overall view of the goodness of the approach used for the feature reduction. First,
we evaluated the overall discriminant power of each feature set performing a principal component
analysis as the feature reduction technique. Then, for each feature set, we searched for those that
contributed the most to discriminating benign and malignant ROIs.

3.1. Principal Component Analysis

A preliminary analysis, reported in Figure 4, shows that in each feature set, there were significant,
often very strong correlations between them. This suggested that a feature reduction approach can be
useful to analyze the overall diagnostic power of each feature set, specifically for more numerous
sets, like HAAR and GLCM sets. Therefore, we performed a PCA for each suitably standardized
set of features.

STAT set GRAD set

GLCM set

feature correlations

p-value of
feature correlations

Figure 4. Correlation graphs. Graphs of feature correlations (top) and their relative p-values (bottom)
for each set.

In Figure 5, we show the performance measurements obtained by training an SVM classifier for
increasing values of the number of PCs used that were previously ordered with respect to the overall
variance explained by the same principal components. There are several criteria in order to select
this number of PCs that guarantees the lowest possible loss of information, but they could lead to
different results. Since the purpose of the work was to provide an overall assessment of the diagnostic
power of the extracted features and not to optimize the classification problem, we show the global
performance trend.

The STAT and HAAR sets showed the best mean accuracy (about 80%) on 100 ten-fold
cross-validation rounds; on the contrary, the GLCM set was the one with the lowest diagnostic power
(the best mean accuracy reached about 64%), while the GRAD set achieved a maximum mean accuracy
of about 72%. Specifically, in accordance with what has been observed about the presence of significant
correlations between features in each set, the best predictive performance was achieved with no more
than 10 principal components.
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Figure 5. Classification performances. Mean classification performances evaluated on 100 ten-fold
cross-validation rounds for each feature set with respect to the number of Principal Components (PCs)
used to train an SVM classifier.

3.2. Feature Importance Analysis

In Figure 6, we summarize the significant features whose occurrence frequency was significantly
different from chance by testing as described above.

Regarding the STAT set, 19 of the 22 features were statistically significant, and only six of these
were selected by both methods implemented.

Among the 24 features of the GRAD set, only 13 were significant, and eight of them were selected
by both implemented methods.

The HAAR and GLCM sets were the groups with the largest number of features. The HAAR
set consisted of 96 features, and only 43 were statistically significant, while no more than 19 features
were selected by both methods implemented. The GLCM set was that with the greater reduction in
the number of selected features. Indeed, it consisted of 312 features, and only 51 resulted in being
statistically significant. The features selected by the wrapper method were 39, and only seven of them
were also selected by the embedded method.

The diagnostic performances of the sub-set formed by only significant features selected for each
set were evaluated by training an SVM classifier and obtaining on 100 ten-fold cross-validation rounds
in terms of accuracy, sensitivity, and specificity, as summarized in Table 1. We report the mean value
and relative confidence interval of each performance measure obtained in the cross-validation process
to provide an idea of our results’ reliability. During the study and development of the present work,
we evaluated several classifiers, such as SVM, Bayes, and k-nearest neighbors, different from those
used in the feature selection step, in order to have results that were not biased by the same selection
technique. However, SVM was the best performing classifier; therefore, we preferred to report only
this result without overloading the reading of this paper.
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Figure 6. Occurrence frequency of the selected features. Occurrence frequency of the features selected
by the Embedded (EMB) and Wrapper (WRAP) methods that is significantly different from chance
(p-value of Fisher’s exact test < 0.05) for each feature set.
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Table 1. Classification performances of the SVM classifier trained on sub-sets of significant features
identified by two methods of feature selection. Furthermore, the total performances obtained taking
into account the significant sub-sets selected from both methods are shown.

Method of
Feature Selection

Feature Set
(# of Selected Features)

Accuracy (%)
Mean [CI 95%]

Sensitivity (%)
Mean [CI 95%]

Specificity (%)
Mean [CI 95%]

STAT (13) 80.69 [80.42,80.96] 86.38 [85.59,87.17] 75.00 [74.10,75.90]

Embedded GRAD (9) 76.02 [75.65,76.39] 81.28 [80.60,81.96] 70.76 [70.19,71.33]
HAAR (37) 59.22 [58.25,60.19]  70.59 [66.65,74.53] 47.86 [44.18,51.70]

GLCM (19) 73.86 [73.37,74.35] 85.62 [83.68,87.56] 62.10 [59.96,64.24]

STAT (10) 80.91 [80.65,81.16] 90.28 [89.75,90.81] 71.55 [71.09, 72.01]

Weanper GRAD (12) 74.66 [73.97,75.35] 82.86 [80.83,84.89] 66.45 [64.44, 68.46]
pp HAAR (25) 60.76 [59.91,61.61]  54.79 [50.16,59.42] 66.72 [62.24,71.20]
GLCM (39) 76.50 [75.92,77.08] 81.93 [80.75,87.94] 71.07 [69.67,66.22]

STAT (19) 79.43 [79.25,79.61] 82.83 [82.10,83.56] 76.03 [75.25,76.81]

Embedded + Wrapper GRAD (13) 74.47 [73.87,75.06] 83.17 [81.49,84.85] 65.76 [63.82,67.70]
HAAR (43) 58.83 [57.90,59.76]  61.76 [56.94,66.58] 55.90 [51.52,60.28]

GLCM (51) 75.95 [75.36,76.54] 8059 [79.20,81.98] 71.31 [69.41,73.21]

Generally, the significant feature sub-set selected for the STAT and GRAD sets reproduced
the average performance obtained by PCA, and therefore, they were the ones with the highest
discrimination power. Specifically, the feature sub-set selected with the embedded approach was
preferable to that identified with the wrapper method because it reduced the trade-off between
sensitivity and specificity. For the model trained on the STAT sub-set selected by the embedded
method, these were 86.38% and 75.00%, respectively, with respect to the 90.28% and 71.55% obtained
with features selected by the wrapper method; similarly, the model trained on the GRAD sub-set
selected by the embedded method reached a sensitivity and a specificity of 81.28% and 70.76%,
respectively, compared to the 82.86% and 66.45% obtained with features selected by the wrapper
method. For both sets, the classification performances decreased when the model was trained on all
significant features. As described above, the average classification accuracy obtained by the PCs of
the GLCM set did not exceed 64%. Nevertheless, using the sub-set of significant features identified
by the wrapper method, the model reached a mean accuracy of 76.50%, a mean sensitivity of 81.93%,
and a mean specificity of 71.07%.

On the contrary, the HAAR set of features used globally were the ones with the highest
discriminating power, but the performances reached with this set trained the model only on the
significant features, collapsing by about 20 percentage points, regardless of the sub-set of features
used. The best performance obtained by the HAAR set of features was reached by using the significant
sub-set selected by the wrapper method with a mean accuracy, sensitivity, and specificity of 60.76%,
54.79%, and 66.72%, respectively.

4. Discussion

In this paper, several methods were used to extract features from CESM images and to analyze
them. This automatic extraction process was performed by taking into account computational
simplicity, invariance properties, and noise sensitivity. Moreover, we focused our work on textural
features, since they highlighted the relationships between different levels of intensity within the lesion
and captured spatial and spectral frequency patterns. For these purposes, we extracted feature sets
calculating statistical measures on the original ROIs (STAT set) and on their manipulations by filters
(GRAD set), wavelet functions (HAAR set), or considering the relationships between neighboring
pixels and their gray levels (GLCM set).

Currently, the literature is poor regarding radiomic analysis of breast cancer on CESM images
useful to develop systems as diagnostic support tools. In [43], a first approach was proposed to analyze
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morphological descriptors on mass (shape, margins, pattern, and degree of internal enhancement) and
non-mass (distribution, pattern, and degree of internal enhancement) lesions on CESM images aimed
to assess their impact on the discrimination between benign and malignant ones.

In [45], the authors developed a convolutional neural network based decision support
system combining CESM pixel information with BIRADS descriptors provided by radiologists.
Nevertheless, these works presented limits of subjectivity of the feature extraction process,
in particular of morphological features and BIRADS descriptors, because of their dependence on
the radiologist’s experience.

Instead, in [44], a multi-parametric feature analysis approach aimed to construct a computer
aided diagnosis tool to increase the diagnostic performances of the CESM technique was presented.
In this work, a set of morphologic and textural features was extracted by GLCMs from original images,
Gabor filter banks, Laplacian of Gaussian histograms, local binary pattern, and discrete orthonormal
Stockwell transform, and after that, an expert breast radiologist manually outlined lesion boundaries
on each image. However, an analysis of the individual types of features used was not performed.

Our goal was to evaluate several well known textural feature sets in biomedical image analysis
whose extraction does not require the intervention of radiologists, in order to find quantitative
additional information that may be integrated with the experience of human readers to enhance
diagnostic accuracy.

For this purpose, firstly, we evaluated the overall diagnostic power of each feature set by means
of a principal component analysis. Then, we implemented two different feature selection techniques,
such as wrapper and embedded; these methods are quite similar since they are used to optimize
the performance of a learning algorithm or model. However, they differ in the fact that only for the
embedded methods, an intrinsic model building metric is used during training, while the wrapper
ones operate by iteratively selecting the insertion or removal of a feature and evaluating the results
obtained. Finally, the accuracy classification of PCs calculated and also each feature subsets identified
were evaluated in the cross-validation process with a well known state-of-the-art classifier, such as
SVM, independent of those used in the selection phase.

The experimental results showed that for the STAT set, the wrapper method has more frequently
selected features related to entropy and relative smoothness, as well as absolute variability measures;
on the contrary, the embedded method has more frequently selected features linked to the shape of the
gray levels’ distribution, such as kurtosis and skewness, as well as absolute and relative variability
measures. With regard to the significant features of the GRAD set, it emerged that the most important
features were measures calculated on the gradient magnitude of ROIs both on LE and RC images.
The significant feature sub-set selected by the two approaches used in this work for STAT and GRAD
sets was actually that with the highest discriminating power, because it could reproduce the average
performances obtained by using it globally through the PCs.

Most of the significant features of the HAAR and GLCM sets were calculated on RC images,
unlike what happened for the other two feature sets. In particular, among the 43 and 51 significant
features of HAAR and GLCM, only 15 and 9 features, respectively, were calculated on LE images.
For these two sets, the classification performances underwent a trend reversal when they were globally
used by means of a PCA or when only the significant features identified were used. Indeed, the average
classification accuracy obtained using the PCs of the GLCM set did not exceed 64%. Nevertheless,
when we trained the classifier on the sub-set of significant features, the classification accuracy grew at
least about 10 percentage points; therefore, there were evidently some features that introduced some
distortions. Instead, the features of the HAAR set with the highest discriminating power were those
used globally. However, the performances achieved in this way of training the model on the significant
feature sub-set fell by about 20 percentage points. This indicated that the other features of the set
contributed to a lesser extent to the resolution of the diagnostic problem.
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5. Conclusions

Recent feasibility studies suggested that CESM is an useful investigation tool and that it
can provide pre-operative staging and accurate treatment planning in breast cancer patients with
an accuracy no less than MR [40]. CESM showed interesting results in terms of diagnostic sensitivity,
compatible with those obtained by MR: in [39], the sensitivity was 100% for both techniques,
while in [41], it was 100% by CESM and 93% by breast MR. Moreover, on the basis of state-of-the-art
comparative results, CESM also had better tolerance and less discomfort than MR, as shown
in [36,57,58]. Thus, this new imaging technique can represent a valid alternative to MR, also due to its
better tolerance and lower discomfort with respect to the latter [36,57]. Nevertheless, CESM, as MR,
has presented false positive cases [31], and it can still be considered a method that is subjective and
dependent on the operator’s experience due to the current lack of objective diagnostic support systems.

In this work, we proposed some preliminary results of a radiomics analysis useful to drive future
works about automatic radiological support systems for the diagnosis of breast lesions by means of
CESM images. We performed an extraction process of textural features, and then, we evaluated the
diagnostic power of four feature sets extracted by using different techniques.

Textural features have the potential to support the diagnostic skills of radiologists because they
capture spatial and spectral frequency patterns, often not easily visible to the human reader.

We found a sub-set of significant features extracted from the original ROIs, gradiented
ones, and GLCMs calculated from each sub-ROI previously decomposed by the Haar transform.
Nevertheless, the feature sets extracted from each sub-ROI decomposed by two levels of Haar
transform were reliable in differentiating benign from malignant breast lesions when all of these
were used without any selection. Moreover, most of the significant features calculated on HAAR
decompositions and their GLCMs were extracted from RC images.

Future works include a validation study in which we will test the robustness of the significant
features identified in a larger population, also with respect to the histological results of each lesion.
Moreover, we will develop a computer aided diagnosis system combining them in order to optimize
the classification performances.
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Abbreviations

The following abbreviations are used in this manuscript:

BPE Background Parenchymal Enhancement

CC CranioCaudal

CESM Contrast-Enhanced Spectral Mammography
CI Confidence Interval

CM Contrast Medium

dirl Direction 1 (0°)

dir2 Direction 2 (45°)
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dir3 Direction 3 (90°)
dir4 Direction 4 (135°)
EMB Embedded
FN False Negative
FP False Positive
Gdir Gradient direction
Gmag Gradient magnitude
GLCM Gray-Level Co-occurrence Matrix
HE High Energy
HH High-High
HL High-Low
LDA Linear Discriminant Analysis
LE Low Energy
LH Low-High
LL Low-Low
MLO MedioLateral Oblique
MR Magnetic Resonance
PC(A) Principal Component (Analysis)
RC ReCombined
RF Random Forest
ROI Region Of Interest
SD Standard Deviation
SVM Support Vector Machine
TN True Negative
TP True Positive
WRAP Wrapper
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Abstract: The gene is a fundamental concept of genetics, which emerged with the Mendelian paradigm
of heredity at the beginning of the 20th century. However, the concept has since diversified. Somewhat
different narratives and models of the gene developed in several sub-disciplines of genetics, that is in
classical genetics, population genetics, molecular genetics, genomics, and, recently, also, in systems
genetics. Here, I ask how the diversity of the concept impacts data-integration and data-mining
strategies for bioinformatics, genomics, statistical genetics, and data science. I also consider theoretical
background of the concept of the gene in the ideas of empiricism and experimentalism, as well as
reductionist and anti-reductionist narratives on the concept. Finally, a few strategies of analysis from
published examples of data-mining projects are discussed. Moreover, the examples are re-interpreted
in the light of the theoretical material. I argue that the choice of an optimal level of abstraction for the
gene is vital for a successful genome analysis.

Keywords: gene concept; scientific method; experimentalism; reductionism; anti-reductionism;
data-mining

1. Introduction

The gene is one of the most fundamental concepts in genetics (It is as important to biology,
as the atom is to physics or the molecule to chemistry.). The concept was born with the Mendelian
paradigm of heredity, and fundamentally influenced genetics over 150 years [1]. However, the concept
also diversified in the course of its long evolution, giving rise to rather separate traditions in several
sub-disciplines of genetics [2]. In effect, somewhat different narratives about the gene (and models of
the gene) developed in classical genetics, population genetics, molecular genetics, genomics, statistical
genetics, and, recently also, in systems genetics.

The fundamental goal of this paper is to summarize the intellectual history of the gene, asking how
the diversity of the concept impacts on data integration and data-mining strategies in genomics.
I hope to show that many practical decisions of a statistician, a bioinformatician, or a computational
biologist reflect key theoretical controversies that permeated the field of genetics for over a century
(Many practical tasks must be informed by the theory.). When integrating data or designing databases
or writing software, an analyst must make smart decisions about the architecture of their system.
For example, a genomics database may focus on low-level concepts such as exons, or individual
transcripts. Alternatively, a database may focus on higher-level concepts such as gene families,
pathways, or networks.

There are two parts to this text. In the first part, which is theoretical, I discuss the background
of the gene concept in history and ideas. The theoretical part will set the ground for more practical
considerations. In the second part, several practical examples of genome analyses from my own work
will be given (The examples will be re-interpreted in the light of the theoretical concepts introduced in
the first part.).
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1.1. Ideas and Concepts—The Development of the Mendelian Paradigm of Heredity

The story of the gene started with Gregor Mendel, a Moravian monk, scientist, and later abbot,
who hypothesized an innovative model of particulate heredity. In Mendel’s model, independent
intracellular elements determine differentiation of cells into visible traits. Importantly, Mendel’s
particles of heredity do not mix with each other, instead, they persist over generations (However,
new varieties can evolve through mutations).

In many ways, Mendel was a prophet of genetics in the 19th century. In the first place,
he hypothesized a particulate paradigm of heredity (The paradigm dominated genetics in the 20th
century, complementing Darwin’s theory of evolution, and developing further with molecular biology
and genomics.). Moreover Mendel was an early experimentalist, relying on prospective experimental
procedures to test his hypothesis [1]. This was a rather modern approach in the century still dominated
by an observational tradition. Interestingly, Mendel’s laboratory was exceedingly simple—it was just
the vegetable garden of his monastery. At the same time, Mendel excelled in the scientific method
(including logico-mathematical analysis). This enabled him to design just the right simple experiment
and to interpret its results insightfully.

At first, however, the Mendelian model of the gene was just a black box that could not be looked
into to discern the molecular mechanism. The black box was perfectly non-transparent—nothing was
formally postulated about parts of the model, or how these parts interacted. The model specified that
the gene did certain things for the cell, but not how. In effect, the gene model was a mere instrument of
analysis. It worked best as an intermediate variable in the context of breeding or medical genetics.

Mechanistic details about the gene were only provided when molecular biology revolutionized
classical genetics. As a result, genetical phenomena became more akin physical phenomena.
This precipitated an avalanche of discoveries. After a physical form was given to Mendel’s abstract
gene concept, biochemical details of molecular processes such as transcription and translation, as well
as of their regulation, were being revealed [3].

In addition to molecular biology, ingenious experimental models were also crucial. This commonly
meant a careful choice and laboratory upkeep of a particular animal species, a plant species, or a
microorganism that facilitated a certain class of genetical experiments. For example, Max Delbriick,
who was a physicist with interest in genetics [4], developed simple experimental models in viruses and
bacteria (Note that the term model in this case has no mathematical or conceptual meaning, but instead
signifies a simple biological system established for the purposes of experimental study. That the above
was achieved by a physicist is not surprising, as there had been a long tradition of working with simple
but enlightening models in physics.).

1.2. Genomics Technology and the Gene

It might be generally argued that progress in genetics was facilitated by enabling experimental
technologies. This was the case for protocols of molecular biology as mentioned above, however,
the same may also be argued for genomics. Like molecular biology before, genomics also challenged
many orthodox views of the Mendelian gene [5,6]. For example, genomics revealed that genes are not
always independent of each other, as they may overlap in complex loci [7].

Presently, assays based on next generation sequencing, followed by bioinformatics,
and high-dimensional statistical analysis are drivers for progress in the emergent discipline of
systems genetics. At the same time, the high-throughput assays are not the panacea. Next generation
sequencing may promote a technology-focused culture, with most attention invested in data generation,
data post-processing and storage, as well as descriptive analysis of high-throughput datasets. With
the focus on the high-throughput technology, formulation and critique of novel biological concepts
receives less attention. In effect, high-throughput datasets are increasingly easy to generate but difficult
to interpret.
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1.3. Empiricism

Let me now introduce several methodological strategies grouped under the umbrella of the
method of science. This is crucial to deeper intellectual understanding of the story of the gene.
The strategies are as follows: empiricism, experimentalism, reductionism, anti-reductionism, statistical
data analysis, and scientific model building.

Empiricism is a philosophical theory that was instrumental to the emergence of the scientific
method and the success of science. According to empiricism, all knowledge, including scientific
knowledge, can only have solid grounding in the generalizations of practical experiences derived from
the senses. Empiricism is skeptical about the value of non-scientific prior knowledge such as systems
of beliefs associated with religions, or even views and theories of philosophical schools.

In biology, the empirical tradition of observing and collecting samples from the natural world
goes all the way back to the first biological studies of Aristotle [8], which focused on animals (their
parts, movements, generation, and development). Aristotle was an ancient but pragmatic philosopher
in the Academy of Classical Athens (4th century BC). He was one of the most able students of idealistic
Plato. However, Aristotle was much more empirically minded than Plato. Plato himself was skeptical
about the value of sensory observations favoring the sources of knowledge that were alternative to
empiricism but still based on rational thinking. Plato favored either logical deductions from abstract
theories, or instinctive reasoning known presently as intuition (Note that intuition is built from past
experiences using unconscious functionalities of the brain that are probably analogous to machine
learning.). On balance, Aristotelianism proved more important for the development of empiricism in
genetics than Platonism. However, Aristotelian logical doctrines eventually became synonymous with
medieval intellectual stagnation, scholasticism, and a lack of scientific creativity.

1.4. The Baconian Method

Francis Bacon, a 17th century English philosopher and statesman, formulated an ideological and
political manifesto calling for the abandonment of Aristotelianism. His proposal was contained in the
treaty Novum Organum [9]. In particular, Bacon called for the rejection of futile deductions, unproductive
syllogisms, and scholasticism of late Aristotelianism. Instead, Bacon affirmed systematic empiricism
on a grand scale, supported by the state politically and financially (Bacon made many insights into the
political organization of the scientific system. Indeed, Bacon’s motivation for promoting empiricism
politically might have been to lay the grounds for the economic development of the English state.).
Interestingly, Bacon is not known for making grand original scientific discoveries like Copernicus,
Galileo, or Newton. Instead, his main legacy lies in the vision of science as a systematic body of
empirical knowledge and a political program.

Methodologically, Bacon underlined that only unbiased empirical observations can yield certain
knowledge. Facts might be gathered selectively to support prior ideas if empiricism is not performed
according to a strict plan. Moreover, generalizations, proceeding by the method of induction (named
so in contrast with Aristotelian deduction), must not be made beyond what the facts truly demonstrate.
As the reader may easily guess, the repeating cycles of: (1) systematic empirical observations,
and (2) inductive generalizations—taken together—form the basis of the Baconian method. However,
the transition to the method of Bacon was a slow and gradual process. This was probably because,
the Baconian enterprise required the professionalization of science and the development of state
funding, which became possible only in the 20th century (The observational tradition, rather than
experimentalism, continued to dominate the study of nature in the 19th century. Empirical evidence
was given, but it tended to be unsystematic and anecdotal, chosen arbitrarily, frequently in the form
of samples casually collected by gentlemanly hobbyists. There was little or statistical analysis of
data. Moreover, 19th century scientific theories tended to be sweeping and somewhat over-ambitious
in relation to limited empirical support. Examples include Charles Lyell’s and Charles Darwin’s
overarching treaties, as both the authors were upper-class men whose inspirations were mostly travels,
conversations, reading, or correspondence.).
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1.5. The Baconian Method and Integrative Genomics: On the Importance of Identifying and Avoiding Bias

In our age, genomics is a new example of the need for the Baconian principle of unbiased
empiricism. Note that bias could be introduced on many levels. One type of bias may result from
temporarily-, spatially-, or taxonomically-limited sampling of the genome space. For example, scientists
sequencing extant genomes are only probing the biosphere as it exists at present. Their generalizations
may not be applicable to conditions on Earth in the near past, e.g., during the Last Glacial Period,
when different selection forces acted on the population. Even more so, their generalizations are unlikely
to be applicable to the distant past when the composition of the atmosphere (and, therefore, of the
biosphere) was substantially different. For example, recall that oxygen levels in the atmosphere where
at the maximum of around 30% about 280 million years ago, and practically zero before the Great
Oxygenation Event approximately 2.4 billion years ago. Even if one focuses exclusively on the present
conditions, one should appreciate that certain spatial regions of the biosphere are under-sampled.
For example, the deepest parts of the ocean and its floor, or deeper parts of Earth’s crust are still
physically difficult to access. Finally, care should be taken not over-generalize beyond the taxa from
which genomic data were obtained, or for which it is parsimonious to extend the findings based on
phylogenetic relationships.

Other sources of bias may result from the limitations of the experimental technologies of genomics.
For example, the technological platform of microarrays, used for expression profiling, can only
measure expression of genes for which probes were pre-selected by the manufacturer of the platform.
Until relatively recently, this meant a set of protein-coding genes of a given species. (At present,
however, that there are also commercial microarrays targeting microRNAs). Moreover, as the features
of the microarray chip are arbitrarily pre-selected, there could be a bias towards well-studied and
highly transcriptionally active genes (Such active genes are also called highly expressed.). It is logical
that genes that are weakly, or temporarily expressed, or expressed in a very tissue-specific manner
were less likely to be discovered using conventional techniques of molecular biology (and pre-selected
for the inclusion on the chip). Additionally, most microarray chips are not designed to discern between
alternative transcripts (In practice, this usually means that the probe or probes on the chip are designed
to target the longest transcript from a reference collection, such as RefSeq [10].).

1.6. Experimentalism and the Laboratory

In the 20th century, there was a social and methodological change in empiricism. Most scientists
became professionals, working in academic or governmental laboratories. Research became routinely
funded through dedicated grant agencies, which were becoming independent of the government.
Women were increasingly involved in the profession. Moreover, casual observations were increasingly
replaced by systematic scientific experiments. Unlike observations of naturalists, scientific experiments
were planned in advance, being designed to test an explicitly stated hypothesis. The setting was
controlled, either in field conditions, or in carefully managed laboratories. Moreover, confounding
variables were controlled for by assigning test subjects randomly to either experimental groups
or the control. There also emerged technical protocols for biochemistry and molecular biology,
highly specialized laboratory chemicals and biological reagents, as well as advanced laboratory
instrumentation (for example, an electron microscope). Thus, natural philosophy was being replaced
by experimental natural science.

With the rise of experimental biology, a new type of heroic scientific figure emerged:
an experimentalist. One of the most outstanding experimentalists in genetics was Thomas Hunt Morgan.
He was originally an embryologist rather than a geneticist. However, Morgan moved later on in his
career to test experimentally several components of the chromosomal theory of heredity. Morgan’s
greatest strength was in the ability to set up sophisticated genetical experiments in well-chosen
and expertly run animal models. For example, Morgan worked on genetical problems in several
experimental animal models that he mastered in his laboratory, especially in the fruit fly [11]. A further
strength of these experiments lied in the fact that they were quantitative; for example, Morgan not
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only demonstrated inheritance linked to sex chromosomes, but also constructed first quantitative
chromosomal maps (Morgan’s student used frequencies of crossing-over between six sex-linked loci
on the X chromosome of the fly as the proxy measure of chromosomal distances [12].).

1.7. The Theory of Experimentalism

The work of practical experimentalists such as Morgan was complemented by the development of
the theory of empirical knowledge. A set of increasingly well-understood practices, known presently
as the scientific method, was being developed, studied, and codified. The scientific method integrated a
range of disparate tasks, including: (1) constructing scientific instruments, (2) formulating hypotheses
and designing experiments, (3) making observations and recording results, (4) statistical data analysis
and interpretation, (5) modeling and formulating generalizations or new scientific laws, and (6)
developing theories about how science works.

Note that early theoretical insights into experimentalism tended to be made by applied statisticians.
For example, an English statistician, Sir Ronald Aylmer Fisher pioneered many practical methods for
the analysis of experimental datasets, and made advances in the theory of the design of experiments,
randomization, and the optimal sample size [13].

In parallel, a group of German-speaking philosophers known presently as logical empiricists [14]
formed an academic and social movement devoted to promoting science as a social cause and a set of
methodological doctrines (The members of these social groups met in 1920s and 1930s in the so-called
Vienna and Berlin circles. Later, many of them emigrated to Anglo-Saxon countries, where they were
active in 1940s.). Logical empiricists promoted the idea that experiments must be intertwined with
logical analyses [14]. In other words, there was a broad understanding among logical empiricists
that experimentalism was no mindless collecting of facts. According to logical empiricists, a scientist
advances new hypotheses through logical analyses of old theories and data. The best hypotheses
are then prioritized for experimental testing. Logic is then employed again to develop insightful
interpretations of results.

Of course, the theory of experimentalism has continued to develop since the peak of the activity of
logical empiricists. Philosophers of the following generations argued critically that logical empiricism
presented a sort of sterile, overly idealized vision of the scientific method. In particular, Thomas Kuhn
argued that social and historical factors must also be taken into account. He argued that science
effectively developed in a series of socially-conditioned paradigm shifts [15], in which dominant
personalities, fashions, or the socio-economical context could be just as important as scientific methods
and facts.

At the end of this section, I would like to argue that the need for interplay between empiricism
and logical analysis is well illustrated in the story of the gene. For example, Mendel’s experimental
results would have probably been completely overlooked if there were not accompanied step-by-step
by insightful logical analyses. First, Mendel proposed, inspired by intuition, that discrete particles
were the bearers of hereditary information. In the second step, the experiments on hybrids of varieties
of Pisum sativum were designed. These two initial steps were logico-analytical. In the next step,
the model was verified empirically. In the final step, the implications of confirmatory results were
logically considered by Mendel, leading to the crystallization of his paradigm of heredity.

Moreover, Mendel’s theory is also an example of a socially-conditioned scientific paradigm shift
of the type postulated by Thomas Kuhn. The Mendelian theory was a radical intellectual revolution
replacing pre-scientific views on heredity dominant until the 19th century, in particular the blending
theory of inheritance [16]. Gregor Mendel was uniquely positioned to lead the revolution having had
education in physics and philosophy, and social background in agriculture. The monastery supported
his education and experiments. Note that Mendel’s mathematical skills were probably developed
when studying physics. In contrast, the strengths of Charles Darwin and his fellow English naturalists
were not strong in mathematical skills and invested their energies in travels and sample collecting.
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Presently, some theoreticians like to argue that a new paradigm shift in genetics is on the
horizon. According to this view, the Mendelian paradigm may need to be updated to accommodate
new genome-wide evidence for adaptive mutations, as well as data generated in the field of
trans-generational epigenetic inheritance [16]. There can be little doubt that data-mining of genomic
datasets will play a key role in this process.

1.8. Reductionism

In the history of 20th century genetics, molecular biology played the role of a reducing theory
with respect to classical genetics [17,18]. In the case of molecular biology, reductionism [2] means
physicalism (Note that there is a related idea in reductionism that breaking a system down into smaller
and smaller modules will enable a biologist to understand the large system in fullness. For this to work,
the system under consideration needs to be modular, i.e., composed of independent and self-contained
units.). Physicalism is a claim and a research program suggesting that biological phenomena can
be described and explained first as chemical facts, and in a further reductive step, using the laws of
physics, also as physical facts.

Moreover, physicalism was interpreted as the basis for scientific and social progress by the
movement for the Unity of Science (this was a group within logical empiricism led by socially-active
Otto Neurath). In this radical perspective, empiricism marches towards a comprehensive scientific
conception of the world, where all experimental knowledge is unified by low-level chemical and
physical principles. If this were true, the molecular interpretation of the gene would need to have the
power to explain everything that the classical gene could, but do this with more detail and correctness.
However, is this really the case? The difficulty lies in the fact that radical reductionism is a research
program with a fundamentalist agenda. The agenda extends beyond a pragmatic need for providing
useful molecular facts illuminating old biological problems. Radical proponents of reductionism would
like for all biological explanations and research programs to progressively follow the reductionist
pattern set by biochemistry and molecular biology. Ultimately, radical reductionists desire all scientific
theories to be based exclusively on physicalism. In the opinion of most theoreticians and philosophers,
this is neither possible nor desirable in genetics. The following section explains why this is the case.

1.9. Anti-Reductionism

Anti-reductionists, who include most philosophers of biology, oppose the ideology of radical
reductionism. In particular, anti-reductionists view physicalist explanations as mostly unnecessary,
frequently unrealistic, and sometimes even dangerously misleading. Anti-reductionists claim that a
scientist dogmatically following the physicalist principle would ultimately develop a kind of conceptual
myopia. That is to say, a radical follower of the ideology of reductionism would obsess about details,
but fail to see the big picture. To use a popular idiomatic expression, they could not see the forest for
the trees. In fact, a dogmatic reductionist might be tempted to claim that there is no such thing as a
forest, that every tree must be considered in isolation and on its own.

It is, therefore, clear that by logical extension the ideology of radical reductionism would lead to
a kind of conceptual eliminativism toxic to scientific discourse. For example, an eliminativist might
claim that the concept of the gene should be abandoned altogether, in favor of the exclusive focus on
the function of individual DNA base pairs. Metaphorically speaking, the elimination of all higher-level
concepts would be akin to a massive cerebral infarction. Genetics based on such principles would be
merely a mindless collecting of facts. In genetics, there are many examples of useful high-level concepts
that are too far removed from the physics of a single atom or the chemistry of a single molecule for
reductionism to be a useful approach. Examples include quantitative traits, multi-genic diseases,
enzymatic pathways, signaling networks, pleiotropy, and complex loci.

Anti-reductionists can forcefully claim that the high-level concepts must not only be retained, but
become the focus of analysis in order to interpret irreducible complexity. Presently, anti-reductionism
is becoming equal in importance in genetics to the reductionism of molecular biology. This is leading
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to the development of a new sub-discipline—systems genetics. Systems geneticists use high-level
concepts such as signaling pathways and networks to interpret genome-wide association studies.

1.10. Statistical Data Analysis

Statistical tools are essential for the organization, display, analysis, and interpretation of empirical
data. It is, of course, beyond the scope of this paper to discuss the development of statistics. Historical
material is widely available [19]. I will limit myself to noting that early tools of the biometric
school, developed by Francis Galton and Karl Pearson, were conceptually better suited for the
analysis of observational studies rather than experiments. Indeed, these tools were developed for
surveys of demographic data, or mapping of human characteristics (such as height or weight) in very
large populations.

In contrast, biological experiments presented with themselves a different set of challenges.
The essence of a statistical analysis of an experiment is to compare sets of observations (i.e., experimental
groups versus control). In biological experiments, there quickly emerged a problem of the small
numbers of individual observations in the sets compared. The numbers tended to be small for
practical reasons, such as limited budgets, limited manpower, lack of space in experimental facilities,
or difficulty in sourcing biological specimens. As such, small samples are associated with sampling
errors (in addition to the measurement error and biological randomness). As a result, biometric
methods, developed for large populations, were both too complicated and too inaccurate to be useful
for biological experiments. The problem became known as the small sample problem. The problem
was only properly addressed by the second generation of statistical tools, pioneered by William Sealy
Gosset, and developed further by Ronald Fisher [13] (Fisher also initiated work on statistical tools
for the analysis of experimental groups employing the analysis of variance—ANOVA—rather than
more established analysis of means. Moreover, he begun work on a theoretical framework—Fisher
information—for the prediction of minimal sample sizes necessary to detect experimental effects of a
given magnitude.).

Note that many contemporary genomic applications work well within the Fisherian framework
of small-sample-problem-aware parametric statistics. This is the case when one encounters typical
measurement and sampling errors (for example, in microarray studies with several replicates in each
experimental group).

In other situations, data analyzed are not a random sample from any population. Indeed,
individual genome projects are not at all experiments. They are more similar to maps in cartography. In
other words, sequences of individual genomes present themselves as they are—without any sampling
error. That is to say, there is only one consensus genome sequence for the human species, and the
goal of a genome project is to map the genome sequence completely and accurately. As there is no
population of sequences that is sampled, the most fundamental assumptions of Fisherian parametric
statistics are grossly violated.

Fortunately, genomics datasets emerged at the end of the 20th century, when substantial
computational resources were easily available—even on office computers. Presently, even laptop
computers are frequently sufficient to analyze genomics datasets. This makes it rather practical to
apply permutation and randomization methods, which are free from the assumption of random
sampling. Such methods were known since Fisher’s times, but were initially rarely used due to
their computational intensity [20]. In the case of observational studies, one can apply a permutation
procedure to compute the distribution of the test statistic under the null hypothesis. Typically, a subset
of genomic features is compared against the background of the features in the whole genome (In the
case of experimental studies, one can employ a randomization test [21], in which observations are
randomly assigned to experimental groups, or the control.).

The problem of multiple testing was another statistical challenge frequently met in functional
genomics. For example, there are as many tests as microarray features when comparing sets of
microarrays to identify differentially expressed genes. The problem was quickly recognized in the
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early days of functional genomics at the beginning of the 215 century. As a response, robust and
well-characterized solutions for the problem of multiple testing emerged, such as procedures that
control the rate of false discovery [20].

The current trend in genomics is to transform it to a data science. Increasingly, the most recent
computer science algorithms, such as deep learning, are applied to genomics datasets. We must
however be aware that data science emphasizes practical algorithms, but neglects statistical theory
and statistical inference. On a positive side, we can enjoy pragmatic benefits delivered by powerful
industrial-grade algorithms. On a negative side, there is relatively little understanding of how exactly
these algorithms work, what is their sensitivity and specificity, or against what kinds of inputs they are
likely to fail.

1.11. Scientific Model Building

A scientist is frequently attempting to construct a model for an unknown mechanism [2],
for example to interpret observations or experiments. Scientific modeling is a creative process—an art
for which there are no strict guidelines or firmly established rules. Note that models are never
perfect representations of the material world. They contain many assumptions, idealizations,
and simplifications. Nonetheless, models can be very useful in science if used skillfully for the
right purpose.

A model is a physical, conceptual, mathematical, or probabilistic approximation of a real natural
phenomenon that is of interest to a scientist. In general, the advantage of constructing a model in
science is that it is easier to work with than the mechanism being modeled. One can understand,
visualize, study, or manipulate a model easier than the raw mechanism. One can also use a model to
make abstract mechanisms more concrete. Moreover, a model can be used to discover, that is to get to
know further mechanistic details of the phenomenon under investigation. Finally, a model can be used
to predict a future behavior of the system.

['willnow give an example of a very simple but, nonetheless, extremely influential model in physics.
This is the Copernican model of the solar system. It is frequently said that Copernicus completely
changed the paradigm of astronomy by putting the sun in the center of the solar system [15,22].
This changed the long established orthodoxy of the geocentric model of the Universe due to an ancient
astronomer and mathematician—Claudius Ptolemy (The Ptolemaic model had Earth at the center.).
However, it is less known that the model of Copernicus was so simple that it did not actually produce
better predictions for astronomical data. At the same time, a major advantage of the Copernican system
lied precisely in its geometrical frugality (That is to say, the Copernican model explained observed
data in more parsimonious terms.).

Intellectually, the achievement of Copernicus lied in having the courage to question a long
established orthodoxy that was favored by dominant non-scientific ideologies of the time. Only later,
astronomers proficient at empirical observations and mathematics, such as Galileo, Kepler, and Newton,
provided solid results in support of the heliocentric model. Moreover, additional details of the model
were provided. Circular orbits were replaced with elliptical ones, and the force of gravity was proposed
to explain the movements of planets.

Unfortunately, scientific modeling is less established in biology than in astronomy and physics.
Moreover, the term model is loosely defined in biology. There is also an overlap between how the terms
model and concept are used. A key to being a successful biologist may lie in choosing an appropriate
modeling technique for the mechanism of interest, and for the purposes to which the model is to be
applied. For example, when applied to the gene concept, modeling techniques differ in the level of
mechanistic detail included (see Table 1). At one end of the spectrum, the models could be like the
Mendelian black box—where nothing is known about the mechanism hidden inside. Alternatively,
the models could be like rough sketches characteristic of classical genetics. Finally, there are also
detailed see-through models characteristic of molecular biology (such models resemble transparent
glass boxes).
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Table 1. Several modeling approaches have been applied to the gene concept.

Gene Concept

Modeling Approach

Empirical Evidence

Mendel’s cellular elements.

A black box model. The gene has
certain functions, but nothing is
known about the components of the
genic mechanism, or how they
interact.

Influenced by Darwinian natural history and
associated 19th century evolutionary debates.
Mendel performed experiments, but might
selectively reported them [23].

The gene of classical genetics,
and the chromosomal theory
of heredity.

A sketch (i.e., a semi-transparent glass
box). Mechanistic details are fuzzy,
but the gene has several well-defined
and empirically proven properties.

Initially, the evidence came from field
experiments in plant genetics. Increasingly,
there were also experiments in animal
genetics for which specialized model systems
were set up in laboratories (such as Morgan’s
fruit fly model).

The gene of population genetics.

Mathematical equations. Statistical
analyses. Probability theory.

The observations of genetic variability in
natural or artificial populations. Some
experiments, especially in the context of
artificial evolution.

The molecular gene.

A transparent glass box.

Experiments and genetic engineering
focusing on simplest organisms, to establish
the basic principles. Next, the basic principles
were extended to other species.

The gene of genomics.

A hierarchy of domains and
functional units.

High-throughput screens from the surveys of
populations, or from experimental groups.

The evolutionary gene.

The model includes information on
gene’s evolutionary history, in
particular on the pattern of
duplications and speciation events.
Data-mining strategies can be
anti-reductionist, for example genes
can be grouped and analyzed as gene
families.

Morphological or sequence characters; gene
and protein sequences can be aligned and
phylogenetics trees can be constructed.

The virtual gene.

Computational data integration; data
storage in relational databases.
Data-mining strategies can be
anti-reductionist, for example genes
can be grouped and analyzed as
pathways or networks.

Many kinds of empirical data can integrated
using bioinformatics pipelines and databases.
Data can be browsed using genome browsers,
or data-mined using statistical tools and
visualization.

Nonetheless, models can be very useful in biology as well. For example, Watson and Crick
famously used modeling to discover the structure of DNA. At first, Watson and Crick constructed
two-dimensional models of individual DNA bases. They manipulated the bases manually—seeking to
understand if and how they could pair. Later, they also constructed a three-dimensional (3D) model of
the double helix to visualize the pairing of the strands of DNA (Admittedly, it is true that the model of
Watson and Crick was critically informed by Rosalind Franklin’s original data on X-ray diffraction
patterns generated by purified DNA [24]. Nevertheless, Watson and Crick did show more intellectual
courage and good judgment when constructing their comprehensive 3D model of DNA.). This, in
turn, suggested a likely mechanism of DNA replication. This is just one example of how important
modeling can be as a part of logical analysis, providing generalizations and concepts as added value to
raw empirical observations.

2. Practical Examples of Genomic Analyses

A few published examples will be given and discussed. The examples will be re-interpreted in
the light of the theoretical material discussed in Part I. In particular, I will ask whether a genomic
analysis under consideration followed reductionist or anti-reductionist principles. I will also inquire
whether the empirical method employed was an observational survey—conceptually analogous to a
map. Alternatively, an analysis might have been more akin an experiment—conceptually analogous to
a test of hypothesis (A summary of the examples is given in Table 2.).
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Table 2. Examples of data-mining of genomics datasets. Examples of reductionist and anti-reductionist
data-mining strategies in genomics are given. Analytical strategy and the focus of the analysis are
specified, as well as the type of evidence and the main result.

Focus. .
Strategy (Evidence) Main Result Reference

A correlation between the size of promoter

Promoter architecture and the breadth of expression
(An integrative survey of ~ was detected.
. . . . [25,26]
functional genomic Transcription factors with the strongest
datasets.) contribution to housekeeping expression
were identified.
Reductionist First, an integrative data-mining procedure
was used to clone the most
endothelial-specific genes. The procedure
Gene was combined with experimental
(A meta-analysis with verification. [27,28]
experimental follow-up.) ~ Subsequently, one of the most
endothelial-specific genes — ROBO4 —
was found to be expressed in sites of active
angiogenesis.
The analysis of the gene family of
Gene family roundabouts suggested that magic
(An integrative survey of =~ roundabout (ROBO4) is an [29]
multiple genomics endothelial-specific ohnolog of ROBOL1.
databases.) ROBO4 neo-functionalized to an essential
new role in angiogenesis
The evolution of the TGF-beta signaling
Anti-reductionist Signaling pathway pathway in the animal kingdom was
(A survey of 33 animal analyzed. The components of the pathway  [30]
genomes.) were found to have emerged with the first
animals, and diversified in vertebrates.
Signaling network 2R-WGD was found to have remodeled the
(An integrative analysis ~ signaling network of vertebrates. This
of an evolutionary macro-mutation facilitated the evolution of  [31]
database and a signaling  key vertebrate evolutionary novelties and
network.) environmental adaptations.

2.1. A Survey of Individual Endothelial-Specific Genes (Which Followed Reductionist Principles)

Let me start with some background information necessary to understand this example. Vertebrates,
a clade that includes the human species, are animals with complex body plans and hundreds of different
cell-types. Although, evolutionary biologists do not like to designate any taxon as more advanced
than others, it is a fact that vertebrate animals have more tissue- and cell-types than any other group
of organisms on Earth. How do vertebrate cell types differ between each other? The answer is that
all cells in the human body have the same genome, however, different cell types follow different
differentiation trajectories. During differentiation, the epigenome is modified and different sets of
genes are sequentially activated to be transcriptionally expressed. Thus, differential expression of genes
defines individual cell types. This is true both during development and in terminally differentiated
somatic cells.

The example under consideration in this section focuses on one of somatic cell types. This is
the endothelial cell (EC) type, which is spread throughout the body, being present in all tissue types.
The endothelium is a single layer of cells lining the lumen of the cavities of blood vessels. Note that
evolutionarily ECs are unique to vertebrates, as there is no true endothelium in invertebrates [32]
(Remarkably, the endothelium is present in every vertebrate species without exception. This is
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because the endothelium emerged along with the pressurized circulatory system characteristic of the
vertebrate clade.).

The endothelium plays a primary structural role in maintaining the integrity of blood vessels.
At the same time, ECs are not just a passive structural barrier. These cells have functional roles in
addition to their structural role within the vasculature. For example, ECs are a primary instrument of
angiogenesis—that is the process of the sprouting and growth of new blood vessels from pre-existing
blood vessels. However, the EC cell type is remarkably active, taking part in many physiological
processes besides angiogenesis. These processes include the regulation of vascular permeability,
the control of hemostasis, the regulation of blood pressure, as well as the recruitment of immune
cells. The versatility of ECs is reflected in a rich set of endothelial transcripts, many of which are
preferentially expressed in ECs or even entirely specific to this cell type.

Inspired by the fact that the rich repertoire of genes expressed in ECs characterizes this cell type,
Huminiecki and Bicknell set out to identify through transcriptomics the most endothelial-specific genes.
Broadly speaking, their strategy was an integrative meta-analysis of functional genomic databases
followed by experimental verification [27]. In technical terms, the analysis consisted of two parts.
The first part was a computational meta-analysis of pooled datasets generated from a number of
libraries based on several different genomic technologies. The datasets were available in the public
domain (Note that the datasets analysed in the computational part included genomic surveys, as well
as genomic experiments. For example, one of the experiments in the meta-analysis was a comparison
of transcriptomes from the cell culture of human microvascular ECs with or without angiogenic
stimulation. The angiogenic stimulation consisted of cell culture in the medium with added vascular
endothelial growth factor. In the surveys, only libraries from ECs cultured in standard conditions
were analysed: there were no additional experimental factors.). The goal of the meta-analysis was
to computationally identify consensus endothelial-specific genes. The consensus predictions were
then prioritized for empirical verification. In the empirical verification, RNAs from a small panel of
endothelial and non-EC cell types were used to test whether the consensus predictions were indeed
endothelial-specific in their spatial expression pattern.

Conceptually, I argue that Huminiecki and Bicknell took a reductionist approach to the analysis of
the endothelial transcriptome. This is because the authors strived to identify individual genes that
were expressed most specifically in this cell type. Crucially for the reductionist argument, the authors
assumed that the essence of the endothelial transcriptome could be discerned by looking at individual
genes independently of each other—rather than by looking at signaling or metabolic pathways or
networks. Moreover, Huminiecki and Bicknell assumed that sufficient insights could be derived
just by looking at finally differentiated ECs, without an analysis of progenitor cells or differentiation
trajectories (Note that an analysis of differentiation would be technically much more difficult. Such an
analysis would have to include time courses and multiple cell types).

2.2. A New Genomic Technology for the Analysis of Individual Promoters

A reductionist wants to divide a problem into smaller and smaller parts. This strategy is frequently
facilitated by the emergence of a new laboratory technology, which typically allows one to look at a
given biological mechanism in more detail.

For example, surveying the mechanism of gene expression at a greater resolution recently changed
scientists’ view on the diversity of the transcriptome. Namely, a new technology for the detection
of transcription, called Cap Analysis of Gene Expression (CAGE), allowed scientists to map gene
expression at the level of individual base pairs [33]. Previously, microarrays typically only measured the
expression signal of whole genes, ignoring the fact that most genes have multiple alternative promoters
and transcriptional start sites—TSSes. Thus, the essence of the technological advancement brought
about by CAGE is that one can characterize individual TSSes across the entire genome. Therefore,
there is more detail and no bias is introduced by pre-selecting genomic features.

143



Entropy 2020, 22, 942

In recent practice, CAGE technology was employed by an international research consortium for the
functional annotation of the mammalian genome (FANTOMS), led from Japan, to map gene expression
in human and mouse genomes [34]. The survey performed by FANTOMS5 was comprehensive;
consortium’s expression data included profiles of 952 human and 396 mouse tissues, primary cells,
and cancer cell lines. The map of transcription generated by the consortium demonstrated that most
mammalian genes have multiple TSSes (and accompanying promoters located in the brackets of
3000 base pairs upstream/downstream of the TSS [26]). Moreover, alternative promoters can differ in
expression patterns they drive [34], and in the structure of resulting transcripts (Interestingly, some of
the variability in transcripts produced was previously known in the literature. But the variability was
attributed to alternative splicing rather than to the existence of alternative TSSes.).

Furthermore, the map of gene expression generated by FANTOMS became a reductionist research
tool for dozens of other projects. For example, researchers used this dataset to map a correlation between
the size of the architecture of a promoter, and the breadth of expression pattern the promoter drives [25].
In a further reductionist step, it was even technically feasible to survey separate contributions made
to the housekeeping gene expression pattern by individual kinds of transcription factor binding
sites located within the proximal promoter [26,35]. This, again, underlines the power of reductionist
strategies in genomics. Indeed, many insights can be achieved by dividing the problem at hand into
smaller and smaller parts, and analyzing it at a greater resolution.

2.3. An Anti-Reductionist Analysis of the Evolution of an Entire Signalling Pathway

In the next example, Huminiecki et al. [30] followed anti-reductionist principles in an evolutionary
context. The approach could be dubbed: evolutionary systems genetics. The empirical method
employed was a survey of genomes, conducted from an evolutionary perspective (rather than a
test of an experimental hypothesis). Specifically, the paper focused on the emergence, development,
and diversification of the transforming growth factor-g (TGF-f) signaling pathway.

Some background information is necessary to illuminate the narrative of the paper. It must first
be mentioned that most genes belong to gene families, which are derived through consecutive cycles
of gene duplication. In animals, gene duplication is the most important source of new genes and new
cellular functions for the evolutionary process. However, genes usually duplicate individually: that is
one at a time. Whole genome duplication (WGD) is a rare and dramatic evolutionary event, a so-called
macro-mutation. In a WGD, all genes duplicate simultaneously (this is known as polyploidization).
In 1970, Susumu Ohno suggested that a WGD event, termed 2R-WGD, occurred at the base of the
evolutionary tree of vertebrates [36]. More recently, the 2R-WGD hypothesis received a lot of empirical
support from genome sequences analyzed using sophisticated algorithms aiming to detect WGDs [37].

Huminiecki et al. also investigated the 2R-WGD hypothesis using genome sequences, but the
authors focused exclusively on the components of the TGF-f pathway. Altogether, there are eight
intra-cellular transducers (Smads) for the pathway in the human genome, accompanied by twelve
different TGF-p receptors. After a survey of homologs of these human genes in 33 animal genomes,
Huminiecki et al. deduced using the principles of parsimony that the evolutionary emergence of the
TGF-B pathway paralleled the emergence of first animals. The pathway can be inferred to have initially
existed in a simplified ancestral form, including just four trans-membrane receptors, and four Smads.
This simple repertoire of the components of the ancestral pathway is similar to that observed in the
extant genome of a primitive tablet animal in the species Trichoplax adhaerens. However, the pathway
expanded in the evolutionary lineage leading to humans following 2R-WGD.

The interpretation of the above genomic screen focused on the following evolutionary hypothesis.
The increase in the number of components of the pathway probably paralleled an increase in complexity
of biochemical functions that the pathway could carry out, as well as an increase in cellular/organismal
processes in which the pathway played a role. Note that progenitors of first animals were probably
colony-forming organisms, similar to colonial choanoflagellates, with little specialization of cell-types.
Accordingly, the primitive TGF-§ pathway was probably only involved in sensing nutrients, or in
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mediating adhesion and attachment to solids (This ancestral function is probably still present in
taxa Placozoa and Porifera.). However, the pathway gained an important role in cellular transfer of
signals as numerous specialized cell types that emerged in true multicellular animals. (This function
still corresponds to the role fulfilled by the pathway in invertebrates.) The TGF-g pathway further
gained in complexity with the emergence of vertebrate animals—becoming a sort of super-signaling
engine capable of communicating diverse stimuli and fulfilling a bewildering variety of biological
roles. Indeed, the versatile vertebrate version of the pathway functions in many diverse physiological
processes. These processes range from development, through organogenesis, to the control of stem
cells, and even in immunity.

Note that the conclusions reached by Huminiecki et al. were only possible after the anti-reductionist
analysis. The entire TGF-$ pathway had to be analyzed in parallel—consisting of all its receptors and
intra-cellular signal transducers in as many animal genomes as possible. A reductionist analysis of
individual components, gene-by-gene or exon-by-exon, performed no matter with how much attention
to detail, could not deliver the synthesis and relevant insights.

Another methodological point is that an evolutionary analysis of the type undertaken by
Huminiecki et al. is not an experiment but instead a type of systematic and deliberate observational
study, carried out on sequences from extant genomes. Needless to say, an experimental test of a
hypothesis on such extensive evolutionary timescales would be impossible.

2.4. An Anti-Reductionist Analysis of the Evolution of the Entire Vertebrate Signalling Network

Following the aforementioned anti-reductionist analysis of the TGF-f pathway, Huminiecki and
Heldin broadened their investigations. That is to say, the impact of 2R-WGD on the evolution of the
entire vertebrate signaling network was analyzed in a follow-up paper [31]. Specifically, Huminiecki
characterized in the follow-up paper the impact of 2R-WGD on the functionality of the whole cell
(and the organism). What matters most for the purpose of the current review is that the above
analysis had to be anti-reductionist. The global trends could have never been discovered by looking at
individual genes in isolation.

The authors identified functional classes of genes that 2R-WGD had greatest impact on. In terms
of their biochemical roles, these were signaling genes (i.e., ligands, receptors, intracellular transducers),
as well as transcription factors effecting the responses of signaling pathways. In terms of the
corresponding biological processes, genes preferentially retained following 2R-WGD provided emergent
vertebrates with their specific evolutionary novelties. These included (1) the finely-tunable machinery
of cell-cycle, (2) multi-compartment brains wired by neurons endowed with versatile synapses, (3) a
pressurized circulatory system and a heart that powers it, (4) dynamic musculature and bones which
facilitate active locomotion, and (5) adipose tissue that facilitates thermoregulation. Clearly, the above
set of evolutionary novelties powered the radiation of vertebrates, and kick started their subsequent
evolution on land.

Can the above trends be generalized to a universal scientific law? It turns out that the answer is
‘yes’, but only partially. Specifically, preferential retention of signaling genes and transcription factors
after WGDs is a general law. This is because similar conclusions could be reached following analyses
of WGDs in animals, plants, yeasts, and protozoans [37]. WGDs rather than duplications of individual
genes facilitate the evolution of cellular network hubs and rewiring of the cellular network. At the
same time, genomic evidence for WGDs can be only rarely observed in animals, but rather frequently
in plants (This is probably due to reproductive differences.).

3. Conclusions

The take-home message is that the choice of an appropriate model of the gene strongly depends
on the goals of a multidimensional analysis. This is because alternative models of the gene are on a
broad spectrum strongly differing in the level of physical and chemical detail being modeled. The right
approach will vary depending on many factors, for example depending on the sub-discipline of genetics,
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the hypothesis being tested, the design of the experiment, statistical methods used, and whether the
study is of purely academic, translational, or industrial interest. Indeed, it is critical to choose the
optimal level of abstraction for various genetical concepts in a computational project. The scientist and
the statistician should discuss their strategy in advance. Such decisions are of equal importance to the
choice of an optimal experimental design and a sensitive statistical test.

Indeed the alternatives available are broadly varied. The optimal choice of the model of the gene
may fall somewhere on the spectrum close to radical reductionism (which is similar in spirit to the
methods of molecular biology, biochemistry, or even organic chemistry). Such approaches will strive
to directly model chemical and physical phenomena for individual molecules, or even atoms. At the
extreme end of the spectrum, a computational geneticist might even strive to model the quantum
phenomena within individual atoms (For example, if the intention was to understand how mutagens
interact with the stacked arrangement of bases in nucleic acids).

Alternatively, it might be preferable to employ an anti-reductionist strategy. I illustrated this
with examples from my own work, focusing on the TGF-g signaling pathway (example 3) or on the
vertebrate signaling network (example 4). The examples served to illustrate the principle but were
by no means comprehensive in their representation of the field. Indeed, various anti-reductionist
strategies are currently widely employed in both biology and medicine. Analyses of different kinds of
biological networks are being applied to either theoretical or practical problems. The networks include
not only signaling pathways, but also protein interactions, metabolic pathways, or transcriptional
networks. Indeed, there emerged whole new fields of research such as systems genetics, network
biology [38], or network medicine [39,40]. For example, in systems genetics, databases of cellular
protein interactions and signaling pathways are being used to model the inheritance of complex traits
and to interpret the results of genome-wide association studies [41,42]. In cancer research, mutations
are being put in network context to predict tumor subtypes, or to identify key signaling hubs that might
be attractive targets for pharmacological anti-cancer interventions [43] (Note also that a cancer signaling
map [44] was re-used by me in an evolutionary context in example 4.). Indeed, the anti-reductionist
approaches vary widely over different inputs, across varying biological networks, and depending
on accepted performance metrics. Therefore, benchmarking studies comparing the performance of
different algorithms proved useful in highlighting their respective strengths and weaknesses [45,46].

Unfortunately, there is still not enough recognition in the literature of the theoretical importance of
the choice of either a reductionist or an anti-reductionist agenda for data-mining. Moreover, there are
few formal guidelines for the choice of the suitable model of the gene to fit the purposes of a given
genomic analysis. This review hopes to be of some help in defining the challenge and setting up the
stage for fuller theoretical and statistical considerations in the future.
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Abstract: Over the last decade, gene set analysis has become the first choice for gaining insights into
underlying complex biology of diseases through gene expression and gene association studies. It also
reduces the complexity of statistical analysis and enhances the explanatory power of the obtained
results. Although gene set analysis approaches are extensively used in gene expression and genome
wide association data analysis, the statistical structure and steps common to these approaches have
not yet been comprehensively discussed, which limits their utility. In this article, we provide a
comprehensive overview, statistical structure and steps of gene set analysis approaches used for
microarrays, RNA-sequencing and genome wide association data analysis. Further, we also classify the
gene set analysis approaches and tools by the type of genomic study, null hypothesis, sampling model
and nature of the test statistic, etc. Rather than reviewing the gene set analysis approaches individually,
we provide the generation-wise evolution of such approaches for microarrays, RNA-sequencing
and genome wide association studies and discuss their relative merits and limitations. Here, we
identify the key biological and statistical challenges in current gene set analysis, which will be
addressed by statisticians and biologists collectively in order to develop the next generation of gene
set analysis approaches. Further, this study will serve as a catalog and provide guidelines to genome
researchers and experimental biologists for choosing the proper gene set analysis approach based on
several factors.

Keywords: gene set analysis; microarrays; RNA-sequencing; genome wide association study;
competitive; self-contained; sampling model; null hypothesis

1. Background

The advancement in genome sequencing technologies has led to the generation of tremendous
volume of high-throughput and high-dimensional biological data [1]. Further, exploiting these data
and drawing valid biological insights has posed a great challenge to researchers across the globe.
For instance, in a gene expression (GE) study, the expression levels of several thousand(s) of genes
are measured in a single experiment and further used for identifying the groups of genes which
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are relevant to the condition/trait under study [2—4]. Earlier, biologists considered this differential
expression (DE) study as the end of their analysis [5]. However, such analysis is the starting point
of a complex process of drawing valid biological insights into high-throughput genomic data [6].
Further, the DE analysis produces a list of associated genes ranked by the ascending or descending
order of the magnitude of computed test statistic(s)/p-values (e.g., Z-score, fold change, t-test, etc.) [3-5].
This is a crucial step undertaken by the experimental biologists and genome researchers to select the
informative genes as well as to obtain a global view of expression changes. Further, to put the long list
of gene-level results into a broader biological context and to further reduce the complexity of analysis,
secondary analytical approaches have been developed by grouping the long list of genes into smaller
sets of related genes. One such approach is gene set analysis (GSA), and one of its popular forms is
called as pathway analysis [7].

In the last decade, GSA has completely shifted the focus in GE and association data analysis
from individual gene to gene set level [7-11]. Further, GSA has been extensively used in complex
disease biology due to the polygenic nature of these disorders. GSA involves testing for association
of sets of functionally related variants/genes, and can provide biological context for multiple genetic
risk factors [12]. Recently, GSA was able to provide biological insights into mechanisms and possible
treatment targets for complex diseases, including schizophrenia [13], bipolar disorder [14], Crohn’s
disease [15], rheumatoid arthritis [16], breast cancer [17], and obesity [18]. Moreover, GSA has also
been applied in plant biology to understand the abiotic stress response mechanisms in Arabidopsis
thaliana, Oryza sativa, Zea mays, and Gossypium raimondii [9,10]. The GSA applications have led to
novel biological hypotheses about the diseases/stress responses, and have suggested new avenues for
molecular drug designing/crop breeding intervention [6,7,10,19-22].

Numerous statistical approaches and tools for GSA are now available for analysis of
high-throughput genomic datasets. This includes GE data from microarrays and RNA-sequencing
(RNA-seq) studies and single nucleotide polymorphism (SNP) data from genome wide association
studies (GWAS). However, many researchers have tried to review the available GSA approaches in
different times, but these are limited to only specific genomic studies. There is no comprehensive review
of GSA approaches and tools meant for these broad spectra of datasets. Further, without sufficient
understanding of the underlying statistical principles of GSA approaches, we may risk drawing
erroneous biological interpretations and statistical conclusions. Moreover, there are minimal studies on
grouping the available GSA approaches. Therefore, in this article, we aim to provide a comprehensive
overview, statistical structure and steps concerning GSA approaches used for high-throughput genomic
data analysis. Further, we classify the GSA approaches and tools based on the type of genomic
study, null hypothesis, sampling model, nature of test statistic(s), etc. We also provide an overview
of the evolution of GSA approaches in terms of different generations rather than reviewing them
individually, along with their relative merits and demerits. Here, we address the key biological and
statistical challenges in current GSA, which need to be addressed to develop the next generation of
GSA approaches and tools.

2. Structure of Gene Set Analysis

The term GSA refers to an analysis of set of genes and does not specifically mean modelling of the
relations among genes in the gene set. Formally, GSA is defined as a secondary statistical approach
used to test the involvement/enrichment of the gene sets with any biological process or pre-existing
bio-knowledge base or quantitative trait. In other words, genes are aggregated to gene sets based
on shared biological or functional properties or any pre-existing bio-knowledge base or quantitative
trait [6]. These bio-knowledge bases include databases of molecular knowledge, i.e., molecular
interactions, regulation, molecular product(s), and even phenotype associations or quantitative traits.
A list of available bio-knowledge bases is given in Supplementary Table S1. In other words, GE and
SNP datasets are used as input for GSA (in the presence of a annotation database) to provide valid
biological insights into various complex diseases (Figure 1 and Figure S1) [7,23]. In fact, GSA has the
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potential to be used for all genomic data analysis, where the output is a long list of genes or transcripts.
For instance, that long list of genes can even come from any upstream analysis including signatures of
co-expressed genes from weighted gene co-expression network analysis [4].

[ | o ]

MlcmarraVs — -- \ [ Gene Set Analysls Approaches |
e e — W

Blolaglcal

msnghts l I
I GSA for both GSA ﬁx both

QO N
GWAS =y OO \/ Microarray & Microarray &
(Genomic RO N GsAonly for RNAseq (L GWAS GSA only
Studies) 3 (Genomic RNA-seq i for GWAS
(Genomu: data) (Gene Set Analysis) information)

Figure 1. Outlines and classification of gene set analysis approaches. (A): Outlines of gene set analysis
approaches; (B): Classification of gene set analysis approaches for high-throughput sequencing studies.

2.1. Units of Gene Set Analysis

The functional unit of GSA is the gene set, which can be defined as any group of genes that share a
particular property, i.e., involvement in a common biological process or any pre-existing bio-knowledge
base [7,12]. Through GSA, a gene set that shares a common property is tested for its association
with the trait or phenotype under study [24]. For this purpose, a wide range of GSA approaches
and tools are available for high-throughput sequencing studies. These tools have differences in
underlying statistical principles and practices, but there are similarities among the available tools
in terms of statistical structure. For instance, GSA for GE studies has a two-tier structure [12,25]:
(a) computation of gene level statistic(s); and (b) bi-variate statistical testing to compute the test statistic
or p-value for the gene set. However, GSA for GWAS has a three-tier structure: (a) computation of SNP
level statistics; (b) associating SNPs to genes and computing gene-level statistics from SNP statistics;
and (c) computation of enrichment statistic or p-value or False Discovery Rate (FDR) for the gene set.

2.2. Hypotheses in Gene Set Analysis

The available statistical approaches for GSA greatly vary with respect to underlying statistical
tests and hence depend on the formulation of the null hypothesis [6,11,23]. These null hypotheses can
be grouped as self-contained and competitive [26]. In the usual set up of GE studies (or GWAS), genes
(or SNPs) that are significantly associated with a trait/phenotype are identified and then evaluated,
whether the significantly associated genes (or SNPs) tend to cluster in predefined gene sets or not.
For instance, the self-contained null hypothesis can be framed as, Hy: genes/SNPs in predefined
gene sets are not associated with the underlying trait (phenotype) against alternate Hy: genes/SNPs
in predefined gene sets are associated with the trait (phenotype). The statistical approaches with a
self-contained null hypothesis are called as self-contained approaches of GSA and they only consider
the genes (SNPs) in the predefined gene sets. Statistical tests of GSA with a competitive null hypothesis
are known as competitive GSA approaches, and the underlying null hypothesis can be expressed
as, Hy: genes/SNPs in predefined gene sets are associated with the underlying trait (phenotype) as
much as are genes/SNPs outside the predefined gene set, against Hy: genes/SNPs in predefined gene
sets are more associated with the trait (phenotype) than genes outside predefined gene set. Here,
the competitive GSA approaches consider genes (SNPs) from both the predefined gene set and the
outside gene set [6,10]. The self-contained null hypothesis is invariably more restrictive than the
competitive null hypothesis.
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2.3. Sampling Models in Gene Set Analysis

The enrichment significance of a gene set is assessed through p-value or adjusted p-value or FDR
after multiple testing correction (i.e., lower values indicate more enrichment and vice-versa) computed
from a statistical test. Further, these statistical tests are commonly based on experimental designs
having subjects/genes as units. On such statistical designs, different sampling procedures are rigorously
used to obtain the distribution of the test statistic(s). Here, two types of sampling models are used in
GSA: (i) subject sampling model; and (ii) gene sampling model.

2.3.1. Subject Sampling Model

Classical statistical tests are based on an experimental design having microarray/RNA-seq samples
as subjects, where each subject has the same set of (GE) measurements [6,10,24]. In the usual supervised
setting, the sampling model consists of M independent realizations (for M subjects) of (X1, y1), (X2, ¥2),
coo s (Xs, ¥s), - .-, (XM, ym), where, X, represents the N-dimensional vector (N: total number of genes)
of the GE levels for s-th subject and y; is the corresponding class label (e.g., case: +1 vs. control: —1),
s=1,2,..., M. Therefore, M expression levels of different subjects are assumed to be independently
and identically distributed (iid), but expression levels of genes within the same subject may be
correlated for a given condition. Usually, resampling procedures like bootstrap and permutation
procedures are used on such models for gene [4,27] as well as gene set testing [6,28]. The statistical
combination of subject sampling model and a self-contained null hypothesis provides a reliable
platform for valid computation of p-values with easy interpretation and close relation(s) with single
gene (or SNP) testing [29].

2.3.2. Gene Sampling Model

In GSA, 2 x 2 tables are extensively used to statistically fit a Hypergeometric distribution [6,30].
The underlying model of a 2 X 2 table is a gene sampling model. Further, each cell of such a table
is filled with a sample of genes, each of which is drawn at random from the gene space (i.e., set of
genes in the data). Here, in this sampling model, each sampling unit (i.e., gene) can be subjected to
two fixed set of indicator measurements, i.e., (A, B), where, (i) A (1 or 0) indicates whether the gene
is a part of the predefined gene set or not and (ii) B (1 or 0) indicates whether that gene is in the
list of differentially expressed genes or not [6,10]. Further, the gene space can be formalized into a
population having N units (for N genes) and shown as: (Ay, B1), (A2, B2), ..., (A, B), ..., (AN, Bn)-
The competitive null hypothesis is popular and easy to formulate in a gene-sampling model setup [23].
Here, the gene sampling model may be considered as a mirror image of classical subject sampling
model [27]. The gene sampling model considers the sampling units as iid, which assumes that genes
are independent. Such assumptions are highly unrealistic, and the p-values computed using such
models are statistically invalid for further interpretations. Hence, gene sampling models are quite
complex and delicate as compared to a subject sampling model and need the utmost care while using.

3. GSA Approaches for High-Throughput Genomic Studies

The GSA approaches can be grouped based on different high-throughput genomic studies,
as the underlying nature and distributions of the datasets are different (Supplementary Table S2).
A classification of GSA approaches with respect to their application to genomic studies is shown
in Figure 1. Initially, the GSA approaches were developed for microarrays (i.e., microarrays
GSA) and subsequently extended to RNA-seq and GWAS data analysis (Figure 1). For instance,
gene set enrichment analysis (GSEA) was originally developed for microarrays, and subsequent
extensions of GSEA, i.e., SeqGSEA and GSEA-SNP were introduced to analyze RNA-seq and SNP
datasets respectively.
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3.1. Microarrays GSA

Huge amounts of GE data from microarrays are available in public domain databases
(Supplementary Table S3), which need to be analyzed for drawing valid biological insights into
such datasets. Therefore, several GSA methodologies have been developed for this purpose.
The classification of GSA microarrays is shown in Figure 2, which illustrates the evolution of GSA
approaches over time in terms of the requirement of annotation information, sampling model, various
null hypotheses under statistical tests. Moreover, the work on GSA started with the immediate
need for functional analysis of microarray data based on gene ontology (GO) that gave rise to over
representation analysis (ORA), which evaluates the statistical significance of gene sets in a particular
pathway/functional category [21]. It is also referred to as a 2 x 2 table method [6], due to the fact that
ORA approaches are mostly based on 2 x 2 tables and gene sampling models. The most commonly used
statistical tests in ORA approaches/tools are hypergeometric, chi-square or binomial tests [20,31,32]
(Supplementary Document S1). However, despite the extreme popularity and ease of execution,
the ORA approaches also suffer from limitations, as listed in Table 1. The ORA form of analysis of gene
sets can also be labelled as first generation of microarrays GSA.

| Gene Set Analysis Approaches for Microarrays |

Annotation Information required ] [ Annotation Information not required |
‘ Based on hypothesis l
Hg:Genes in G are at most Competiti Self-Contained
as often over-represented [ ]
with the QTL/GO/Pathway T < o
as the genes notin G est statistic
‘ I [ Cate; i
" gory | Category |l Univariate Multivariate
GO DE | | pathways T li ling Model
: I ays |[ QTL | Sub. { model Gene sampling Mode! (Genelevel)  (Gene set level)
Tools: Tools:  Tools: GSAQ + Based on outcome Hy: None of
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Figure 2. Classification of gene set analysis approaches and tools available for microarrays. Schematic
representation of the breakup of GSA methods available for microarrays data analysis based on
statistical tests (i.e., null hypothesis, test statistic(s)) and requirement of annotation databases. G: Gene
set; * Tools require normalization of data prior to application.

In most of the cases, the gene annotation information is either incomplete or totally unavailable;
therefore, another class of GSA approach was developed. These approaches include the Enrichment
Score (ES) form of GSA [33], starting with the landmark work on enrichment analysis of gene sets
(i.e., GSEA) [8,24]. Subsequently, several other statistical approaches, algorithms and tools were
developed for assessing the significance of gene sets in interpreting the high-throughput microarray
data. The ES based GSA approaches greatly vary among themselves with respect to underlying
statistical tests and sampling models. However, there are also commonalities among these ES based
approaches in terms of execution, which is given in Supplementary Figures S1 and S2. The major
steps for such approaches include initial computation of the gene-level statistic(s) using GE data under
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two contrasting conditions (Figures S1 and S2). For instance, correlation of expression measurements
with phenotypes/traits [34], ANOVA [35], Q-statistic [26], signal-to-noise ratio [24], t-statistic [3], fold
change [36], Z-score [37], etc., are implemented in contemporary ES based tools. There is a wider
choice for gene-level statistic(s), ranging from parametric to non-parametric, for GSA. However,
the selection of a gene-level statistic has a negligible effect on identification of significantly enriched
gene sets [30]. When there are few biological replicates available, a regularized statistic may be
preferred [30]. The second step is aggregation of gene-level statistic(s) for all genes in a gene set into a
single gene-set level statistic (Figure 3). This includes the computation of gene-set level statistic using
multivariate or univariate techniques (Figure 2). The former accounts for interdependencies among
genes, while the latter disregards the same among genes distributed across the gene set. The currently
available ES based GSA approaches/tools include Kolmogorov-Smirnov (KS) statistic, weighted KS
statistic [24,33], sum, mean, or median of gene-level statistic [38], Wilcoxon rank sum [39], Max-mean
statistic [8], etc. under univariate category. Moreover, multivariate category includes global test,
ANCOVA, etc. for computing gene-set level statistic [26]. Interestingly, multivariate statistic(s) are
expected to have higher statistical power, but univariate statistic(s) actually show more power at a
higher level of significance (e.g., 0.1%) in real biological data, and equal power as the former at lower
level of significance (e.g., 5%) [40].
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l l Based on hypothesis |
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Figure 3. Classification of gene set analysis approaches and tools available for RNA-seq data analysis.
Schematic representation of the breakup of GSA methods available for RNA-seq data analysis based on
statistical tests (i.e., null hypothesis, test statistic(s)) and requirement of annotation databases. The first
level of branching of the GSA methods based on their adaption from Microarrays practice to fit RNA-seq
data as well as those specifically designed for RNA-seq. Subsequent branching depends on the different
null hypotheses they test. G: Gene set. * Tools require normalization of data prior to application.
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The third step is computation of statistical significance (p-value) or adjusted p-value or FDR
to assess the enrichment of gene sets (for gene-set level statistic) (Figure S1). This step requires
the formulation, as well as testing of the null hypothesis against alternate one. Based on the null
hypothesis, the ES-based GSA approaches can be broadly divided into: (i) competitive approaches
and (ii) self-contained approaches (Figure 2). Moreover, the competitive approaches can be further
subdivided into two categories based on the available outcome information of class: (i) supervised
approaches and (ii) unsupervised approaches (Figure 2). Mostly, the supervised competitive approaches
use the subject sampling model to randomly sample the class labels of each sample and compare
the genes in the gene set with those of its complement. Here, it may be noted that the supervised
term is used as the class labels are known and these approaches use these class labels for sampling
purposes. However, unsupervised competitive approaches used the gene sampling model to compute
the p-value through comparing genes in gene set with the genes outside gene set. But self-contained
ES-based GSA approaches use the permutation procedure to compute the p-values by permuting the
class labels for each sample and comparing the genes in the gene set with itself, while ignoring the
genes outside gene set. Here, it is evident that competitive ES-based GSA approaches have more
statistical power as compared to self-contained approaches [8]. This may be due to the fact that
competitive approaches require information on both genes in the gene set as well as genes not in the
gene set [6]. Furthermore, the ES form of analysis of gene sets may constitute the second generation
of microarrays GSA (Table 1). The background methodologies for the various generations of GSA is
given in Supplementary Document S1.

3.2. RNA-seq GSA

Recently, transcriptome deep sequencing i.e., RNA-Seq has surpassed microarrays by providing
better quantification of GE for very high and low expressed genes (in terms of read counts), and higher
levels of accuracy and reproducibility [11,78,79]. Hence, it is highly pertinent to adapt the existing
microarrays GSA to RNA-seq data with the help of data transformation along with new approaches
being developed (Figure 1B). The first approach of GSA for RNA-seq data (i.e., RNA-seq GSA),
i.e., GOseq was suggested by Young et al. a decade ago [80]. It performs over-representation of GO
categories enriched with a long list of highly expressed genes in RNA-Seq data. Further, an easy-to-use
web application, integrated differential expression and pathway (iDEP) analysis was developed
for in-depth analysis of RNA-seq data [81]. Detailed descriptions of the available RNA-seq GSA
approaches, background methodologies, execution tools, and their features are listed in Table 2 and
Supplementary Document S1. Moreover, the ORA-based RNA-seq GSA may be considered as the first
generation of RNA-seq GSA.

To tackle the limitations of ORA approaches (Table 2), ES-based RNA-seq GSA approaches are
developed, which constitute the second generation of RNA-seq GSA. Further, the major steps for
RNA-seq GSA approaches are shown in Figures S1 and S3. Here, the read counts are given as input for
computation of different test statistic(s) for GSA, which depend on the nature and distribution of the
data. For instance, microarrays GSA (i.e., ES-based GSA) deal with continuous data expected to follow
a Gaussian distribution (Supplementary Table S2) [78]. However, RNA-seq involves measurements
that are non-negative counts ranging from zero to millions and are expected to follow negative
binomial distribution (Supplementary Table S2) [11,79]. Therefore, microarrays GSA approaches may
not be directly applicable to RNA-Seq data. Hence, some authors suggested normalization of the
count data prior to the use of microarrays GSA [11]. For instance, VOOM-normalization is used for
normalizing the read counts for sequence-depths, then microarrays GSA are applied on the normalized
RNA-seq data [82]. The Goeman and Buhlmann formulation can be applied to classify the ES-based
RNA-seq GSA approaches into either competitive or self-contained [6], based on the underlying null
hypotheses (Figure 3). Further, a competitive GSA approach, i.e., gene set variation analysis (GSVA),
was developed and demonstrated highly correlated results between microarrays and RNA-Seq sets for
samples of lympho-blastoids cell lines [83]. This high correlation may be due to the fact that GSVA as
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a non-parametric approach does not depend on the distributional nature of data obtained from the
studies. Fridley et al. proposed a GSA approach, i.e., gamma method (GM), with a soft truncation
threshold to determine the significant gene set, while a generalized linear model is used to assess
significance [84]. Subsequently, GSEA, the first ever competitive approach of RNA-seq GSA, was used
for RNA-seq data analysis after normalization of the count data [84]. Thereafter, several modifications
were made in GSEA by integrating both DE and differential splicing (DS) information in the analyses
to develop SeqGSEA and has better performance over GSEA [28].

Table 2. Generation-wise evolution of GSA approaches for RNA-sequencing studies.

Approach Methodology Advantages Limitations Tools
Over Representation Hypergeometric e Simple to use. e Use hard threshold approach ~ GoSeq [80],
Analysis distribution, o Assigns easily to select gene sets. iDEP [81]
(First generation Fisher’s exact test interpretable measure e  Assumes each transcript as
RNA-seq GSA) like p-value to the independent and ignores the

whole gene set. correlation or

. Less time consuming to gene-gene interaction.
interpret huge e Mostly dependent on
RNA-seq data. annotation bases, but

RNA-seq transcripts are not
well annotated.

GS Enrichment Wilcoxon signed e Do not require a e Use normalization technique AbsFilterGSEA

Analysis rank test, threshold for dividing to get microarray like data, [85],

(Second generation of Max-Mean Statistic gene space into selected hence, loss of the count GSAAseqSP [86],

RNA-seq GSA) (with count and non-selected part. nature of RNA-seq data seqGSEA [87],
nor mélization e  Considers dependence e  Through data ssGSEA, EGSEA
technique) among genes in transformation, dispersion [88], GSVA [83],

gene set. and other inherent nature of ~ GSEPD [89],
RNA-seq data are lost RNA-Enrich [90]

. ES based tools/algorithms
use differential score to
prepare ranked transcript list
but ignore this information
for gene set testing.

e  GSEA based tools like
seqGSEA are
computationally intensive,
time consuming and and
only offers the single gene
set-level statistic.

e  GSVA is not designed for
gene set-based differential
expression analysis

e between two phenotypically
distinct sample groups.

e ESbased GSA approaches do
not consider the inherent
zero inflation in the
RNA-seq data.

The self-contained GSA approaches can be divided into (a) univariate or gene-level;
and (b) multivariate or gene set-level based on the distributional nature of the test statistic (Figure 3).
The gene-level GSA approaches test a null hypothesis that the gene-set associated score does not
differ between phenotypes/traits. Further, the univariate approaches are executed in two steps:
(i) computation of gene level statistic(s) from the count data; and (ii) combining gene-level statistics
to compute gene set level statistic or p-value or adjusted p-value. For the former case, the gene-level
test statistic(s) of microarrays GSA were used in a recent study for RNA-seq GSA [84], which is quite
straight forward and easy to implement. For the latter step, the gene-level statistic(s) can be combined
into a single gene set statistic/p-value through Fisher’s method, Stoufer’s method, Meanp, logit method,
etc. [10]. Moreover, the self-contained multivariate GSA approaches jointly model the genes to compute
the gene set-level statistic(s) (Figure 3). These tests include multivariate generalization of the KS
statistic [24,33], N-statistic [78], ROAST [82], etc. Further, the application of these tests requires
the normalization of the RNA-seq data over varying sequencing depths [82]. Moreover, statistical
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significance is computed by comparing the observed statistics of gene sets with its null distribution,
obtained by permuting the sample labels. Then, the enrichment significance of the gene set is assessed
through the computed p-value or adjusted p-value or FDR after multiple testing correction.

3.3. GWAS GSA

GWAS has been successfully applied to identify many novel loci for complex traits, which
are quantitative (polygenic) in nature [17-22,41]. Therefore, to understand the underlying genetic
architecture, GSA approaches have been used that place GWAS results in a broader biological context [91].
Initially, GSA methods for GWAS (i.e., GWAS GSA) were borrowed from microarrays [24,33] and
subsequent new approaches were developed exclusively for GWAS (Figure 1). The classification of
GWAS GSA approaches is shown in Figure 4. The first step for classification of GWAS GSA approaches
can be their source of origin, including: (i) GSA microarrays adapted to GWAS; and (ii) those
developed exclusively for GWAS (Figures 1 and 4. Further, based on the requirement of annotation
libraries, the GWAS GSA approaches can also be classified as: (a) GSA requiring pre-defined gene sets;
or (b) GSA which does not require pre-defined gene sets. These approaches are based on the principle
of over-representation of genes in those predefined gene sets obtained from different bio-knowledge
bases (Table S1). Moreover, such ORA approaches constitute the first generation of GWAS GSA.
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[ Annotation Information required ] Annotation Information r not required
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Figure 4. Classification of gene set analysis approaches and tools available for SNP data analysis.
Schematic representation of the breakup of GSA methods available for SNP data analysis based on
statistical tests and requirement of annotation databases. The first level of branching of the GSA
methods based on their adaption from Microarrays to fit SNP data as well as those specifically designed
for SNP data analysis. Subsequent branching depends on the different null hypotheses they test
(i.e., null hypothesis, test statistic(s)). G: Gene set.
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Due to the limitations of ORA-based GWAS GSA approaches, ES-based GWAS GSA approaches
came into use, which we may call the second generation of GSA in GWAS. Their operational procedures
and major analytical steps are given in Supplementary Figures S1 and S4. Further, the second generation
of GWAS GSA starts with the enrichment analysis of gene sets for SNP data, i.e., GSEA-SNP [25,92]
using weighted KS statistics [93]. Later approaches, based on other tests, viz. weighted-sum test [94],
simple-sum test [95], collapsing test in combined multivariate and collapsing method [96] and sequence
kernel association test [97], are used for computation of the gene-set enrichment score. Moreover,
varieties of ES-based methods with similar ideas have been developed, such as the gene set based
testing of polymorphism [98], GSA-SNP [92], SNP-ratio test [99], etc.

A class of GWAS GSA approaches have been developed by considering the topology of the gene
sets/pathways, and this constitutes the third generation of GWAS GSA. This includes methods to
parse the internal information of the pathway (e.g., signaling pathway impact analysis (SPIA) [74]
and CliPPER [77]). Further, the second and third generation GWAS GSA methods focus on statistical
results such as p-values or ES, as input rather than original data. Thus, the fourth generation of GWAS
GSA approaches are developed by providing original data as input. Further, the underlying principle
of these approaches is testing of the multivariate distribution of the multi-loci data or extracting the
principal components from the original data. This includes linear combination test [100], supervised
principal component analysis (SPCA) [100], Smoothed functional PCA [101], etc. Other model-based
methods include LRpath [102], a logistic regression-based method, and MAGMA [103], linear model
based method. Recently, the Generalized Berk-Jones (GBJ) statistic, a permutation-free parametric
framework, was used for GSA [103], and this incorporates information from multiple signals in
the same gene. The descriptions of the available GWAS GSA approaches, tools, their background
methodologies pertaining to various generations are listed in Table 3 and Supplementary Document S1.
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The formulations based on underlying statistical tests [6] can also be used for classifying GSA
GWAS, i.e., self-contained and competitive approaches (Figure 4). Self-contained GWAS GSA considers
only the SNPs in the gene set and tests the null hypothesis that none of those SNPs are associated with
the phenotype. Competitive GSA considers all SNPs in the data and tests the null hypothesis that
the genes in the gene set are no more strongly associated with the phenotype than other genes [128].
Further, the competitive GWAS GSA approaches can be divided into: (i) two-step approach(s), in which
SNPs (in each gene) are first used to evaluate association with the gene, then gene-level statistic(s)
are aggregated to gene-set level enrichment value to test its association with the phenotype; and (ii) a
one-step approach, in which all SNPs in a gene set are simultaneously considered in the analysis
without consideration of gene-level effects (e.g., MAGMA) (Figure 4). For the former categories the
univariate statistical approaches are used, while multivariate techniques such as joint modelling are
used for latter. Moreover, the self-contained GWAS GSA approaches can also be grouped based on
the type of gene-set test statistic used for testing (Figure 4). This can be broadly subdivided into
three classes: (i) mean-based, (i.e., mean or sum of the gene-association scores); (ii) count-based,
(i.e., classifying genes as ‘significant’ or ‘not significant’ by applying a threshold to the gene-association
scores and using the number of ‘significant’ genes in the gene set as a test statistic); and; (iii) rank-based,
first ranking the genes according to their gene-association score and computing overrepresentation of
the gene-set genes at the top of that ranking.

4. Limitations and Future Challenges of GSA

Here, we report the existing limitations as well as the key challenges observed in the available
GSA approaches that should be kept in mind while using them. These existing limitations and
challenges can be divided into two broad categories: (i) biological annotation challenges and
(ii) methodological challenges.

4.1. Biological Annotation Challenges

The classification of GSA approaches for high-throughput genomic studies (Figures 2—4) shows
that GSA approaches require annotation information for analyzing gene sets. It is expected that
the next generation GSA will require improvement of the existing annotations as well as new
high-throughput annotation information [30,58]. Therefore, it is important to create accurate, high
resolution bio-knowledge bases with specific emphasis on cell dynamics and condition, along with
tissue information to annotate genes studied in an experiment. These knowledge bases will allow
us to model the inherent organism’s response to any extraneous condition as a dynamic system and
will help in predicting the system’s behavior at different times as well as in relation to various factors
(e.g., mutation, disease, environmental conditions, etc.).

Limited annotation information: The contemporary GSA approaches mostly use GO and pathways
information for analyzing gene sets [9,20,32,41,43,44,80,104,105], but there is enough other annotation
information available or will soon be available in public domain databases that can be effectively used
for GSA to gain biological insights into the etiology of complex diseases in humans as well as other
organisms. A list of alternate annotation information along with possible hypotheses are listed in
Supplementary Table S4. For instance, Das et al. used the quantitative trait loci (QTL) data as annotation
information to develop a GSA approach to analyze the gene sets obtained from microarrays [10]. This
approach has immense use for performing trait/QTL enrichment analysis of gene sets and further, QTL
enriched gene sets can be used for molecular breeding programs for biotic/abiotic stress engineering
in plants. Moreover, this annotation information can also be used in the future for developing new
generation GSA approaches for analysis of RNA-seq and GWAS data. Such advances in GSA will open
new avenues to understand the molecular complexity behind complex diseases in humans and other
organisms including crop plants.

Low resolution knowledge bases: Recent advancement in genomics and proteomics leads to a
paradigm shift in data generation, with unprecedented high resolution. At the same time, there is a

161



Entropy 2020, 22, 427

demand for high resolution annotation bio-knowledge bases to perform GSA. For instance, during
the early period of GE genomics, microarrays were the key experiment to obtain a global view
of GE in the human genome. To perform GSA, GO [129] and KEGG [130] annotation bases were
developed in parallel and implemented in several web tools. Further, such databases specify which
genes (in terms of probe id/Enetrez id) are active in each GO category/pathway/any predefined gene
sets. However, microarray technology has been replaced with RNA-seq and single cell RNA-seq
(scRNA-seq) technologies. Hence, the current annotation databases need to be updated with respect
to these high-resolution techniques. It is essential that they also begin specifying other information,
such as transcripts (or scRNA-seq transcript) and SNPs that are active in each predefined pathway,
GO category, etc.

Missing or incomplete annotation: Although enormous annotation bases are available in the public
domain, some annotations are either missing or incomplete for certain genes. For instance, the current
release of GO contained entries for 19,649 human genes annotated with at least one GO term. Many of
these genes are hypothetical, predicted or pseudogenes. For example, the number of protein-coding
genes in the human genome is estimated to be 20,000-25,000 [52], which shows that annotation
information of hundred(s) of genes is still missing, and this may have a crucial role in various diseases.
In addition to the missing annotations, most of the current databases have lower resolution (i.e., lesser
information on transcript and SNP) [30,131], which leads to biased results from GSA. Further, current
knowledge bases are built by curating experiments performed in different cell types at different time
points under different conditions/locations. However, these details are typically not available in these
knowledge bases. Thus, these databases need to be updated for future dynamic or cell specific GSA.

4.2. Methodological Challenges

Lack of benchmark/gold standard: In simulation, it is expected that multivariate approaches
outperform the univariate counterparts, as the former considers inter-variable correlations. However,
inbiology, it is observed that univariate statistic(s) are equal to or better than multivariate statistic(s) [40].
This observation raises several questions about the performance assessment of GSA approaches using
simulated datasets as a benchmark. It is likely that biology is more complicated than simulated
scenarios and is influenced by factors such as the absence of exclusive division into classes, presence
of outliers, experimental or technical hidden factors, environmental influence(s), random errors, etc.
Therefore, one way to handle such a situation is to use benchmark/gold standard datasets with a
valid biological basis. For instance, Ballard et al. (2010) compared two GSA methods based on
their applications to three Crohn’s disease benchmark GWAS datasets with well-known biological
basis [12,15,23]. Further, a combination of both benchmark biological datasets with statistically strong
criteria can provide a suitable platform for comparative performance analysis of GSA approaches.

Criteria for comparing GSA approaches: When the performance of a GSA approach is assessed, it is
expected to have certain proportions of false positives from the test. The ES-based GSA approaches
compare the observed ES statistic with its null distribution as generated by random sampling/permuting
the sample labels/disease outcomes or permuting genes/genotypes information [7,103]. Usually, through
permutation, p-values are computed for assessing the enrichment significance of gene sets [6,26].
Then, —log10(p-value) and power of the statistical tests are used to assess the performance of GSA
approaches [10]. However, alternate measures may also be used for comparative performance analysis
of GSA approaches. In one such measure, the above computed p-values may be used to plot the
histogram for the null gene sets, and that is expected to follow a uniform distribution. This phenomenon
may be used to compute type-I error rates for GSA approaches, which can then be used as an efficient
criterion for performance analysis of GSA approaches along with statistical power and FDR. In other
words, GSA approaches with lower type-I error rates will be considered as better and vice-versa. These
criteria can be computed on benchmark/gold standard datasets, which will provide a suitable platform
to compare GSA approaches.
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Improvement in terms of statistical power: In ORA-based GSA approaches, the test statistic(s)
are computed by treating each gene equally. But in biology, some genes contribute more toward
the disease/trait development. Treating all genes as equal in computing the test statistic reduces
the statistical power of the GSA approach. Hence, one powerful strategy may be to consider the
DE scores of genes [24,33,132,133] or ranks of the genes in a gene list while constructing the test
statistic(s). This mechanism will attribute more statistical power to GSA approaches as compared
to the existing ones. This approach needs to be well studied on benchmark data in future to assess
its rigor and reproducibility. Further, other a priori biological information, viz. eQTL, network
topology, co-expression scores, etc., can be used as auxiliary information in GSA approaches to improve
their performance.

Selection of null hypotheses: The competitive GSA approaches use a gene sampling model to compute
the p-values for gene sets [6,26]. In gene sampling model, it is assumed that genes are iid, which is
highly unrealistic from a biological standpoint. Hence, the test statistic computed based on such
assumptions from the gene sampling model leads to biased and misleading results. Therefore, methods,
such as GSEA [24,33] and SAFE [39] use a hybrid concept, i.e., compute their test statistic(s) based on a
gene-sampling model but calculate their p-values using the subject sampling model. The discrepancy
between these two models makes the statistical properties of the test unclear and its interpretation
very difficult. These problems are unavoidable, as the definition of the competitive null hypothesis
is intimately tied to the gene-sampling model, whereas valid p-values are easily available for subject
sampling only. This type of problem may provide impetus to future research in GSA.

Inability to model and analyze a dynamic response: It is well known that biological systems are
dynamic. There has been a long debate about the feasibility of using static models to model the inherent
dynamics of biological systems. However, in GSA, only static approaches (linear, gamma, generalized
linear and regression models) [80,98,99] have been used so far. This raises a serious concern for the
use of GSA approach in assessing living systems. The lack of methods that analyze gene sets as
a dynamic system is partly due to the limitations of current molecular measurement technologies.
These technologies can only quantify a snapshot of a biological system because they are unable to:
(i) determine the protein states in a high-throughput fashion, or are severely restricted in this regard;
and (ii) detect signals that propagate without affecting GE. Therefore, we encourage researchers in the
future to use dynamic models such as time-series models, auto-regressive models, dynamic Bayesian
models, etc. for GSA from time-dependent GE or association data.

Redundancy among genes in gene sets: In GE data analysis, redundancy among genes (i.e., genes
may not be related to a case/disease but ranked in the top due to high correlation with other top ranked
genes) is a serious issue [27]. During the process of ranked gene list preparation, redundant genes may
be included and further, do not give valid p-values for the gene set testing, as genes in gene lists are
correlated. In other words, p-values may easily be falsely significant when the genes in the gene set
are correlated, even when none of the genes is truly significant. One strategy may be to use such a
GE data analysis approach, (i.e., MRMR, Boot-MRMR [27]) which minimizes the redundancy among
genes during the gene ranked list preparation. Other approaches may include avoiding the use of
gene-sampling models in gene set testing for p-value computation. For this purpose, Goeman and
Buhlman developed a subject-sampling 2 X 2 table method alternate to the gene sampling model to
compute valid p-values for gene sets [6].

Develop threshold-free approach(s): ORA based GSA approaches are mostly threshold dependent [25].
Further, other GSA methods like mGSZ (based on Gene Set Z-scoring function) requires a threshold
value for DE score to divide the ranked gene list into member genes and non-member genes (i.e., two
gene groups) [132]. Gene set testing (e.g., Z-test) is then performed on these gene groups [15,24,33,132].
The determination of an optimal threshold is often a cumbersome task. Therefore, the obtained
analytical results from such approach are unstable and irreproducible [24,25,93]. Hence, researchers
use a set of threshold values to compute enrichment significance of gene sets and then select the
threshold that gives the most significant results [6,134]. This approach seems inelegant. A more
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comprehensive and computationally intensive approach for choosing a threshold will be a reasonable
compromise among power, type I error and reproducibility of results, using a cross validation technique.
Another strategy may be development of threshold-free GSA approaches to improve the stability
of results.

Proper permutation procedure: Current GSA approaches mostly use permutation procedures that
compute p-values by comparing the observed test statistic with its null distribution generated from the
permuted datasets [6,8,73,134]. It is expected to reflect chance-based confounding effects, including
biases introduced by the gene set. However, the permutation procedures (if not designed properly) can
produce misleading results and introduce bias in the resulting inference. For instance, permutation of
SNPs, which is often used in p-value based approaches, may disrupt the linkage disequilibrium pattern
and may not generate the correct null distribution. For gene-based approaches, permutation of sample
labels may not generate the correct null distribution, as the samples are generated from tissues of same
or related individuals [23,135]. Moreover, when the SNPs or genes or phenotypes are being permuted,
the sampling units are assumed to be iid, which may not be the case; SNPs may be correlated due
to linkage disequilibrium or gene-gene interactions. Therefore, proper care should be taken before
choosing the permutation procedure for computing the p-values for gene sets.

GSA approach(s) for alternate annotations: The existing ORA-based GSA approaches have mostly
focused on whether the selected gene sets are over-represented by known pathways or GO
terms [9,20,32,41,43,44,80,104,105]. However, in plant and complex disease biology, such approaches
may not able to establish any formal relation between the underlying genotypes and the trait/phenotype,
as most of the traits are quantitative in nature and controlled by polygenes [10,12-14]. For this purpose,
a statistical approach and R package of GSA with QTL has recently been developed [10], which is
useful for obtaining QTL-enriched gene sets. Moreover, like QTL, there is a lot of genomic annotation
information (Supplementary Table S4) available in public domain databases which can be used to
develop new and innovative GSA approaches and tools.

Stability of gene set testing results: The statistical power and FDR are used for performance analysis
of GSA approaches [7,8,11,78]. It is well known that different samples (on which the test is based)
would give different results due to sampling errors. One way to deal with such a problem is to draw
different sub-samples from a relative homogenous population, and the approach with small variance
and uniform results over sub-samples can be termed as stable approach [16]. This principle can be
applied to GSA, i.e., first, sub-samples can be taken from all samples, and then GSA can be applied on
each sub-sample to compute the p-value for the gene sets. Finally, one can evaluate the stability of the
approach by comparing a change in ranks over different sub-samples. The approach with the least
change in ranks can be termed as the stable approach and can be easily implemented in simulation
analysis. In biology, several factors may be responsible for causing instabilities to the results; these
include, gene-gene correlations, genetic heterogeneity, and patient-to-patient variability. To address
this problem, several researchers have hypothesized that testing gene sets rather than individual
gene/marker will be more stable across different samples [8,136,137]. More relevant and specialized
studies and methodologies are needed to validate such claims.

5. Discussion

In the last 15 years since its inception, GSA has become an extremely popular approach for
secondary analysis of genome wide expression as well as association data. It has been successfully used
to gain biological insights into the etiology of various complex diseases in humans as well as model
organisms, including mammals, and other cellular organisms [9,10,13,14,138]. GSA has immense
benefits in terms of biological interpretation of results, as well as numerous computational advantages
over single gene studies [57]. It also enhances biologically meaningful interpretation of results and
reproducibility of important gene lists yielded by independent studies, etc. [7-11]. In other words,
the cumulative effects of the genetic variants (SNPs) or genes distributed in a gene set is considered in a
single analysis and has more statistical power as compared to the univariate counterparts [8]. Despite
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of their usefulness, there are limited number of studies found in the literature, which consider the wider
gamut of high throughput genomic studies from the GSA perspective. Hence, we have summarized
the commonalities of GSA approaches used in three key genomic studies in terms of their execution,
underlying null hypotheses, nature of test statistic, sampling models, etc. Further, the structure and
key analytical steps common to most of the GSA approaches are discussed in this study.

Over the past few years, a diverse set of methods for performing GSA has been proposed for
microarrays, RNA-seq and GWAS data analysis and the increased application of these methods
has exposed several factors that affect the interpretations of GSA results. These factors include the
null hypothesis being tested, the underlying sampling/permutation procedure, and the nature and
distribution of test statistic(s). All of these factors play a significant role for choosing proper GSA for
the data analysis. Researchers have also identified a variety of circumstances that can lead to faulty
findings; hence, proper care is suggested to avoid misleading results. Several individual studies have
been conducted over time to summarize GSA approaches for each type of genomic study [5-123]. Here,
we summarize a comprehensive review of GSA approaches in terms of statistical structure, execution
and classification for three different high-throughput genomic studies. Several approaches and tools
have evolved over time, individually for each type of genomic study. Thus, instead of individually
reviewing them, we present the classification of GSA approaches for microarrays, RNA-seq and GWAS
into different generations along with underlying statistical methodologies/tests and special features.
Many earlier reviews of GSA are data independent studies [6,11,23], but our study is data dependent
and comprehensive.

This study will serve as a catalogue and provide guidelines to genome researchers and experimental
biologists for choosing the proper GSA based on several factors. In this study, we reported several
challenges which need to be addressed by statisticians and biologists collectively to develop the
next generation of GSA approaches. These new approaches will be able to analyze high-throughput
genomic data more efficiently in order to better understand the biological systems and to increase the
specificity, sensitivity, utility, and relevance of GSA.

Supplementary Materials: The following are available online at http://www.mdpi.com/1099-4300/22/4/427/s1,
Document S1: Background methodologies of GSA approaches and tools for different generation, Figure S1:
Operational procedures for gene set analysis followed in microarrays, RNA-seq, and GWAS data analysis,
Figure S2: Analytical steps of GSA for microarray data analysis, Figure S3: Analytical steps of GSA for RNA-seq
data analysis. Figure S4. Analytical steps of GSA for SNP (GWAS) data analysis. Table S1: List of available
bio-knowledge bases used for Gene Set Analysis, Table S2: Nature and distribution of genomic datasets, Table S3:
Available microarray datasets in NCBI, Table S4: Alternate annotation information for possible gene set analysis.
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Abstract: In this paper, a novel feature selection algorithm for inference from high-dimensional
data (FASTENER) is presented. With its multi-objective approach, the algorithm tries to maximize
the accuracy of a machine learning algorithm with as few features as possible. The algorithm
exploits entropy-based measures, such as mutual information in the crossover phase of the iterative
genetic approach. FASTENER converges to a (near) optimal subset of features faster than other
multi-objective wrapper methods, such as POSS, DT-forward and FS-SDS, and achieves better
classification accuracy than similarity and information theory-based methods currently utilized in
earth observation scenarios. The approach was primarily evaluated using the earth observation data
set for land-cover classification from ESA’s Sentinel-2 mission, the digital elevation model and the
ground truth data of the Land Parcel Identification System from Slovenia. For land cover classification,
the algorithm gives state-of-the-art results. Additionally, FASTENER was tested on open feature
selection data sets and compared to the state-of-the-art methods. With fewer model evaluations,
the algorithm yields comparable results to DT-forward and is superior to FS-SDS. FASTENER can be
used in any supervised machine learning scenario.

Keywords: feature selection; machine learning; earth observation; genetic algorithm;
information theory

1. Introduction

Land cover classification based on satellite imagery is one of the most common and
well-researched machine learning (ML) tasks in the Earth Observation (EO) community. In Europe,
the Copernicus Sentinel-2 missions provide large amounts of global coverage EO data. With 5-day
revisit times, Sentinel-2 generated a total of 9.4 PB of satellite imagery by April 2020 [1]. The total
amount of EO data available through the Copernicus services is estimated to exceed 150 PB. The data
represent an opportunity for building solutions in various domains (agriculture, water management,
biology or law enforcement); however, computationally efficient methods that yield sufficient results
are needed to deal with this big data source. The most important issue when trying to maximize
the accuracy of statistical learning methods is effective feature engineering. With many features, the
algorithms become slower and consume more resources. In this paper, we present FASTENER
(FeAture SelecTion ENabled by EntRopy, https://github.com/JozefStefanInstitute/FASTENER)
genetic algorithm for efficient feature selection, especially in EO tasks.

EO data sets are characterized by a large number of instances (millions or even billions) and a
fair number of features (hundreds). These characteristics differ from the usual feature selection data
sets that often contain up to several hundred instances and usually thousands of features. FASTENER
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exploits entropy-based measures to converge to a (near) optimal set of features for statistical learning
faster than other algorithms. The algorithm can be used in many scenarios and can, for example,
complement multiple-source data fusion and extensive feature generation in the fields of natural
language processing, DNA microarray analysis or the Internet of Things [2]. FASTENER has been
tested on a land cover classification EO data set from Slovenia. Additionally, we have tested the
algorithm against 25 general feature selection data sets.

The main evaluation use case presented in this paper is based on our previous contributions [3,4]
regarding crop (land cover) classification using Sentinel-2 data from the European Space Agency (ESA).
The scientific contributions of our work are as follows:

1. Anovel genetic algorithm for feature selection based on entropy (FASTENER). Such an algorithm
reduces the number of features while preserving (or even improving) the accuracy of the
classification. The algorithm is particularly useful for data sets containing a large number of
instances and hundreds of features. A reduced number of features reduces learning and inference
times of classification algorithms as well as the time needed to derive the features. By using
an entropy based approach, the algorithm converges to the (near) optimal subset faster than

competing methods.
2. Improvement of the state-of-the-art in feature selection in the field of Earth Observation.

FASTENER yields better result than current state-of-the-art algorithms in remote sensing.
The algorithm has been tested and compared to other methods within the scope of the land-cover

classification problem.
3. Usage of pre-trained models for information gain calculation for feature selection in Earth

Observation scenarios. Usually, it is computationally expensive to train a machine learning
model. The inference phase is much faster. FASTENER exploits the pre-trained models in order
to estimate the information gain of certain features by inferring from data sets with randomly
permuted values of the evaluated feature. This approach improves the convergence speed of
the algorithm.

The paper is structured as follows. In the next section, related work regarding feature selection
algorithms as well as state-of-the-art in feature selection in Earth Observation is described. Section 4
contains a thorough description of the data used in the experiments and describes our algorithm.
Section 5 describes while Section 6 discusses the experimental results and compares FASTENER to
other algorithms based on NSGA-II. Finally, our conclusions are presented in Section 7.

2. Related Work

When tackling problems related to EO, quite often the older and simpler algorithms (ReliefF)
have given the best results. This section presents the current state-of-the-art in feature selection and
particularly its applications within the EO community. It also describes supporting fields of the work
presented in this paper, such as the current status in land-cover classification and the multi-objective
optimization approach to feature selection.

2.1. Multi-Objective Optimization and Its Usage in Feature Selection

Data science often reduces its evaluation to a single score (or fitness function) that explains
the accuracy or efficiency of a particular methodology. There are other limitations that should be
considered. On the one hand, there are the available resources (e.g., memory, processors, space),
while on the other hand the response time should be considered (i.e., the preferred response time for a
particular methodology). Quite often, the most appropriate approach should minimize the need for
resources and response time while maintaining sufficient accuracy. The multi-objective optimization [5]
strives to find a set (or Pareto front) of solutions (in our case feature sets) that achieve the best possible
classification accuracy with a limited number of features.

Multi-objective optimization methods have already been used for feature selection purposes,
although their usage in the field is limited due to their computational complexity [6]. The classical
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NSGA-II algorithm [5] was used for feature subset optimization in [7]. NSGA-II uses fast
non-dominated sorting for selecting viable candidates for the next generation parent population.
The methodology has been improved by the usage of Reduced Pareto Set Genetic Algorithm
with Elitism (RPSGAe) [8] for achieving a more efficient directed search in the feature space [9].
The elite-preserving operator suppresses the deterioration of the population fitness along with the
successive generations. RPSGAe reduces the number of solutions on the efficient (Pareto) front while
maintaining its characteristics intact, similarly to the purge function in the FASTENER algorithm.
NSGA-II feature selection approach has also been extended in [10] with six different importance
measures, including representation entropy which is based on information theory. The research shows
that there is no preferred importance measure that would be a good fit for all feature selection problems.
FASTENER uses importance measures that are based on real model evaluations and are therefore more
reliable than estimates based on the features themselves.

Pareto-optimal subset selection (POSS) [11] is also a genetic algorithm, but it only uses
mutation techniques (while NSGA-II also uses cross-over methods). Other methods explore several
variants of directed searches within the feature space to converge to the sub-optimal data set faster
(e.g., FS-SDS [12] uses stochastic diffusion search and extreme learning machine [13] as an embedded
classifier). Other methods, such as forward selection and backward elimination use an exhaustive
step-by-step search to find the most optimal feature set [14]. These methods are much slower (and quite
often do not converge to a small-enough data set within a reasonable time) and could even converge
to a local minimum.

Our approach extends POSS and NSGA-II algorithms and suggests the usage of entropy-based
indices based on previously trained models to steer the iterative feature selection process.
The parameterized mutation strategy introduces additional features to the candidate feature sets
with respect to changes in the Pareto front. The Pareto front is periodically purged in order to eliminate
non-suitable candidates from the loop. With these improvements, FASTENER converges to a (nearly)
optimal solution faster than the compared methods.

2.2. Feature Selection and Dimensionality Reduction for EO Tasks

The automatic spectro-temporal feature selection (ASTFS) [15] workflow provides a search over
the feature space by incrementally extending the feature set with effective features (those that improve
classification scores) ordered by their global separability index [16]. A similar approach is implemented
in [17], where the authors use mutual information (MI) [18] and Fisher’s criterion to select the k
most important features. Mutual information based on entropy estimates from k-nearest neighbour
distances [18] is data-efficient and has a minimal bias. The problem of estimating MI between discrete
and continuous features has been solved in [19], which can be applied to classification tasks (discrete)
with continuous features. Although the separability index and mutual information provide good
heuristics for adding different features, the non-iterative (non-wrapping) algorithms do not necessarily
yield the optimal feature set. Our algorithm offers a more thorough search, which is controlled by the
genetic nature of the algorithm. The approach has been tested using timeless features for land cover
classification [20,21].

A revision and test of multiple feature selection algorithms (similarity-based, statistical, sparse
learning, information theoretical, and wrapper methods) [22] showed that ReliefF (a similarity-based
approach) [23], although not among the recent favourites, yielded the best results in a particular
scenario of parthenium weed infestation detection.

Our algorithm can be applied to any feature selection scenario as it is expected to converge to
the (near) optimal subset selection. FASTENER is expected to perform at least as good as any other
similarity-based approaches; however, several iterations would be required during the learning process
to find the (near) optimal subset of features.

Genetic algorithms have been used in EO scenarios for feature selection of hyper-spectral EO
images [24]. In contrast to multi-spectral (as in our case), hyper-spectral images contain a significantly
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larger number of bands. The approach in [24] does not use any entropy-based features to optimize the
search and is, in that respect, similar to POSS. The latter has been tested in land cover classification [4]
and yielded good results.

In an EO environment, where data indices are abundant, the calculation of some features is
computationally very intensive and external data are difficult to acquire (weather data, soil samples).
Reducing the number of features has a significant positive impact on the overall algorithm performance
in a real-world scenario. As the production of global EO products sometimes take thousands of
computing hours, efficient feature selection algorithms could reduce the costs by 50-95%.

2.3. Land Cover Classification and Feature Engineering

There are essentially three approaches to land cover classification based on EO data [25]. The first
approach is object-based and focused on a single image, while the other two approaches are pixel-based.
From the latter, a simpler approach is based on single-image data, while the other is based on a
time-series of images. Single image approaches depend on the current situation (e.g., cloud cover),
whereas time series based approaches inherently overcome this shortcoming. Sentinel-2 mission
from the Copernicus programme is dedicated to agriculture and their satellites re-visit times are
5 days. It is possible to construct an interpolated time-series of different EO sensors throughout the
entire vegetation period [3]. A simple feature extraction involves taking particular sensor values and
derived features at pre-selected points in time and combining them into a feature vector. A more
intelligent approach involves the extraction of timeless features such as the maximum value of a
particular time series, length of the maximum interval, steepness of the steepest slope and others [20,21].
Our evaluation of the FASTENER algorithm is based on the latter approach [3].

The best accuracy scores in land cover classification were achieved with deep learning [26].
These approaches reduce the value of feature engineering that originates mostly from domain experts
and/or extensive experimental knowledge. Deep neural networks are able to derive the important
features exclusively from raw data. Of course, the data must be extensive, which is the case in EO.
However, this comes with a price; namely, extreme computational requirements reduce the usability of
these methods.

Our goal is to develop lean EO machine learning models that are capable of capturing most
of the information with limited resources. Intelligent feature selection, together with smart feature
engineering and a pragmatic choice of the learning models is one of the three pillars of smart EO.

3. FASTENER—A Genetic Algorithm for Feature Selection

The presented algorithm is based on the POSS genetic algorithm and the Pareto ensemble pruning
proposed in [27,28]. The main objective of the algorithm is to select an optimal subset of available
features from a large feature set (N > 100). The problem could be represented mathematically
as finding the optimal (or near-optimal) binary vector x of an indexed set {0,1}". Finding the
optimal subset is NP-complete. Each element in x corresponds to a particular feature that is
included or excluded in our decision model. The optimality of such a set is measured by a scoring
function, which we will denote by A(M; x) (accuracy measure of model M on a subset of features x).
Some standard examples of such measures in machine learning classification problems include
precision, recall, accuracy and F; score. In our experiments, the F; score was used. We also adopt the
notation |x| to denote the number of bits set in x that directly corresponds to the number of selected
features. Mathematically, for a fixed classification model M and the number of features k, we search
for such an x where the following maximum is reached:

max A(M;x).
xe{0,1}N
|x|=k
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As in POSS, the function x — (]x|, A(M;x)) creates a two-dimensional Pareto front. In one
dimension, we evaluate k, the number of selected features, and in the other dimension, we present A
score, which represents the optimality (e.g., accuracy) of such a subset. In this space, the ordering of
instances is defined as follows. The pair (kq,s1) dominates the pair (ky, s») if and only if k; < k, and
51 > sp. Intuitively, the smaller set (by cardinality) of features provides classification results, which are
at least as good as for the larger set. We denote such a relation by (kz,s2) < (ki,s1). The relation
is obviously transitive but does not induce linear ordering. Pairs that are not comparable through
such a relation are of particular interest, as they lie on the Pareto front. Feature subsets that lie on
the Pareto front (not strongly dominated by other subsets) are the desired subsets. They provide
the best classification power using the smallest number of features. The final result of a feature
selection algorithm is the final Pareto front. The final Pareto front can be seen as an accumulation of
the best results for a fixed k. The features with the best performance can then be selected from the
front automatically (with a certain cut-off threshold), manually or by using additional information
(e.g., time to calculate the features). The results clearly show that the Pareto front “plateaus” after the
inclusion of some features and this fact can easily be used to automatically select the best number
of features.

Our modification of the POSS algorithm combines Pareto front searching with a genetic algorithm
to incorporate additional statistical information when recombining genes. The main ingredient in
the algorithm is the concept of an item; a subset of features and scored item, which is an item with
an assigned score corresponding to such a subset of features. The size of an item denoted by |ITEM|
corresponds to the number of features selected. The algorithm works by successively evaluating items,
combining them, and updating the Pareto front.

Each subset of features can be represented directly as a binary number, where set bits correspond
to the included (selected) features and unset bits correspond to excluded ones. This allows for a
natural representation of genes for such an item with a binary string or bit-set and also gives a natural
human-readable representation as an arbitrary sized integer. Apart from this, many later needed
operations can be quickly implemented as simple operations on a binary string. The size of an item
corresponds to the number of set bits, the bit-wise AND operation between two items corresponds to the
genes that are common to both of them, while the bit-wise XOR returns all different selected features.

In our implementation, the integer representation of item genes is treated in a little-endian way,
as this allows easier extension of feature sets and keeps integer representations valid even when adding
new features. For example, in a set of six features with 32 possible feature combinations, binary string
11010 represents a subset containing features with indices 0, 1 and 3 and is represented by a decimal
number 11. Even if the number of features is increased, such a subset would still be represented by the
number 11, albeit its binary string representation would be extended by zeros on the right side.

An example of the incremental Pareto front update is shown in Figure 1. Each subsequent
generation of the FASTENER algorithm produces a Pareto front that dominates the Pareto fronts
from previous generations (in rare cases, where no improvement is made, the Pareto fronts of two
subsequent generations may be the same). The main objective of the algorithm is to converge as
quickly as possible to a theoretically limiting front (in terms of fitness function evaluations).
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Pareto front progression Decision Tree FASTENER

0.0 T T T T T T
3 6 9 12 15 18

Feature subset size
Figure 1. Iterative improvements of Pareto front from the first generation. Each next generation’s
Pareto front achieves better F; score.

3.1. Algorithm

The algorithm stores the current Pareto-optimal items and progresses in generations. For each
k < N it keeps an item with the best score A. If there is no such item this means either that it is
strictly dominated by another item or that the algorithm has not yet evaluated an item this size. In our
implementation, the Pareto front is implemented as a simple dictionary. Apart from the Pareto front,
the current population is kept in a separate set. The decoupling of the current population from the
Pareto front allows the algorithm to “explore” different combinations more easily, while the Pareto
front continues to be updated at each iteration.

As usual, in each generation, the current population of items is mated, a random genetic mutation
is introduced and newly acquired items are evaluated. For each evaluation, the Pareto front is updated.
If a new item is strictly better than an item on the front with the same size, the newly evaluated item is
placed on the Pareto front. After all new items have been evaluated, the front is purged by removing
items that are strictly dominated by other items. The pseudo-code for the basic algorithm is presented
in Algorithm 1. The algorithm’s flow diagram is depicted in Figure 2.

To prevent the search phase of the algorithm from diverging (the population as a whole is not
controlled by the scoring function), the population is periodically reset to the current Pareto optimal
items. In the presented algorithm, this decision is based only on the generation number; however,
our implementation also considers the rate with which the running Pareto front is being updated
between generations.
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Algorithm 1 Basic algorithm

Require:
Initial population POP
Evaluation function EVALF
Number of iterations K
Mating pool selection strategy SELECTPOOL
Crossover strategy CROSSOVER
Mutation strategy MUTATE
Predicate RESETTOFRONT
Predicate PURGEFRONTPREDICATE
Front purging procedure PURGEFRONT
1: function FEATURESUBSETSELECTION
2 front < pop
3 for gen =1 to K do
4 pool < SELECTPOOL(pop)
5: pool <— CROSSOVER(pool)
6 pop < MUTATE(pop U pool)
7 pop ¢ EVALUATE(pop, EVALF)
8
9

front < front U pop > Add evaluated population to Pareto front
front <— REMOVEDOMINATED(front) > Remove unoptimal items from Pareto front

10: if PURGEFRONTPREDICATE(gen) then

11: front <~ PURGEFRONT(front)

12: end if

13: if RESETTOFRONT(gen) then

14: pop « front

15: end if

16: end for

17: return front

18: end function
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Figure 2. The flow diagram of the FASTENER graphically represents Algorithm 1 and puts Algorithms 2
and 3 into context. In the figure, red/orange colour objects represent population-based operations,

while blue colour objects represent Pareto front related operations. The violet colour represents both, the
population and the Pareto front. Green boxes refer to technical details of the algorithm. The algorithm

includes the initialization phase and the main loop. In the initialization phase, the initial population is

prepared and evaluated and the technical prerequisites for the algorithm are created. In the main loop,

the population is first split into a mating pool and a (gene) carry-over elitist pool. The mating pool first
enters the crossover phase based on Algorithm 2 and is being mutated together with the elitist pool.
Then the new Pareto front is updated and purged (Algorithm 3). Finally, the main loop is closed by

registering the new population as the next generation Pareto front.

3.2. Mutation

An important part when considering gene manipulation and modification is to keep the overall
objective in mind. We want to find the optimal subset of features with good accuracy characteristics.
The ultimate goal is to obtain a subset with a size much smaller than N. In preliminary experiments,
the number of features with a sufficiently predictive power was around /N, which means a significant
reduction in both training time and in data preparation time (which is true especially for EO data sets).
Mutation and crossover methods should therefore be tailored to help maintain, reduce or only slightly

increase the size of items.

The most interesting parts of the algorithm are the CROSSOVER and MUTATE procedures.
The procedure for the mutation is adopted from the POSS algorithm and is a simple random bit

mutation. Each random bit in the gene is flipped independently with a probability % Thus a new
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item is generated from each of the items selected for mating and, most importantly, the expected value
of set bits is kept approximately the same. Formally, the expected value of the number of flips is 1,
and therefore the mutations gravitate slowly toward x-s where |x| = % Since the desired range of
features in which we can expect satisfactory score results is much lower than the asymptotic behaviour
of mutations, this type of mutation serves as a size increaser. Mutation procedures therefore slowly
increase and add new features to be considered. Furthermore, varying the probability of flipping is an
easy way to control the speed of the introduction of new features. Setting the mutation rate to g for
a > 1 and varying a with generation number and changes in the Pareto front updates can significantly
increase the search space. In addition, all further analyses are still valid even if the mutation is set
as an arbitrary function f : Nt — (0,1] only dependent on N and heuristic data about mutations
(independent of bit-index and bit status), called mutation function.

3.3. Crossover

The crossover procedure is designed to reduce the size of the newly produced item. The mating
pool selection used for the algorithm is a simple random mating pool with a fixed size. Two different
items from the mating pool are combined using the CROSSOVERPAIR procedure. The CROSSOVERPAIR
procedure itself is presented in Algorithm 2 and requires 4 input parameters: two items to be mated,
a scaling function for the number of non-intersected genes, and a set of entropy information for each
individual feature. Without loss of generality, we may assume that |[ITEM1| > [ITEM2]|.

Lemma 1. Let ITEM1 and ITEM2 be a random independent subset of {0, 1}N where the probability of each gene
being set is some positive function f : N* — (0,1]. The expected size of an intermediate gene conditional on the
sizes of its parent genes is

ab _ [ITEM1|[ITEM2|

E [JITEM1 NITEM2| | [ITEM1| = g, [ITEM2| = ]| = N N

We can similarly derive conditional expectation for size change.

Lemma 2. The probability of an ITEM having size k, assuming that each feature is selected independently with
probability f : Nt — (0,1] is

()@= F(N))NKF(N)
Nf(N) '

P(JITEM| = k) =

Lemma 3. The probability of an intermediate item having size k conditional on sizes of its parents is similarly
Ny (N—ky (N—
G)Gai) (o)
Ny (N
() (5)

Since all features are equally likely to be selected, conditional probability is independent of scaling function f.

P(|ANB| =k[ | |A] =a,|B| =b) =

Lemma 4. By linearity of expectation and assumption that [ITEM1| = a and |[ITEM2| = b we can easily derive
[ITEM2|
E [max{|[ITEM1|, [ITEM2|} — [ITEM1 NITEM2| | [ITEM1| = 4, [ITEM2| = b] = [ITEM1]| ( 1 — -~ )

Remark 1. The assumption that each feature is selected independently with probability f(N) should not be
confused with each subset of features selected with equal probability. In our case, this is beneficial because smaller
sets are intrinsically better, which are easily controlled by the mutation function f.
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Algorithm 2 Randomized crossover with information gain weighting

Require:
First item ITEM1
Second item ITEM2
Scaling function for number of genes ONGENESCALING
Individual feature entropy INFORMATIONENTROPY

1: function CROSSOOVERPAIR

2 if [TTEM1| < [ITEM2| then

3 SWAP(ITEM1, ITEM2)

4 end if

5: intermediate < ITEM1 & ITEM2 > Intersection of genes

6 rest <— ITEM1 @ ITEM2 > Bitwise XOR, features present in exactly one item

7 addNum <~ ONGENESCALING(ABS(IITEM1 | - [TTEM2|))

8 > Scale the number of new features according to provided function

9 additional <— RSELECT(addNum, informationEntropy, rest)
10: > Randomly select addNum features, weighted by precalculated entropy
11: mated < intermediate | additional > Add selected features
12: return mated

13: end function

After crossover, the resulting genes initially contain features that were selected in both parents.
The intersection of features is a good starting point, as it seems to produce good results during the
running of the algorithm. Since the implementation of the genes is a simple bit string, the intermediate
result is simply bitwise logical AND of its parents’ genes. Another way to combine the parents would
be to produce offspring with the union of genes. The latter approach produces offspring that is too
large (contains too many selected features) and is thus unsuitable for our objective, where we want to
select a sufficiently small feature set. The size of the intermediate result obtained by the intersection
(line 5) is smaller than or equal to the size of ITEM2 (smallest of the parents), but can be much smaller,
depending on the input sets (see Lemma 3). With the intersection, the number of genes decreases too
rapidly (see Lemma 4) and disposes of useful information. We therefore use additional genes presented
in exactly one of the parents (generated by element-wise exclusive OR) to construct an additional set of
features with good information gain. The visualization for the first part of CROSSOVERPAIR procedure
on an example case is shown in Figure 3. The genes of two items to be mated are split into two indexed
sets: an intermediate set containing genes from both parents and a set called rest containing genes to
be used for the enrichment of intersected genes.
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Figure 3. Schema of mating of 2 genes. With bit-wise AND operation we produce the intermediate set
and with bit-wise exclusive or XOR we produce the rest (features) set.

Enrichment of the intermediate set of genes is done as follows. First, the number of enrichment
genes is calculated using the ONGENESCALING function. This function is used to control the size of the
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final offspring. From Lemma 4, it follows that the expected size of the rest (features) set, with the size
of the largest parent being constant, is linear to the size of the smaller parent (ITEM2). Adding all genes
from the rest set will result in an offspring too large (and diverge toward the whole feature space being
selected), selecting none of the genes will diverge towards very small sets. In our experiments, we used
the function x — [ % | 4 1 (for ONGENESCALING) that scaled the amount of features appropriately for
our data set. For a larger number of features, the functions \/x and log, x with a sufficiently small base
a are a good choice. As with most parameters, ONGENESCALING can be swapped during the run-time
and made dependent on the conditions of front updates and statistics.

The second part of the mating algorithm selects the best performing features using heuristics
based on information gain. From all features in the rest set, addNum are randomly selected (using a
weighted random selection, where the weight of each feature is its individual precalculated information
gain). The final result is an item with genes from the intersection set and selected genes from rest
set. In the implementation, the results are simply combined with element-wise OR. The heuristics
for the information gain in our algorithm is based on mutual information gain. The scikit-learn
implementation [29] of mutual information gain is used for each feature in the train set.

Figure 4a shows the continuation of the example mating algorithm from the previous figure.
Each of the initial features is represented with its information gain, which is shown by the height
and intensity of the shade of the column above it. Columns for features in the rest set are shown
in red (and the corresponding genes are green in the bottom row). Of the eight features in the rest
features row, five are selected using weighted random function. Figure 4b shows the visualization of
the result (offspring) of the mating procedure. The genes selected by intersection are marked with
dark green shading, while the genes selected by information enrichment are shown in light green.
The corresponding information gain statistics in shown with column color intensity. In this example,
two genes of size 14 and 6 were combined and they produced a result with size 10, which may be
further increased by the mutation strategy. The resulting item contains genes that are present in both
parents and were therefore rated as good in the previous evaluation. It is enriched with a limited
number of genes that are present in either parent, weighted according to their information gain.

110]3{1[0[1f1]0]0{21]0[1[0|0]0[0[T1[1]0[1

0[0/0]|1]1]{0[0[0[1]0]1{1]0[0[0f1]21{1]T[1

(a) Rest genes with feature importances (b) Final crossover results

Figure 4. Visualization of the rest set and final mating result. Information gain of a particular feature is
depicted by the height of the column above a particular feature.

3.4. Purging Features from Pareto Front Using Information Gain

An initial version of the algorithm presented in Algorithm 1 has been further improved to exploit
pre-trained models for the calculation of the information gain and to purge non-relevant features from
items on the Pareto front. For each item added to the front, a model trained on its genes is stored.
Since the number of elements is small compared to the learning data, storing the models results in
virtually no additional effort in run-time and is a useful tool for evaluating the optimization over time.
In the same way as when the population is reset to the Pareto front, another predicate is introduced to
indicate when the Pareto front should be purged using the information criterion. The gene purging
procedure is presented in Algorithm 3.
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Algorithm 3 Gene purging algorithm

Require:
Current Pareto front FRONT
Evaluation function with ability to randomly shuffle features EVALF

1: function PURGEPARETOFRONT
2 newFront = < Dict.empty > Empty dictionary representing new Pareto Front
3: for item in front do
4 if [ITEM| ==1 then
5: continue > Items with only one feature cannot be reduced
6: end if
7: baseResult « item.result > Score acquired by using all features from item
8: scoreDecrease < [] > Score decrease for each feature
9: for genelnd in item.genes WHERE ISSET(item.genes[genelnd]) do > Check only set genes
10: newScore < EVALF(item.model, item.genes, genelnd)
> Evaluate existing trained model on test data set, where values of feature genelnd are randomly
shuffled
11: scoreDecrease[genelnd] < baseResult - newScore
12: end for
13: bestInd <~ ARGMIN(scoreDecrease)
> Take the gene which showed smallest score decrease when shuffled
14: newltem <— ITEM(genes=UNSETBIT(item.genes, bestInd))
> Create new item where the gene with the smallest score decrease is unset
15: newFront[ | newltem | | +— EVALUATE(newlItem, EVALF)

> Evaluate newly created item (train and test model)
16: end for

17: front < front U newFront > Update current front with newly calculated items
18: front <~ REMOVEDOMINATED(front) > Remove unoptimal items from Pareto front
19: return front

20: end function

The main idea of purging the items on the Pareto front with information criterion is to discard
unneeded features from items that already perform well. For each item on the Pareto front, we try
to discard a feature that makes the least contribution to the item’s score. The obvious way to do this
would be to transverse through all the features used in the prediction model, remove superfluous
features one by one, and train and re-evaluate such a model. For each item, a new model must be
trained and re-evaluated. This is time-consuming and offers only minor improvements. Our proposal
is to use a heuristic approach to select a feature to be removed. For each such feature, an existing
model corresponding to the item is used (saving time by avoiding the training of a new model) and
evaluated according to the previously used test data set. For each selected feature, its values are
randomly shuffled across the test data set. The motivation for such heuristics is that the shuffling
values of a feature with strong predictive power has a much stronger effect on the resulting score than
shuffling values of a feature with only low predictive power. In this way, we can provide heuristics for
estimating the predictive power of features in a model-agnostic way using only a linear number of
model calls. Such heuristics provide a noticeable acceleration and can be used for any type of model.
The approach targets black box models with a high ratio between training and inference time/resource
consumption—e.g., gradient boosting or complex neural networks. For each newly shuffled feature
in an item, a change in the base score is recorded (line 11). Interestingly, sometimes the change can
even be negative if the included features are detrimental to the overall prediction procedure. This is
proving to be an effective method for quickly sorting out bad features introduced by mutations at the
end of simulations when the exploration is limited to the feature space previously explored.
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The feature whose shuffling has the most detrimental effect is taken and a new item is constructed
whose genes are the same as those of the original element, except that the resulting feature is omitted
(lines 13 and 14). This procedure can be further generalized. For example, first scoreDecrease could be
scaled with some function (for example, x3) and then the feature to be removed could be sampled by
these new scoreDecrease weights from the set. Special care should be taken that the scaling function is
monotonous (and preferably a bijection) since negative values can occur and should not be bundled
with positive ones. If a random selection is used, the final probabilities must also be re-scaled correctly
due to possible negative weights. After the feature to be removed is selected, the new item is evaluated
and all new items are brought to the front. The front should also be purged to take into account
possible new features on the front.

The most important heuristic optimization used by the front purging functions is based on the fact
that only a new model is built with the features with the most promising importance score (as inferred
by a model when feature values are shuffled). The time required for this operation is linear in the
number of features. For each feature, the model requires one evaluation (inference) on the training
set. The implementation of the gene purging can be further optimized so that each feature is selected
only once. Under the reasonable assumption of sufficiently deterministic training and evaluation, it is
easy to see that evaluating an item and (potential) addition of a feature to the front is an idempotent
operation. Removing the same feature from the same item on the front several times is not a reasonable
change and therefore another feature could be considered for removal. An appropriate threshold
for reducing the score may also be introduced so that features with very high predictive power are
never removed.

4. Data

FASTENER is focused on improving the state-of-the-art in EO land-cover classification.
The description of the EO data set is given in Sections 4.1 and 4.2. Apart from that, the algorithm
was tested on 25 additional feature selection benchmark data sets with a varying number of features,
label classes and instances, in order to be compared against the existing state-of-the-art methods.

4.1. EO Data

Earth Observation data were provided by the EU Copernicus program’s Sentinel-2 mission,
whose main objectives are land observation, land use and change detection, support for generating land
cover, disaster relief support and climate change monitoring [30]. The data comprise 13 multi-spectral
channels in the visible/near-infrared (VNIR) and short wave infrared (SWIR) spectral range with a
temporal resolution of 5 days and spatial resolutions of 10 m, 20 m and 60 m (the latter is used for
diagnostics only) [3]. Sentinel’s Level-2A products (surface reflectances in cartographic geometry)
were retrieved via the SentinelHub (https://www.sentinel-hub.com/) services and processed using
the eo-learn (https://github.com/sentinel-hub/eo-learn) library. In addition, a digital elevation
model for Slovenia (EU-DEM) with 30 m resolution was used.

The ground truth data in our experiments were collected from the Slovenian land parcel
identification system (LPIS). The original LPIS data consist of 177 different vegetation classes.
These classes were grouped into 23 more general classes proposed by domain experts. The final
data set includes 23 separate classes describing the type of farmland and one class describing all
non-agricultural surfaces. Data have been collected for the year 2017.

A classification scenario is depicted in Figure 5. The figure shows a subset (true colour) of input
EO data, the manually acquired ground truth data and the final automatic classification result of our
algorithm. Based on the (easily obtainable EO data), the classification algorithm predicts ground-truth
label (which is difficult to obtain and often contains incorrect data). When comparing Figure 5b,c,
we observe the similarity between ground truth and the classification result.
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Figure 5. Partial input data, ground truth data and classification results.
4.2. Feature Engineering and Sampling

The EO data were collected for the entire year. Four raw band measurements (red, green,
blue—RGB and near-infrared —NIR) and six relevant vegetation-related derived indices (normalized
differential vegetation index—NDVI, normalized differential water index—NDWI, enhanced
vegetation index—EVI, soil-adjusted vegetation index—SAV], structure intensive pigment index—SIPI
and atmospherically resistant vegetation index—ARVI) were considered. The derived indices are
based on extensive domain knowledge and are used for assessing vegetation properties. In Figure 6d,
an example of NDVIindex is depicted, which is an indicator of vegetation health and biomass. Its value
changes during the growing season of the plants and differs significantly from other non-planted areas.

The NDVI is calculated as:
NIR — red

NIR + red

Timeless features were extracted based on Valero et al. [20]. These features can describe the
three most important crop stages: the beginning of greenness, the ripening period and the beginning
of senescence [20,21]. Annual time series have different shapes due to the phenological cycle of a
crop and characterize the evolution of a crop. With timeless features, they can be represented in a

NDVI =

condensed form.

For each pixel, 18 features per each of the 10 time-series were generated. The raw value and
maximum inclination for a given pixel were calculated from the elevation data as 2 additional features.
In total, 182 features were used in the experiments.

The examples of learning features are depicted in Figure 6: EVI minimal value (Figure 6e),
EVI standard deviation (Figure 6f), NDVI maximum mean value in a sliding temporal neighborhood
of size 2 (Figure 6g), SIPI mean value (Figure 6h) and SAVI mean value (Figure 6i).

Prior to the experiments, edge detection [31] was performed on EO data, excluding the pixels at
the borders of land plots. These pixels are potential mixed-class instances that can have a negative effect
on the learning process. An example of an edge detection mask is depicted in Figure 6a. A balanced
learning set was sampled from the entire data set with 20 x 10% data points (pixels) representing each
class. The classes with the lowest frequency were oversampled in the vicinity of sampled instances.
The entire learning data set [32] consists of 480 x 10° samples.
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(g) NDVI longest mean value (h) SIPI mean value (i) SAVI mean value

Figure 6. Examples of features derived from EO time series. Each feature represents a potentially
significant parameter for land cover classification [20].

4.3. Feature Selection Benchmark Data Sets

Benchmark data sets for feature selection were taken from [6]. The description of all the data
sets is given in Table 1. It is apparent from the table that our main data set, EOData [32] in the last
row, differs from other data sets with its very high number of instances and relatively low number
of features.
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Table 1. Description of the data sets used for testing the FASTENER with number of instances, features
and classes. Ic| and Iy represent the percentage of instances representing the smallest and the largest
class, respectively.

Data Set Instances Features Classes Ic; Icp
ALLAML 72 7129 2 35 65
arcene 200 10,000 2 44 56
BASEHOCK 1993 4862 2 50 50
CLL_SUB_111 111 11,340 3 10 46
COIL20 1440 1024 20 5 5
colon 62 2000 2 35 65
gisette 7000 5000 2 50 50
GLIOMA 50 4434 4 14 30
GLI_85 85 22,283 2 30 70
Isolet 1560 617 26 4 4
leukemia 72 7070 2 35 65
lung 203 3312 5 3 68
lung_discrete 73 325 7 7 29
lymphoma 96 4026 9 2 48
nci9 60 9712 9 3 15
ORL 400 1024 40 3 3
orlraws10P 100 10,304 10 10 10
PCMAC 1943 3289 2 50 50
Prostate_GE 102 5966 2 49 51
RELATHE 1427 4322 2 45 54
TOX_171 171 5748 4 23 26
usPs 9298 256 10 8 17
warpAR10P 130 2400 10 10 10
warpPIE10P 210 2420 10 10 10
Yale 165 1024 15 7 7
EOData 480,000 182 24 4 4

5. Results

5.1. Experimental Setup

To assess the quality of the selected feature subsets, a frontSurface metric was introduced to
measure the surface under the Pareto front produced by the resulting subsets. With the analogy to the
area under a curve (AUC), which is often used in the evaluation of classification methods, the frontSurface
measure can also be called the area under a front (AUF). The area under a front can be interpreted as
a measure of the efficiency of the feature selection algorithm. The surface is calculated as a simple
sum of the best scores for each number of features k. In order to simplify the presentation and
later evaluation, the surface is calculated only for a fixed maximum number of features K and then
normalized. This makes it easier to compare fronts of different sizes and keeps them resistant to
outliers with a large number of features. The measure is defined as

AUF : opt(k) :== max {item.result},

JITEM| <k

_ Lieqopt(k)
o K

where opt (k) represents the item with the highest score on the Pareto front, with a size of, at most,
k (i.e., the best performing subset of features for a fixed number of features). In our case, the maximum
number of features K = 20 was selected because the selected feature subsets rarely have more than
20 features. Intuitively, the AUF measures the average of the best scoring items with a size of less
than K.

All experiments on benchmarking data sets were performed with the same setup. The data
for feature selection were first split into training and test subset (80:20) with stratified random split
(sklearn.model_selection.train_test_split with a random state 2020 was used). The selected
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algorithm was run on a training subset, where the accuracy score was calculated as the F; score of
the resulting model on a test set. For the FS-SDS algorithm, which uses internal data set splitting,
the full data set was used. EO-data set was further split into two equal parts. The first part was used
as a test set in the evaluation phase. The second part was used in the later analysis of the algorithm’s
generalization in Section 6.2.

The resulting statistics were calculated using the best reported feature subset for a data set
and feature selection algorithm. To partially avoid possible feature selection bias [33] (test data set
is not separate from the data set used for feature selection), a set of 80:20 training/test balanced
splits were done using random seeds from 20 to 50. For wrapping algorithms (which typically use
a significant amount of time in the learning phase), it is often impossible to validate according the
nested cross-validation loop strategy.

The final results were obtained as the AUF of F; score, produced by the models trained on training
data sets using the selected feature subset and evaluated on corresponding test subsets. The results are
used for comparative purposes between the different algorithms.

For FASTENER algorithm, the decision tree classifier provided by the scikit-learn library was
used as the base classification algorithm (using Gini index for measuring quality of a split and a
requirement of keeping, at a minimum, two examples in a split). A random mating pool of size 3
was selected and all item pairs were mated using information gain crossover. All items from the
Pareto front were also carried over onto the next generation and mutated along with the newly created
ones. For DT-forward, we used the same decision tree hyper parameters as with FASTENER. FS-5DS
uses Extreme Learning Machine (ELM) for classification. The latter was configured with 160 hidden
neurons and the sigmoid activation function.

5.2. Comparison with Similarity-Based Methods on EO Data

FASTENER results were compared with the results of the KBEST algorithm and the RELIEFF
algorithm. Although outdated, they are presented in the literature as the currently best-performing
methods in the field of land cover classification [22]. To no surprise, FASTENER achieves better results.
Similar to FASTENER, the best feature subset for a fixed number of features was represented as an
item in a Pareto front. The Pareto front visualization for reported optimal feature subsets is shown in
Figure 7. The optimal feature subsets reported by the FASTENER algorithm outperform KBEST and
RELIEFF. Since the tested implementation of RELIEFF uses Python’s native KD tree, only 20% of the
original training data was used to speed up the feature selection process in RELIEFF and compared
with the subset selected by FASTENER on the same reduced training data.
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2 Features subset comparison
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Figure 7. Pareto front comparison.
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5.3. Detailed Comparison with Wrapper Methods for EO Validation

Due to the nature of the EO data set (high number of instances), the evaluation of DT-forward,
DT-backward, SVM-forward and SVM-backward [14] was not possible due to extremely long
computation times. Along with FASTENER and POSS, we were also able to test the EO data set
using FS-SDS [12]. The following evaluation presents a detailed comparison of POSS and FASTENER
algorithms, and FS-SDS results are given at the end of the subsection.

Figure 8 shows the progression of the Pareto front produced by POSS and FASTENER algorithms
with the same number of model evaluations. It can be clearly seen that the convergence speed of the
FASTENER algorithm outperforms the convergence speed of a comparable POSS implementation.
Further analysis shows that the FASTENER algorithm converges about three-times faster than the
POSS algorithm.

FASTENER POSS (100 evaluations) FASTENER POSS FASTENER POSS comparrison (400 evaluations)
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) 0.2
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4 T Decidon Tro0 0SS 100 aalatos T Decidon Troa 0SS 300 avlvtions T Decidon Troa PSS 400 avalatos
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Figure 8. Comparison of the Pareto fronts produced by FASTENER and POSS algorithms after different
numbers of iterations.

Comparisons of Pareto AUF and AUF changes for POSS and FASTENER algorithms during the
first 800 iterations are shown in Figure 9. A quick visual comparison of the AUF graphs between
POSS and the FASTENER results shows that the surface with the FASTENER algorithm is on average
of 5% larger. The FASTENER AUF also exhibits much larger jumps. Larger jumps indicate a strong
improvement in the F; score. This can either be a large improvement in the score for an existing k
number of features or a slightly smaller improvement in the score for many smaller feature sets that
dominate a large part of an existing Pareto front. Periodic larger jumps correspond to the invocation of
PURGEPARETOFRONT routine, which tries to improve the results with additional information gain.
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Figure 9. The comparison of the Pareto fronts generated by FASTENER and POSS algorithms after
a different number of iterations. FASTENER exhibits better AUF scores and the discovery of several
jumps, indicating the discovery of a distinct new best combination of features.

Another useful tool in convergence analysis is to compare the change in AUF presented in
Figure 9¢,d. The changes in the FASTENER algorithm are an indication of a higher convergence ratio.
The computational complexity of AUF is minimal (linear in the size of the front) and can be easily
computed while purging the Pareto front after each generation. The continuous calculation of the
AUF (and its change) can be used as a helpful marker to measure the course of convergence in several
of the above methods. In particular, the change in the area under a front can be used to modify the

probabilities in the crossover and mutate methods to control the feature space search.

Detailed analysis of wrapper methods tested on EO-data is presented in Table 2. All the tested
methods produce the area under a front with low variation, which can be attributed to a data set size.

It can clearly be seen that FASTENER outperforms both POSS and FS-SDS.

Table 2. Results of wrapper feature selection algorithms on EO data set. FASTENER yields the highest
average AUF and lowest number of model evaluations. Standard deviation of the AUF is small for all
methods. Best values accross different methods are bolded (in all tables).

avg. AUF

Method
POSS 0.66
FS-SDS 0.62

FASTENER 0.71

sd eval_n
0.0008 1000
0.0008 120,000
0.0008 1000
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5.4. Benchmark Data Set with Wrapper Methods

Along with FASTENER, forward decision tree selection method (DT-forward) [14] and FS-SDS
algorithm [12] were tested for comparison on an open feature selection data sets [6] used
for benchmarking.

Tables 3 and 4 present comparisons of the FS-SDS algorithm, FASTENER and forward selection
with decision tree (DT-forward). For each of the algorithms, 10 different data splits were used for
feature selection and each feature subset was tested on 30 different test/train data splits. FASTENER
was run with an exploration setting (larger generations) for 200 generations and the number of
evaluations is a lot higher than in the EO setting. Each resulting Pareto front was purged, since adding
more features might hurt performance on new data and the area under the Pareto front was calculated.
Tables 3 and 4 present mean, max, median and standard deviation of thus obtained surfaces under
Pareto fronts, along with the number of model evaluations.

Table 3. Mean, max, median value, standard deviation AUF and number of model evaluations.
FS-SDS uses 30,000 model evaluations per each k (whereas for FASTENER the number of iterations
produces the whole Pareto front) in the first iteration. Number of evaluations is reduced with the next
iterations and stays in the range between (10,000-30,000).

FS-SDS FASTENER
Data Set Mean Max Medi sd eval_n* Mean Max Medi sd eval_n

ALLAML 0.643 0.717 0.65 0.039 30,000 0.776 0.894 0.78 0.062 11,238
arcene 0.608 0.673 0.607 0.037 30,000 0.707 0.785 0.713 0.034 12,083
BASEHOCK 058 0.618 058 0.018 30,000 0.742 0.78 0.744 0.019 13,847
CLL_SUB_111 0537 0.671 0.534 0.053 30,000 0.626 0.79 0.623 0.067 11,911

COIL20 0.655 0.673 0.657  0.01 30,000 0.687 0.714 0.687 0.012 14,214
colon 0.658  0.77  0.652 0.069 30,000 0.763 0.9 0.757 0.076 11,256
gisette 0.672 0.682 0.671 0.005 30,000 0.786 0.802 0.786 0.006 13,213
GLIOMA 0.549 0.687 0.561 0.067 30,000 0.618 0.827 0.617 0.095 11,674
GLI_85 0.659 0.746 0.665 0.063 30,000 0.755 0.894 0.77 0.065 11,238
Isolet 0.365 0.392 0.364 0.012 30,000 0396 0432 0395 0.012 14,572
leukemia 0.62 0.77  0.618  0.06 30,000 0.824 0.9 0.833 0.057 11,248
lung 0.663 075 0.656 0.031 30,000 0.727 0.828 0.731 0.038 11,802

lung_discrete  0.533  0.666 0.532 0.068 30,000 0511 0.716 0516 0.086 11,753
lymphoma 0.539  0.619 0.548 0.058 30,000 059 0.757  0.58 0.07 11,719
nci9 0.331 0.513 0.311 0.097 30,000 0.405 0.61 0.406 0.088 12,081
ORL 0.347 0395 0.351 0.029 30,000 039 0488 0389 0.04 13,540
orlraws10P 0.675 0.77 0.686 0.053 30,000 0.694 0.821 0.695 0.062 13,571
PCMAC 0.596 0.624 0.594 0.012 30,000 0.71 0.736 0.708 0.013 15,768
Prostate_GE 0.676  0.734 0.691 0.041 30,000 0.748 0.837 0.749 0.05 14,002
RELATHE 052 0554 0519 0.017 30,000 0.667 0.707 0.667 0.018 15,541
TOX_171 0.421  0.509 0.427 0.046 30,000 0.553 0.647 0.55 0.039 14,759
USPS 0.561 0.569 0.561 0.005 30,000 0.583 0.593 0.583 0.005 16,670
warpAR10P 0.502 0.588 0.525 0.052 30,000 0.523 0.672 0518 0.065 13,840
warpPIE10P 0.582 0.646 0.589 0.037 30,000 0.633 0.741 0.634 0.041 13,630
Yale 038 0454 0376 0.035 30,000 0.436 0.594 0.438 0.052 15,307

Table 3 shows that FASTENER outperforms FS-SDS on almost all data sets, except on the
lung_discrete data set, where the mean and median AUF score are better with FS-SDS. Apart from
outperforming score-wise, FASTENER also produces results faster (with fewer model evaluations) due
to additional statistical data, while producing only marginal overhead due to initial entropy calculation.
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Table 4. Mean, max, median value, standard deviation of AUF and number of model evaluations.

DT Forward FASTENER
Data Set Mean Max Medi sd evaln Mean Max Medi sd eval_n

ALLAML 0.826 0.893 0.833 0.044 106,830 0.776 0.894 0.78 0.062 11,238
arcene 0.659 076  0.665 0.054 149,895 0.707 0.785 0.713 0.034 12,083
BASEHOCK 0.753 0.781 0.751 0.015 72,825 0742 078 0744 0.019 13,847
CLL_SUB_111 054 0.655 054 0.049 169,995 0.626 0.79 0.623 0.067 11911

COIL20 0.707 0.729 0.706 0.011 15255 0.687 0.714 0.687 0.012 14,214
colon 0.751 0.888 0.745 0.066 29,895  0.763 0.9 0.757 0.076 11,256
gisette 0.8 0.815 0.799 0.007 74,895 0.786 0.802 0.786 0.006 13,213
GLIOMA 0592 0.743 0.626 0.103 66,405 0.618 0.827 0.617 0.095 11,674
GLI_85 0.724 082 0.733 0.066 334,140 0.755 0.894 0.77 0.065 11,238
Isolet 0.409 0.445 0.408 0.014 9150 0396 0432 0395 0.012 14,572
leukemia 0.866 0.9 0.873 0.03 105945 0.824 0.9 0.833 0.057 11,248
lung 0.76  0.827 0.761 0.038 49,575 0.727 0.828 0.731 0.038 11,802

lung_discrete  0.526  0.689 0.532  0.08 4770 0511 0.716 0516 0.086 11,753
lymphoma 0.586 0.785 0.581 0.077 60,285 059 0757 0.58 0.07 11,719

nci9 0419 064 0414 0115 145575 0405 0.61 0406 0.088 12,081
ORL 0.407 0464 041 0.032 15,255 039 0488 0389 004 13540
orlraws10P 0.76  0.835 0.765 0.055 154,455 0.694 0.821 0.695 0.062 13,571
PCMAC 0.722 075 0.721 0.013 49,230 0.71 0.736  0.708 0.013 15,768

Prostate_GE 0.787 0.851 0.793 0.041 89,385 0.748 0.837 0.749 0.05 14,002
RELATHE 0.684 0.724 0.681 0.016 64,725 0.667 0.707 0.667 0.018 15,541
TOX_171 0.469 0.536 0.466 0.035 86,115 0.553 0.647 0.55 0.039 14,759
usPs 0.564 0.574 0.565 0.005 3735 0.583 0.593 0.583 0.005 16,670
warpAR10P 0.533 0.659 0.527 0.06 35895 0523 0.672 0.518 0.065 13,840
warpPIE10P 0.669 0.753 0.676 0.033 36,195 0.633 0.741 0.634 0.041 13,630
Yale 0.407 0505 0.406 0.048 15255 0.436 0.594 0.438 0.052 15,307

Table 4 presents a comparison of features selected by FASTENER with features selected by
forward selection with decision tree (DT-forward). DT-forward works by successively adding the best
performing features, which can be suitable for small data sets, but the computational complexity
explodes, as the number of features increases. As can be seen from Table 4 that FASTENER
outperforms the DT-forward in a slightly less than half of the data sets. The difference between
the maximum in DT-forward selection and FASTENER data in most of other cases is a few percentage
points. The important improvement brought in by FASTENER is the efficiency of obtaining better
(or just marginally worse) AUF with a lot fewer evaluations in comparisons to the forward selection.
On average, the FASTENER uses between 2-5-times fewer model evaluations, depending on the
number of features in the data set, while obtaining comparable or sometimes even better results.
Additional insight presented by the experiment is the standard deviation when using different data
splits. Standard deviation in smaller data sets is larger than in EO-data set, and a bit larger than the
standard deviation using DT-forward since FASTENER includes additional random part during the
algorithm run, while forward feature selection is deterministic.

Another FASTENER strength compared to the FS-SDS or DT-forward is the non-parametricity
concerning the number of features. Both FS-SDS and DT-forward are rigid when selecting the feature
subset size and increasing (in the case of forward selection) or changing (FS-SDS) subset size is
computationally expensive. FASTENER automatically explores available search space unconstrained
by the number of features, but they can be additionally constrained when reporting the results.

6. Discussion

6.1. Comparisons with other Methods

FASTENER builds on the idea of having multiple non-optimal items simultaneously considered
for selection. The front in the main loop of the algorithm is a list of items for a fixed number of selected
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features. The additional parameter controls the size of the buckets, but initial testing concluded that
increasing the bucket size to more than 2 decreased the performance and a more elitist parent selection
(bucket sizes 1 and 2) was used. The exploration phase, where the population is allowed to deviate
from the currently optimal front and only the items in the currently selected population are used as
possible parents for a few rounds can be seen as a generalization of multiple fronts used in NSGA-II.
The front purging after a selected number of rounds (controlled by a parameter) then returns the front
to the current best and maintains an elitist gene selection.

Due to a large number of features and data points in the EO domain, smaller population sizes are
more suitable for feature selection. In this case, the increase in bucket sizes (and non-optimal fronts)
greatly increases the population size, which produces slower convergence as the elitism part does not
kick in quickly enough.

Another specific thing about feature selection is the fact that the feature subset size dimension is
discrete and mostly fully dense. Since the optimal sizes of subsets quickly converge even for a small
number of selected features, the clustering optimization performed by NSGAA-II and RPSGAe does
not improve the efficiency of convergence.

6.2. Generalization

An important aspect of feature subset optimization is further generalization to unseen data.
As mentioned at the beginning of this section, an additional part of the data was kept unseen to the
FASTENER algorithm during the phase of selecting the optimal subset of features. This hidden data
set was used to analyze the overfitting of the FASTENER algorithm to the combination of training/test
data. For each generation of the FASTENER algorithm, the features from the optimal items were used
as features to train the model using the training data. However, this time the models were evaluated
using the 10% of data not seen during FASTENER iterations. The overfitting was minimal and ranged
from 0.5 to approximately 0.3 percentage points compared to the results on the test data set reported
by the FASTENER algorithm. An important piece of information obtained from additional testing on
the unseen data was the fact that some items from the reported optimal Pareto fronts were strictly
dominated by feature subsets with fewer features. This was not surprising for subsets with a larger
number of features, as the Pareto front “levels off” after a larger number of features. Results of the
generalization analysis are presented in Figure 10.

The generalization on unseen data is quite good, which is at least partly due to a large data
set compared to the number of algorithm iterations. The algorithm did not converge to some local
optimum imposed by training data. Another way to analyze training performance on unseen data is
to check the difference between AUF values on the reported front and unseen data. The plot of the
AUF difference is shown in Figure 11. The difference levels off after approximately 60 iterations of the
algorithm and appears to be constant with some variation.
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Figure 10. The generalization of results on unseen data presents small performance discrepancies
between test data and previously unseen data.
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Figure 11. Low AUF difference between the test and unseen data shows good generalization abilities
of the FASTENER algorithm.

Apart from the generalization, it is interesting to observe the statistics for selected items
and the statistics of individual genes during the execution of the algorithm. Figure 12 visualizes
optimal selected features after the termination of the FASTENER algorithm. The yellow squares
represent selected optimal features as genes. With y axis progression, new features are added.
Interestingly, the algorithm does not simply extend the feature sets of k for the higher k’s, but rather
examines previously excluded feature combinations that, with additional features, perform better.
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Figure 12. Visualization of optimal features for different feature subset sizes. The x axis represents the

feature index, while the y axis depicts the number of features k (increasing with each row). FASTENER
does not simply add new features as k is increased, but rather finds the best possible combination of
features that gives the best possible classification result for a given k.

Apart from selecting the optimal subsets, one should also look at the density of the different
features, as they were involved during the iterations. The diagrams in Figure 13 show the number
of evaluations of features during the run time of the algorithm. If the feature subset [1, 5, 7, 100] was
evaluated, each of the features shown is considered to be evaluated once. Figure 13a shows the number
of feature evaluations indexed by feature indices. The most evaluated feature is 0, since this was the
only item in the starting Pareto front for the algorithm. Looking at other features, there are some areas
of higher activity, but interestingly, while features between indices 50 and 75 seem to be fairly highly
valued, they are very rarely included in the final optimal Pareto fronts. It seems that they are favored
by heuristics. On the contrary, towards the end, features are fairly highly valued and are often present
in optimal subsets.
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Figure 13. Number of feature evaluations. Although some features are not represented in Figure 12,

they have often been evaluated by the algorithm.
7. Conclusions and Future Work

With the FASTENER algorithm, we have combined a wrapping methodology with
information-theoretical measures based on entropy. The resulting feature selection method has proven
to be very promising (superior in EO scenario), with its fast convergence (less learning iterations
needed) and better accuracy (higher F; score and surface under the Pareto front) than the currently
tested methods in the field. In the EO literature, feature selection methodologies have not been
thoroughly explored and thus very basic algorithms, such as ReliefF and POSS have been reported
to give the best results so far. We have also repeated experiments using FS-SDS, which FASTENER
consistently outperformed. FASTENER was compared to FS-SDS and DT-forward algorithms on 25
open feature selection data sets, which are significantly different from the EO data set (a few instances
and a lot of features). In terms of accuracy, FASTENER is comparable with DT-forward but generally
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achieves the same result with far fewer evaluations. Although the method was originally developed
for applications within the EO scenarios, its usage in other domains seems promising. Any supervised
machine learning problem (classification or regression) that requires optimization of the accuracy
measure (either F; score or RMSE) with respect to the number of used features would benefit from the
implementation of FASTENER.

Several aspects will be addressed in future work. Better theoretical justification of the algorithm
is needed as well as the analysis of its convergence and other relevant properties. Possibilities
of parallelization of FASTENER (similar as in [34] for POSS) should be examined to speed up
the convergence.

Finally, for EO or similar problems, where the calculation of features themselves is computationally
challenging, optimization of the final time of the learning process (including feature engineering and
data acquisition) need to be performed.
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The following abbreviations are used in this manuscript:

ARVI Atmoshperically adjusted vegetation index
ASTFS Automatic spectro-temporal feature selection
AUF Area Under (Pareto) Front

DT Decision Tree

EO Earth Observation

ESA European Space Agency

EVI Enhanced Vegetation Index

FASTENER  Feature Selection Enabled by Entropy

LDA Latent Dirichlet Allocation

LPIS Land Parcel Identification System

NIR Near Infra Red

NDVI Normalized differential vegetation index
NDWI Normalized differential water index

NLPCA Non-linear Principal Components Analysis
PB Petabyte

PCA Principal Components Analysis

POSS Pareto Optimization for Subset Selection
PPOSS Parallel Pareto Optimization for Subset Selection
SAVI Soil-adjusted Vegetation Index

FS-SDS Feature Selection using Stohastic Diffucion Search
SIPI Structure Insensitive Pigment Index
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Abstract: Score-based algorithms that learn Bayesian Network (BN) structures provide solutions
ranging from different levels of approximate learning to exact learning. Approximate solutions exist
because exact learning is generally not applicable to networks of moderate or higher complexity.
In general, approximate solutions tend to sacrifice accuracy for speed, where the aim is to minimise
the loss in accuracy and maximise the gain in speed. While some approximate algorithms are
optimised to handle thousands of variables, these algorithms may still be unable to learn such high
dimensional structures. Some of the most efficient score-based algorithms cast the structure learning
problem as a combinatorial optimisation of candidate parent sets. This paper explores a strategy
towards pruning the size of candidate parent sets, and which could form part of existing score-based
algorithms as an additional pruning phase aimed at high dimensionality problems. The results
illustrate how different levels of pruning affect the learning speed relative to the loss in accuracy in
terms of model fitting, and show that aggressive pruning may be required to produce approximate
solutions for high complexity problems.

Keywords: structure learning; probabilistic graphical models; pruning

1. Introduction

A Bayesian Network (BN) [1] is a probabilistic graphical model represented by a Directed
Acyclic Graph (DAG). The structure of a BN captures the relationships between nodes, whereas
the conditional parameters capture the type and magnitude of those relationships. A BN differs
from other graphical models, such as neural networks, in that it offers a transparent representation
of a problem where the relationships between variables (i.e., arcs) represent conditional or causal
relationships. Moreover, the uncertain conditional distributions in BNs can be used for both predictive
and diagnostic (i.e., inverse) inference, providing the potential for a higher level of artificial intelligence.
For example, knowledge-based BNs are often assumed to represent causal or influential networks
and enable decision makers to reason about intervention [2]. On the other hand, structure of BN,
and especially those based on search-and-score solutions on which this paper focuses, are generally
assumed to represent networks with conditional—rather than causal—relationships, although the
class of constraint-based learning (which we cover below) is often used to discover relationships that
could, under various assumptions, be interpreted causally [3].

Formally, a BN model represents a factorisation of the joint distribution of random variables
X = (Xy,X2,- -+, Xn). Each BN has two elements, structure G and parameters . Constructing a BN
involves both structure learning and parameter learning, and both learning approaches may involve
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combination of data with knowledge [4-7]. Given observational data D, a complete BN {G, 6} can be
learnt by maximising the likelihood:

P(G,8|D) = P(G|D)P(6]G, D). )

and the parameters of the network can be learnt by maximising

P(8|G,D) = ﬁp(eimi, D) (2)
i=1

where I1; denotes the parents of node X; indicated by structure G. Depending on the prior assumption,
the parameter learning process of each node can be solved using Maximum Likelihood estimation
given data D, or Maximum A Posteriori estimation given data D and a subjective prior.

On the other hand, the BN structure learning (BNSL) problem represents a more challenging
task in that it cannot be solved by simply maximising the fitting of the local networks to the data.
The structure learning process must take into consideration the complexity of the model in order
to avoid overfitting. In fact, the problem of BNSL is NP-hard, which means that it is generally not
possible to perform exhaustive search in the search space of possible graphs, and this is because the
number of possible structures grows super-exponentially with the number of nodes 7 [8]:

n!
(n—1i)tn!

Fn) = Yo(~1) 200 £ — 1) 3
i=1

1

Algorithms that learn BN structures are typically classified into three categories: (a) score-based
learning that searches over the space of possible graphs and returns the graph that maximises a
scoring function, (b) constraint-based learning that prunes and orientates edges using conditional
independence tests, and (c) hybrid learning that combines the above two strategies. In this paper,
we focus on the problem of score-based learning.

A score-based algorithm is generally composed of two parts: (a) a search strategy that transverses
the search space, and (b) a scoring function that evaluates a given graph with respect to the
observed data. Well-known search strategies in the field of BNSL include the greedy hill-climbing
search, tabu search, simulated annealing, genetic algorithms, dynamic programming, A* algorithm,
and branch-and-bound strategies. The objective functions are typically based on either the Bayesian
score or other model selection scores. Bayesian scores evaluate the posterior probability of the candidate
structures and include variations of the Bayesian Dirichlet score, such as the Bayesian Dirichlet
with equivalence and uniform priors (BDeu) [9,10], and the Bayesian Dirichlet sparse (BDs) [11].
Well-established scores for model selection include the Akaike Information Criterion (AIC) [12] and
the Bayesian Informatic Criterion (BIC), often also referred to as the Minimum Description Length
(MDL) [13]. Other less popular model selection scores include the Mutual Information Test (MIT) [14],
the factorized Normalized Maximum Likelihood (fNML) [15], and the qutotient Normalized Maximum
Likelihood (QNML) [16].

Score-based approaches further operate in two different ways. The first approach involves
scoring a graph only when the graph is visited by the search method, which typically involves
exploring neighbouring graphs and following the search path that maximises the fitting score via arc
reversals, additions and removals. The second approach involves generating scores for local networks
(i.e., anode and its parents) in advance, and searching over combinations of local networks given the
pre-generated scores, thereby formulating a combinatorial optimisation problem. The algorithms that
fall in the former category are generally based on efficient heuristics such as hill-climbing, but tend to
stuck in local optimum solutions, thereby offering an approximate solution to the problem of BNSL.
While algorithms of the latter category are also generally approximate, they can be more easily adjusted
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to offer exact learning solutions that guarantee to return a graph with score not lower than the global
maximum score. This paper focuses on this latter subcategory of score-based learning.

Algorithms such as the Integer Linear Programming (ILP) [17,18] explore local networks in the
form of the Candidate Parent Sets (CPSs), usually up to a bounded maximum in-degree, and offer
an exact solution. Other exact learning algorithms which cast the BNSL problem as a combinatorial
optimisation problem include the Dynamic Programming (DP) [19,20], the A* algorithm [21] and
the Branch-and-Bound (B&B) [22,23]. However, exact learning is generally restricted to problems of
low complexity. Evidently, the efficiency of these algorithms is determined by the number of CPSs.
For example, the ILP algorithm is restricted to CPSs of size up to one million. However, order-based
algorithms such as OBS [24], ASOBS [25,26] and MINOBS [27] explore in the node ordering space,
in which the number of structures consistent with the orderings that consist of 7 nodes is [28]

f(i’l) _ ﬁznfl — Zn(nfi)/Z_ ()
i=1

Compared with Equation (3), the number of structures is substantially reduced. For example,
for 10 nodes, there are 3.5 x 10! different structures instead of 4.2 x 10'® computed by Equation (3).
Therefore, order-based algorithms are able to search for approximate solutions in problems that involve
hundreds of variables.

In this paper we focus on score-based algorithms that learn BN graphs via local learning of CPSs.
Specifically, we investigate the relationship between different levels of pruning on CPSs and the loss in
accuracy in terms of the BDeu score. The remainder of this paper is organised as follows: Section 2
provides the problem statement and methodology, Section 3 provides the results, and we provide our
concluding remarks and directions for future research in Section 4.

2. Problem Statement and Methodology

Different pruning rules have been proposed to improve the scalability and the efficiency of
score-based algorithms that operate on CPSs. Pruning approaches in this context generally aim to
reduce the number of CPSs [22,29-32]. The efficacy of a pruning strategy can be significant in the
reduction of computational complexity, and this depends on the number of the variables, the level of
maximum in-degree and the number of observations in the data. For example, Table 1 presents a sample
of the CPSs of node “0” in the Audio-train data set (https://github.com/arranger1044/awesome-spn#
dataset), which consists of 100 variables and 15,000 observations. If we assume maximum-in-degree
of 1, with no pruning, this produces 100 - (C3, + Cdy) = 10,000 CPSs, whereas for maximum-in-degree
of 2 increases to 100 - (C3y -+ Cdg + C3,) = 495,100 CPSs, and for maximum in-degree of 3 increases to
100 (CYy + Cly + C3, + C3y) = 16,180,000 CPSs.

Table 1. Sample CPSs of node “0”, ordered by BDeu score with max in-degree 3. The example is based
on Audio-train dataset which incorporates 100 variables.

Child Node Local BDeu Score CPS Size CPS

0 —5149.19 3 {9, 85, 95}
0 —5150.47 3 {9, 94, 95}
0 —5174.53 3 (85,94, 95}
0 —5207.08 3 (80,85, 95}
0 —5208.28 3 {9, 80, 95
0 —6886.30 2 (48,67}
0 —6886.74 1 (67}

0 —5174.53 1 (81}

0 —5174.53 1 {75}

0 —6889.11 0 0
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Pruning rules can be used to discard CPSs that are impossible to exist in optimal structures.
Based on the observation that a parent set cannot be optimal if its subsets have higher scores [24],
the CPSs that are left after applying these pruning rules are called “legal CPSs”. Table 2 presents an
example where, in a network with four nodes {1,2,3,4}, part of the CPSs (those in bold) are pruned
with the remaining CPSs representing the so-called legal CPSs. Figure 1 also illustrates all the possible
CPSs of node 1, given a maximum in-degree of 3. As shown in Table 2, the CPSs, {2,3}, {2,4} and
{2,3,4} are pruned and do not form part of the legal CPSs of node 1 because a) the score of CPS
{2,3} is lower than its subset {3}, the score of CPS {2,4} is lower than its subset {4}, and the score of
CPS {2,3,4} is lower than its subset {3,4}. In total, six CPSs are pruned out of the 32 possible CPSs.
Figure 2 presents the optimal structure and shows that none of the pruned CPSs (or that only the legal
CPSs) are part of the optimal structure.

Table 2. An example BN with four nodes and the legal CPSs that remain after pruning the CPSs that
are impossible to exist (highlighted in bold), as determined by the BDeu score. The example assumes
four nodes, a maximum in-degree (ID) of 3, and a sample size of 5000.

Node ID=0 ID=1 ID=1 ID=1 ID=2 ID=2 ID=2 ID=3

1 {} {2} {3} {4} {23t {24} {34} {234}
—2088.7 —22746 21962 —2240.7 —2252.8 22561 —2171.3 —2173.5

5 { {1} {3} {4} {L3t {14} {34} {134}

—2003.7 —1989.6 —1900.7 —19151 —1903.8 —1918.3 —1849.2 —1851.4

3 {} {13 {2} {4} {123 {14} {24} {124}

—2891.5 —2799.0 27885 —2811.3 27145 27419 27455 —2692.6

{} {1} {2} {3} {23 {13} {23} {123}
~1951.6 —1903.6 18629 18714 18295 18465 —1819.9 —1807.6

o] [w] [#]

{2, 3} {2, 4} {3,4}

Figure 1. All possible CPSs of node “1” (not shown in the diagram) under the assumption the maximum
in-degree is 3.

We use the GOBNILP software (https://www.cs.york.ac.uk/aig/sw/gobnilp/) to obtain the
legal CPSs. For example, the legal CPSs for the Audio-train data set, under maximum in-degree of 3,
is 7,343,077 which represents a 45.4% of the total number of all possible CPSs. Table 3 presents the
number and rates of legal CPSs, in relation to the number of all possible CPSs, over different sample
sizes of the Audio-train data set and varied maximum in-degrees. The results show that the level
of pruning decreases with sample size and increases with maximum in-degree. This is because a
higher sample size leads to the detection of more dependencies whereas a higher maximum in-degree
produces a higher number of possible dependencies that need to be explored. Still, this level of pruning
is insufficient for high dimensionality problems. In general, the combinatorial optimisation problem of
CPSs remains unsolvable for data sets that are large in terms of the number of the variables, with higher
levels of maximum in-degree and data sample size further increasing complexity.
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Figure 2. The optimal structure learnt from the CPSs presented in Table 2.

Table 3. The number and rates of legal CPSs in relation to the all possible CPSs for subsets of Audio-train
data over varying samples sizes and maximum in-degrees.

Maximum Number of Sample Size
In-Degree  All Possible CPSs 3009 6000 9000 12,000 15,000
. 10000 8398 8926 9163 9320 9394
’ 84.0% 89.3% 91.6% 93.2% 93.9%
228197 306,263 349,587 374,007 388,621
2 495,100 46.1% 61.9% 70.6% 75.5% 78.5%
3 16,180,000 1,200,429 3,260,399 5,130,502 6,405,394 7,343,077

7.42% 20.2% 31.7% 39.6% 45.4%

In this paper, we investigate the effect of different levels of pruning on legal CPSs. The effect is
investigated both in terms of the gain in speed and the loss in accuracy, where the loss in accuracy is
measured as a discrepancy A between the fitting scores of two learnt graphs defined as

A= (s —5)/s* ®)

where S denotes the BDeu score of a graph generated frompruning, and S* denotes the BDeu score of
the baseline graph generated without pruning. This approach is based on the B&B algorithm proposed
by Cassio de Campos [22], where the construction of the graph iterates over possible CPSs and starts
from the most likely CPS per node. Specifically, we explore the CPSs expressed in the format shown in
Table 1, where legal CPSs for each node are sorted in a descending order as determined by the local
BDeu score. Different levels of pruning are explored by pruning different percentages of legal CPSs for
each node, starting from the bottom-ranked CPSs of each node in terms of BDeu score. This means
that the search in the space of possible DAGs starts from the most promising parent sets of each node.
Avalid DAG is ensured by skipping CPSs that lead to cycles. A valid DAG is achieved by ensuring that
the learnt DAG incorporates at least one root node, which is a node having no parents [33]. This means
that the exploration of CPSs must also include ‘empty” CPSs (i.e., no parent), as shown in Table 1.

Three different levels of complexity are investigated, where the pruned result is compared to the
unpruned result. The unpruned result represents the exact result for moderate complexity problems,
although we cannot guarantee this will be the case for higher complexity problems. We define the
three different levels of complexity as follows:

(a) Moderate complexity, which assumes less than 1 million legal CPSs per network;

(b) High complexity, which assumes more than 1 million and less than 10 million legal CPSs
per network;

(c) Very high complexity, which assumes more than 10 million legal CPSs per network.
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We generate BDeu scores using the GOBNILP software and search for the optimal CPSs using
different algorithms. Experiments on networks of moderate and high complexity were carried on
an Intel Core i7-8750H CPU at 2.2 GHz with 16 GB of RAM, where each optimisation is assigned a
maximum 9.2 GB of memory. Experiments on networks of very high complexity were carried on
an Intel Core i7-8700 CPU at 3.2 GHz with 32 GB of RAM, where each optimisation is assigned a
maximum 25 GB of memory. All experiments are restricted to 24 h of structure learning runtime.

3. Results

The experiments presented in this section are based on BNs and relevant data that are available
on the GOBNILP website; link (https://www.cs.york.ac.uk/aig/sw/gobnilp /#benchmarks) for the
networks used in Section 3.1, and link (https:/ /www.cs.york.ac.uk/aig/sw/gobnilp/ for the networks
used in Sections 3.1 and 3.3.)

3.1. Pruning Legal CPSs of Moderate Complexity

We start the investigation by focusing on BNSL problems of moderate complexity, which we
restrict to networks with up to 1 million legal CPSs. Table 4 lists the six networks with their
corresponding number of legal CPSs for each case study and sample size combination, assuming a
maximum in-degree of 3.

Table 4. Moderate complexity case studies (nodes|/max in-degree in true networks), depicting the total
number of legal CPSs per network, as well as the average number of CPSs per node in that network,
for network and sample size combination. The number of legal CPSs assume a maximum in-degree

of 3.

Samole Size Asia Insurance Water Alarm Hailfinder Carpo

P 82 (27|3) (32(5)  (37]9) (56(4) (61]5)

100 41 279 482 907 244 5068

CPSs (graph) 1000 107 774 573 1928 761 3827
10,000 161 3652 961 6473 3768 16,391

100 5.13 10.33 15.06  24.51 4.36 84.47

CPSs (per node) 1000 13.38 28.67 1791 5211 13.59 63.78
10,000 20.12 135.26 30.03  174.95 67.29 273.18

Tables 5 and 6 present the loss in accuracy from different levels of CPSs pruning. The effect is
measured as a discrepancy A defined in Section 2. For example, in Table 5, 90% pruning of the CPSs on
Asia with sample size 100 leads to a graph that deviates 6.7 %o, or 0.67%, in terms of BDeu score from
the unpruned baseline graph. Note that 90% pruning of CPSs implies that, for each node, only the 10%
most relevant CPSs are considered in searching for the optimal graph.

Overall, the results suggest that higher sample sizes encourage more aggressive pruning. This is
reasonable because a higher sample size implies that the ordering of legal CPSs is more accurate
and hence, the pruning also becomes more accurate in terms of pruning the least relevant CPSs.
The results show that, in most cases, the loss in accuracy increases faster when pruning exceeds the
level of 30%. However, the results from the Hailfinder and Carpo networks suggest that even minor
levels of pruning can have a negative impact on the BDeu score, however small this impact may be.
All the moderate complexity experiments completed search within four minutes, except the case of
Carpo-10000 which took approximately twelve minutes to complete. From this, we can conclude that
unless the intention is to save seconds or minutes of structure learning runtime, pruning of legal CPSs
is less desirable in problems of moderate complexity.
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Table 5. Loss in accuracy for different levels of pruning, as a discrepancy A in BDeu score from the
unpruned score, based on the three different sample sizes for case studies Asia, Insurance and Water.

Asia Asia Asia Insurance Insurance Insurance Water Water Water

Pruning ;9 (1000)  (10,000) (100) (1000) (10,000) (100) (1000) (10,000

90%  —6.70%0  —1.26%  —1.33%0  —30.74%  —62.92%  —3526%  —11.84%  —28.11%  —15.50%0
80%  —6.70%  —126%  —1.06%  —30.74%0  —37.77%o —7.99 %o —11.15%0  —19.37%0  —8.12%o

70%  —6.70%0  —126%  —1.06%  —10.50%  —13.80%o —7.13%o —8.21%o —2.99%o —0.68%o
60% —6.70%  —1.26%  —0.72%0 —8.32%0 —6.73%o —5.32%0 —6.70 %o —2.81%o —0.44 %0
50%  —6.68%0 —1.26%  —0.72%0 —7.94%0 —4.14%0 —2.83%o —1.24%o —1.02%0 —0.27 %0
40%  —0.04% —1.26%  —0.72%0 —2.33 %0 —1.28%0 —2.07%o —0.64%o 0%o —0.18%o0
30% 0%o —0.9%  —0.25%0 —2.23%o0 0%o —1.22%o —0.32%o 0%o —0.02%o
20% 0%o 0%o 0%o 0%o 0%o —0.25%o —0.32%o 0%o 0%o
10% 0%o 0%o 0%o 0%o 0%o 0%o 0%o 0%o 0%o
0% 0%o 0%o 0%o 0%o 0%o 0%o 0%o 0%o 0%o

Table 6. Loss in accuracy for different levels of pruning, as a discrepancy A in BDeu score from the
unpruned score, based on the three different sample sizes for case studies Alarm, Hailfinder and Carpo.

Alarm Alarm Alarm Hailfinder Hailfinder Hailfinder  Carpo Carpo Carpo

Pruning ;49 (1000) (10,000 (100) (1000) (10,000) (100) (1000)  (10,000)
90% —7839% —46.86% —23.13%  —3415%  —821%  —8.82%  —7.88% —3.84% —2.90%
80% —30.04% —38.71% —14.44%  —25.02%  —417%  —6.05%  —529% —3.13% —1.99%
70% —18.87% —22.93%  —3.88%  —10.03%  —417%  —423%  —433% —2.02% —1.94%
60% —13.55% —1433%  —199%  —223%  -2.16%  —138%  —433% —178% —1.85%
50%  —427%  —523%  —179%  —157%  —160%  —057%  —397% —173% —1.10%
40%  —3.69%  —182%  —020%  —157%  —103% = —057%  —233% —154% —1.06%
30% ~1.06%  —0.30% 0% 127%  —020%  —0.06%  —151% —117% —0.93%
20%  —1.06%  —030% 0%o 0.07%  —0.19%  —006%  —101% —0.25% —0.35%
0% 0% ~0.15% 0%o 0%o 019%  —0.06%  —1.01% —0.18% —0.02%

0% 0% 0%o 0%o 0%o 0%o 0%o 0% 0% 0%o

3.2. Pruning Legal CPSs of High Complexity

This subsection reports the results from pruning based on high complexity case studies that
involve problems where the number of legal CPSs ranges between 1 million and 10 million. For this
scenario, we used the real-world data sets called Audio-train which consists of 100 variables and
15,000 observations, and Kosarek-test which consists of 190 variables and 6675 observations. We used
GOBNILP to generate the BDeu scores for CPSs. This process took 90 and 1398 seconds to complete
respectively, with GOBNILP returning 7,343,077 and 5,748,931 legal CPSs, respectively.

Because GOBNILP’s ILP algorithm is restricted to CPSs of size less than 1 million, we replaced ILP
with the approximate algorithm called MINOBS (https:/ /github.com /kkourin/mobs). The change
from exact to approximate learning was inevitable since exact solutions are only applicable to problems
of relatively low complexity. In fact, the results show that even an approximate algorithm such as
MINORBS fails to complete search within the 24-hour runtime limit in the absence of pruning. At24 h
of runtime, we stop the search and obtain the highest scoring graph discovered up to that point.

Table 7 presents the results from this set of experiments. The results suggest that problems of high
complexity may benefit considerably from pruning compared to problems of moderate complexity.
In fact, the results show that it may be safe to perform aggressive pruning on legal CPSs without,
or with limited, loss in accuracy, in exchange for a considerable reduction in runtime. For example,
90% pruning on the CPSs of the Audio-train data set is found to reduce runtime needed to first discover
the highest scoring graph by approximately 21 folds without, or in exchange for a trivial, reduction in
the BDeu score. Note that while the time needed to first discover the highest scoring graph is generally
expected to decrease with higher levels of pruning, Table 7 shows that this is generally, although not
always, the case.
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Table 7. Loss in accuracy for different levels of pruning, as a discrepancy A in BDeu score from the
unpruned score, based on the three different sample sizes for case studies Audio-train and Kosarek-test.
Time (secs) represents the time needed by the MINOBS algorithm to first discover the highest scoring
graph within the 24 h of search.

Audio-Train Kosarek-Test

. CPSs . CPSs .
Pruning Graph per Node A Time (secs) Graph per Node A Time (secs)

99% 73,535 735  —4.352%o 1473 58,249 307 —7.468%o 4260
95% 367,258 3673  —0.669 %o 682 287,641 1514  —0.271%o 3265

90% 734,414 7344  —0.002%0 1035 575,096 3027 0%o 1803
80% 1,468,717 14,687 0%o 2952 1,149,980 6053 0%o 16,378
70% 2,203,033 22,030 0%o 3908 1,724,881 9078 0%o 16,010
60% 2,937,329 29,373 0%o 5344 2,299,767 12,104 0%o 20,637
50% 3,671,663 36,717 0%o 4334 2,874,708 15,130 0%o 9033
40% 4,405,948 44,059 0%o 4587 3,449,544 18,155 0%o 14,903
30% 5,140,257 51,403 0%o 10,028 4,024,450 21,181 0%o 9288
20% 5,874,560 58,746 0%o 10,442 4,599,334 24,207 0%o 29,603
10% 6,608,876 66,089 0%o 11,385 5,174,238 27,233 0%o 42,493
0% 7,343,077 73431 0%o 21,643 5,748,931 30,258 0%o 82,758

The increased benefit from pruning, observed in the case of the Audio-train and Kosarek-test data
sets, relative to the data sets of moderate complexity investigated in Section 3.1, can be explained by
the higher number of CPSs in the network. This is because when working with higher numbers of
CPSs and a low bounded maximum in-degree (in this case, 3), even 90% pruning of legal CPSs makes
it likely that the top three most relevant variables (out of hundreds of variables) will not be part of
those pruned.

3.3. Pruning Legal CPSs of Very High Complexity

Lastly, we investigate the effect of pruning in case studies that incorporate more than 10 million
legal CPSs. For this purpose, we used the EachMovie-train and Reuters-52-train data sets taken
from the same repository. EachMovie-train consists of 500 variables and 4524 observations, whereas
Reuters-52-train consists of 889 variables and 6532 observations. As with the high complexity cases,
we perform the experiments using the MINOBS algorithm. The GOBNILP software generated a
total of 21,985,307 and 37,479,789 legal CPSs, in 134 and 616 seconds respectively. However, in these
experiments we had to reduce the maximum in-degree from 3 to 2. This was necessary to avoid
running out of memory.

The results in Table 8 suggest that we can derive conclusions that are similar to those derived for
the high complexity experiments in Section 3.2. Specifically, the pruning strategy appears to have a
minor impact on accuracy of very high complexity network scores, in exchange for potentially large
reductions in runtime. Note that while higher levels of pruning always reduce the time required
to find the highest scoring graphs from those explored within the 24h runtime limit in the case of
EachMovie-train, the effectiveness of pruning is not as consistent in the case of Reuters-52-train.
This suggests that the pruning effectiveness also depends on the data set and may not be solely due to
randomness as discussed in Section 3.2.
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Table 8. Loss in accuracy for different levels of pruning, as a discrepancy A in BDeu score from
the unpruned score, based on the three different sample sizes for case studies EachMovie-train and
Reuters-52. Time (secs) represents the time needed by the MINOBS algorithm to first discover the
highest scoring graph within the 24 h of search.

EachMovie-Train Reuters-52-Train

. CPSs . CPSs .
Pruning Graph per Node A Time (secs) A Time (secs)

Graph per Node
99% 220,378 441 —0.671%0 1711 375,700 423 —1269% 3368
95% 1,099,782 2200 —0.158%. 6471 1,874,897 2109 —0.051% 6430

90% 2,199,065 4398 0%o 9049 3,748,921 4217 0%o0 10,002
80% 4,397,558 8795 0%o 15,273 7,496,843 8433 0%o0 34,537
70% 6,596,133 13,192 0%o 23,133 11,244,877 12,649 0%o0 41,554
60% 8,795,121 17,589 0%o 9195 14,992,798 16,865 0%o 12,925
50% 10,993,281 21,943 0%o 15,812 18,741,002 21,081 0%o 27,914
40% 13,191,681 26,383 0%o 37,244 22,488,769 25,297 0%o 17,276
30% 15,390,238 30,780 0%o 74,312 26,236,772 29,513 0%o0 72,208
20% 17,588,746 35,107 0%o 24,576 29,984,724 33,729 0%o 16,969
10% 19,787,306 39,575 0%o 35,952 33,732,728 37,945 0%o 69,315

0% 21,985,307 43,971 0%o 82,758 37,479,789 42,159 0%o 48,704

4. Conclusions

This study investigated the effectiveness of different levels of CPS pruning across problems of
varied complexity. The results suggest that it is generally not beneficial to perform pruning of legal
CPSs on problems of moderate or lower complexity. This is because the risk of pruning relevant
CPSs increases in low complexity case studies that tend to incorporate a lower number of variables,
in exchange for relatively minor improvements in speed. On the other hand, the results from problems
of higher complexity show potential for major benefit from this type of pruning. This is because these
problems tend to incorporate hundreds or thousands of variables, and such a high number of variables
makes it easier to determine and prune irrelevant parent-sets, thereby minorly impacting accuracy in
exchange for considerable gains in speed. Importantly, problems of very high complexity are often
unsolvable and could benefit enormously from any form of effective pruning. The pruning strategy
investigated in this paper applies to any type of score-based learning, including the traditional greedy
hill-climbing heuristics where pruned legal CPSs could be used to restrict the path of arc additions.

Future work can be extended in various directions. Firstly, more experiments are needed to
derive stronger conclusions about the effect of this type of pruning across different algorithms and
hyperparameter settings (e.g., over different bounded maximum in-degree). Other research directions
include investigating this type of pruning on ordered-based algorithms, where such a pruning strategy
could be used to restrict the search space of ordered-based graphs. Lastly, other studies have shown that
maximising an objective function does not necessarily imply a more accurate causal graph, especially
when the data incorporate noise [34]. This diminishes the importance of exact learning and invites
future work where the effect of pruning is judged in terms of graphical structure, in addition to its
impact on a fitting score.
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Abstract: This paper analyzes and compares the sensitivity and suitability of several artificial
intelligence techniques applied to the Morgan—-Keenan (MK) system for the classification of stars.
The MK system is based on a sequence of spectral prototypes that allows classifying stars according
to their effective temperature and luminosity through the study of their optical stellar spectra.
Here, we include the method description and the results achieved by the different intelligent models
developed thus far in our ongoing stellar classification project: fuzzy knowledge-based systems,
backpropagation, radial basis function (RBF) and Kohonen artificial neural networks. Since one
of today’s major challenges in this area of astrophysics is the exploitation of large terrestrial and
space databases, we propose a final hybrid system that integrates the best intelligent techniques,
automatically collects the most important spectral features, and determines the spectral type and
luminosity level of the stars according to the MK standard system. This hybrid approach truly
emulates the behavior of human experts in this area, resulting in higher success rates than any of the
individual implemented techniques. In the final classification system, the most suitable methods
are selected for each individual spectrum, which implies a remarkable contribution to the automatic
classification process.

Keywords: hybrid systems; MK classification; spectral features; astronomical databases; artificial
neural networks

1. Introduction

Today’s astrophysicists are frequently dealing with the analysis of complex data from one or more
astronomical surveys, which typically contain millions or even hundreds of millions of sources, from
which they want to determine attributes such as their membership to a given class of astronomical
objects (star, galaxy, and quasar), or their main physical parameters. To analyze the information in
these enormous volumes of data, it is necessary to resort to automatic processing techniques. Many of
these files are open to the international scientific community for study, but their analysis is a challenge
for astronomers of the 21st century, since it requires mastery of advanced computing techniques,
based on statistics and the use of methodologies such as those derived from Artificial Intelligence (AI),
in what has come to be called “data mining in astronomy”. In this paper, we present the application of
a variety of Al-based techniques to the retrieval of information present in stellar spectra obtained from
telescopes, with the goal of providing a reliable hybrid system that makes it easier for the astronomer
to classify stars in the MK system, a standard in stellar astrophysics.
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The radiation spectrum of a star (i.e., the energy distribution as a function of the wavelength) is
a black body-like curve that shows the temperature of the outer regions of stars, their photosphere,
while the occurrence of spectral lines and bands in the light distribution is a consequence of the energy
transitions of the elements and molecules that compose the stellar plasma. The relative intensities of
these spectral characteristics are strongly dependent on the physical features (temperature, pressure,
etc.) and on the presence and quantities of chemical elements in the stellar atmosphere, in such a way
that stellar spectroscopy has become one of the most important tools to study those properties in stars.

In the 1880s, Williamina P. Fleming, Antonia C. Maury, and Ann Jump Cannon, among others,
developed a pioneering work of massive classification of stellar spectra: The Henry Draper catalog
of stars [1]. Stellar types were originally arranged in alphabetic order, beginning at A for stars with
the strongest hydrogen lines. Soon it became clear that the spectral types were related to the star
temperature, thus the final series was obtained after some subsequent modifications: O, B, A, F, G, K,
and M, from hot to cool stars (additional letters were used to designate nova and less common types
of stars). Numbers 0-9 are used to subdivide the types, applying the higher numbers to cooler stars.
The hottest stars are known as early stars and the coldest as late stars. This scheme was created at the
Harvard College Observatory, thus it was called the Harvard stellar classification system.

In 1940, the American astronomers Morgan, Keenan, and Kellman carried out an expansion of the
Harvard sequence to include luminosity [2]. In the so-called MKK, or simply MK, system (following
the authors’ names or first two authors’ names) a roman numeral is appended to the Harvard type to
indicate the luminosity class of the star: I for super-giants, II for bright giants, III for giants, IV for
sub-giants, and V for dwarfs or main sequence stars. The different levels of luminosity refer to the
absolute magnitude of the star, which is a measure of its luminosity on a logarithmic scale with a
negative factor, whereby smaller magnitudes correspond to brighter stars.

Human experts often classify stellar spectra with the support of a guiding catalog of prototypical
spectra with a reliable classification in the MK system, which have been previously selected to be used
as a complete reference in the manual classification process. The classical spectral classification process
mainly focuses on the substantial information provided by certain lines and spectral areas, so that,
to directly compare the non-classified stars with those of the reference catalog, it is necessary to adapt
all the spectra to the same scale and then normalize them and isolate their continuous component
(affected by interstellar reddening).

Once human classifiers have scaled and normalized target spectra, they try to guess their spectral
type and luminosity in the MK system. The morphological differences between spectral types are
found in the intensity of the absorption lines of hydrogen and helium, and in the presence or absence
of certain metals and molecular bands (Ca, Mg, Fe, C, Ti, etc. bands). However, the luminosity is
related to the width of some specific lines in the spectrum. Therefore, the expert classifiers measure
and analyze the relationship between some absorption lines (H, He, Ca, etc.) and the depth of certain
relevant molecular bands (TiO, CH, etc.), obtaining an initial classification that usually includes a first
approximation to the spectral type and luminosity class [3]. This tentative classification is completed
by assigning the spectral subtype that best matches when the unclassified spectra and the catalog
templates are superposed. Sometimes it is impossible to decide which spectral subtype a star belongs
to, so that they finally adopt a mixed classification (e.g., types B02, F79, etc.).

The described manual classification technique is quite subjective and strongly depends on the
criteria and experience of the expert classifiers. Moreover, their practical application is often not
feasible, especially when the number of spectra is very high, as it would require a great deal of time and
human resources. In fact, nowadays it is possible to collect spectral information of several hundreds
of stars in one night of telescope observation, using modern techniques of multi-object spectroscopy,
or many more objects in the case of spatial missions. In these situations, the classical manual technique
is no longer operative, and it would be desirable to replace it with automatic and non-subjective
classification schemes.
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In previous works, we described an initial knowledge-based system for the classification of the
low-resolution optical spectra of super-giant, giant, and dwarf stars [4]. Then, we refined this system
with a first hybrid approach based on the combination of the most effective neural networks [5].
The obtained results encouraged us to adapt such a system to manage stars belonging to other
evolutionary stages (with different luminosity classes), while adding new intelligent techniques, such
as Takagi-Sugeno fuzzy reasoning, to complete the MK computerized classification process.

Certain well-known previous works have also applied Al techniques and deep learning to the
stellar classification field [6-12], obtaining different performance in the classification. The big data and
Al processing on massive catalogs (that do not stop growing in number) go hand in hand. From the first
works that explicitly mention the datamining concept in 2000 [13], to publications that propose robust
machine learning techniques for this task (also using the MK system) on observations gathered in the
Dark Sky observatory [14], they are also currently working with collaborative concepts innovators
such as Galaxy Zoo in the LSST survey [15,16] and applying streaming techniques to characterize
variable stars in this same survey [17]. In all these cases, and many others, ML techniques such as the
one proposed here are the core of the classification or parameterization, using and combining fuzzy
logic, artificial neural networks, and rule-based systems.

Of course, it is not our objective to re-test methods that have already proved their suitability,
but to determine our best approach for the problem of automatic spectral classification, to design the
system while mainly using a first catalog, to optimize and above all validate its operation based on
another well-known standard catalog.

Thus, this paper presents the implementation of several intelligent models to carry out an analysis
of the sensitivity and the adaptation capability of different Al techniques to the classification of stellar
spectra. This exhaustive study aims to integrate all the techniques into a single intelligent system that
is able to guide the process and apply the most appropriate classification method for each situation.
Considering the subjective human classification process, we believe that the combination of fuzzy
expert systems and neural networks in a single intelligent system could be more flexible and suitable
than one that uses only a specific Al technique, and might even mean a better adjustment to the
peculiarities of stellar classification. Furthermore, we consider that such a system could also be very
helpful in the training of new stellar spectroscopists.

The following section describes the materials and methods that have been used in the development
of this research. Firstly, we specify the different groups of spectra that were chosen for the
implementation and evaluation of the models, and all the preprocessing stages that are applied
to the data before they are presented to the different techniques. Subsequently, we include some of the
morphological algorithms that were developed for knowledge-based systems but are used here to
extract the set of parameters that characterizes each spectrum, which are then used as an input for
most of the intelligent models. After that, we describe in detail the different Al techniques that were
implemented, to finally compare their results for the same sets of unclassified spectra. To conclude, we
present the option of a hybrid solution that combines the best tested Al techniques.

2. Materials and Methods

2.1. Spectral Catalogs

At the beginning of our research, we mainly worked in the study of a large set of observed sources,
candidates to be classified as stars in the post-AGB phase of evolution [18]. In this first approach,
we chose as templates the spectra of luminosity level I from the reference catalog used at that time in
the manual MK classification method [19].

The results of this initial development showed that, to deal with the whole problem of MK
classification of stars, it is highly advisable to compile a solid and robust catalog that provides good
resolution for all target spectral types and as many classes of luminosity as possible. Consequently,
to design and develop intelligent tools for the rationalization of the manual classification process,
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we have built a digital database that includes a large sample of optical spectra from public online
catalogs: The D. Silva and M. Cornell optical spectral library, now extended to all luminosity levels [19],
the catalog of observations of G. Jacoby, D. Hunter and C. Christian [20], and the digital spectra
collected by A. Pickles [21].

We decided to add a broader set of spectra to facilitate the optimal convergence and generalization
of the artificial neural networks, since the training patterns sets notably influence the performance
of the models. For this purpose, we selected an additional database of 908 spectra obtained with the
ELODIE spectrograph at the French observatory in Haute-Provence; these spectra present greater
coverage of MK spectral subtypes and luminosity levels for metallicities ([Fe/H]) from —3.0 to 0.8 [22].

Before applying this final database to the design of automatic classification systems, the
classification experts who collaborate in this research visually studied, morphologically analyzed, and
contrasted the values of the spectral parameters for the four above-mentioned catalogs; for that purpose,
they used the information available in public databases such as SIMBAD [23]. In this way, those spectra
that did not satisfy our quality criteria were eliminated: a lot of noise, significant gaps in regions with
an abundance of classification indices (e.g., some early types from Pickles), very high or very low levels
of metallicity (e.g., some spectra from Silva library with values of [Fe/H] inferior to —1), spectra where
MK classifications widely differ from one source to another (e.g., several Jacoby’s spectra), and the
spectral subtypes and/or luminosity levels with very few representatives (e.g., the entire spectral type
O, unfortunately).

Afterwards, the remaining spectra were analyzed by means of statistical clustering techniques,
also discarding those that could not be placed into one of the groups obtained with the different
implemented algorithms (K-means, ISODATA, etc.). Because of this complete selection process, we
obtained a main catalog with 258 spectra from the libraries of Silva (27), Pickles (97) and Jacoby (134),
and a secondary catalog with 500 spectra extracted from the Prugniel database.

Figure 1 shows the final distribution of spectral types and luminosity classes of the reference
catalog. The main catalog (Silva, Pickles, and Jacoby) is quite homogeneous in relation to the number
of spectra of each type, but it presents some deficiencies in the luminosity classes (Il and IV); in the
secondary final catalog (Prugniel), most spectra belong to intermediate spectral types (F-K) and to
luminosity class V.
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Figure 1. Composition of our definitive reference catalog: (a) number of spectra per MK spectral type;
and (b) number of spectra per MK luminosity class.
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All the spectra of our final database were analyzed, obtaining the measurement of some
representative parameters such as spectral lines of absorption or molecular bands, so that for each
spectral type the typical values were delimited. In most of our implementations, the unclassified
spectra that are supplied to the system will be compared with this numerical characterization of the
reference spectra; moreover, they are useful to determine the rules of the expert systems as well as to
train and validate the neural models.

More than ten years ago, our research group started working on the Gaia Project, the astrometric
cornerstone mission of the European Space Agency (ESA) that was successfully launched and set into
orbit in December 2013. Gaia is an astrometric mission that measures parallaxes and movements
of the stars in the Milky Way, and also includes a spectrophotometric survey of all objects in the
sky up to a visible magnitude of approximately 20.5. The scientific work to prepare the mission
archive is organized around the Data Processing and Analysis Consortium (DPAC) where we lead the
Outlier Analysis Working Package (WP) and collaborate in others [24-26]. In the context of DPAC,
we have been testing the performance of different ANNSs, both unsupervised and supervised, for
classification and parameterization of astrophysical properties of the sources. In particular, we have
gained experience in the problem of parameterization of stellar atmospheric properties using the
spectra of Gaia RVS instrument [27]. This instrument was mainly built to measure the radial velocity
of stars in the near infrared Call spectral region, but it is also a most helpful tool to estimate the most
important stellar APs: effective temperature (Teff), logarithm of surface gravity (log g), abundance of
metal elements with respect to hydrogen ([Fe/H]), and abundance of alpha elements with respect to
iron ([alpha/Fe]). The results obtained have encouraged us to try those same techniques by applying
them to the stellar classification problem in the classic MK system.

2.2. Spectral Indices and Sensitivity Analysis

The different types of stars have different observable peculiarities in their spectrum, which are
commonly studied to determine the MK classification and also to collect relevant information about
stellar properties such us temperature, pressure, density, or radial velocity. Most of these typical
spectral features can be isolated by the definition of spectral classification indices [3].

Although there are some classical indices included in the most important classification
bibliographical sources, the set of spectral parameters used in this project corresponds to the main
features that the spectroscopic experts of our group visually study when trying to obtain the manual
classification of the spectra. Most of these spectral indices are grouped into three general types,
Intensity (I), Equivalent Width (EW), or Full Width at Half Maximum (FWHM) of absorption and
emission spectral lines (He, H, Fe, Ca, K, Mg, etc.); depth (B) of molecular absorption bands (TiO, CH,
etc.); and relations between the different measures of the absorption/emission lines (H/He, Call/ H
ratios, etc.).

Once the set of spectral indices for each particular classification scenario is determined, their
values are obtained by applying specific morphological processing algorithms primarily based on
the calculation of the molecular bands energy and on the estimation of the local spectral continuum
for the absorption/emission lines. These algorithms allow for the extraction of a large number of
relevant spectral markers that can be included as classification criteria, although only a small subset
of them will be in the final selection of indices. To carry out a study as exhaustive as possible, we
initially measured some peculiar parameters that are not normally included in the rules used in the
traditional classification process. Likewise, the equivalent width, intensity, and width at half maximum
are measured for each spectral line, even when they are not included in the typical classification criteria
for a particular context.

Among all the classification criteria collected in the preliminary study of the problem (those
indicated by the classification experts as well as those found in the bibliography), a set of 33
morphological features was initially selected. We have contrasted our own classification criteria with
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those included in the different bibliographic sources, with special emphasis on the study of Lick
indices [28].

The suitability of this selected subset of spectral indices was verified by performing a complete
sensitivity analysis through the spectra included in the chosen reference catalogs. Thus, the value of
each chosen morphological feature was estimated for each spectrum of the reference main catalog
(Silva 1992, Pickles 1998, Jacoby 1984); then, these values were ordered so that we can examine their
variation with the spectral type and luminosity class. Thanks to this meticulous study, it was possible
to establish the real resolution of each index, while delimiting the different types of spectra that it is
able to discriminate.

Figure 2 shows two examples of the methodology followed to evaluate the behavior of some of
the most significant spectral indices. First, a spectral index (intensity of line Hip at 4861 A) is included
in the final selection of parameters for the MK classification because of its excellent performance in the
template spectra. Second, we also include an index that was discarded (depth of molecular band TiO
at 5805 A) because its real behavior was not completely congruent with the theoretical one (in fact, it
presents similar values for very different spectral types, such as B and M). A more detailed description
of this analysis procedure can be found in [29].

Index 16: Line HIB at 4861 A Index 30: TiO band at 5805 A
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Figure 2. Spectral indices sensitivity analysis: (a) hydrogen line at 4861 A; and (b) band of TiO at 5805 A.

Table 1 lists the most relevant results of our sensitivity study, contrasting them with the theoretical
classification capability indicated by the experts. Parameters 1-25 constitute the final set of proper
indices that are considered to be able to address the MK classification, as they present a clear and
reproducible pattern of discrimination between spectral types and/or luminosity classes in the analysis
on the 258 spectra from the main reference catalog. The first column contains the definition of each
index (an asterisk indicates parameters that are not usually contemplated in the manual classification);
the second column shows the types, subtypes, and levels of luminosity that each parameter could
potentially discriminate; and the third column specifies the types/classes that it is actually able to
delimit, according to the performance achieved in the reference catalogs. The indices highlighted
in blue have necessarily been excluded in the processing of the spectra of the secondary database
(Prugniel 2001), since they correspond to morphological characteristics that are out of the spectral range
of this catalog (4100-6800 13;) and are, therefore, impossible to estimate; unfortunately, this limitation
has an unavoidable impact on the performance of some of the implemented techniques.
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Table 1. Sensitivity analysis results for the selected classification indices.

Index Theoretical Resolution Actual Resolution
P K-M types
1 YP
1. B (4950 ) Global Luminosity I for F-G, Luminosity III for M
. G-M types, K-M subtypes
1 ypes, YP
2. B(62254) Global Luminosity I for G-K, Luminosity V for K-M
3. B (5160 A) K-M types G-M types
4. B (5840 A) K-M types K-M subtypes
5. B (5940 A) K-M types M subtypes
6. B (6245 A) K-M types K-M types
7. B (6262 A)* K-M types K-M types
o M subtypes
8. B (6745 A) K-Mtypes Luminosity II-V for M
9. B (7100 A)* K-M types M subtypes
10.1(3933 A) A-G types F-G subtypes
’ YP Luminosity I for B-F
11. 1(3968 A) A-G types A-M types *Luminosity I for B-F
. B-G types A-G subtypes
12. 1(4340 4) Luminosity I for early Luminosity I for B-A
. B-G types
13.1(4102 A) Luminosity 1 for early A-F subtypes
14.1(4026 A) O-B types B type
15.1(4471 A) O-B types B type
2 B-G types B-K types, A-G subtypes 3
16. 1(4861 A) Luminosity for early Luminosity for B-A
B-G types

17.1(6563 A)

18. EW (4300 A)

19. 1(3933 A)/1 (3968 A)
20. T (4102 A)/I (4026 A)

21. 1(4102 A)/I (4471 A)
22. EW (4300A)/1 (4340A)

23. ¥1,Bi*

24. Y5 oBi*
25. [1(A) dA*
26. B (4953 A)
27. B (6140 A)
28. B (4435 A)
29. B (5622 A)

30. B (5805 A)
31.1(4144 A)
32.1(4481 A)/1 (4385 A)
33. 1(4045 A)/1 (4173 A)

Luminosity I for early
Spectra with emission

A-G types

A-G types
B-A types

O-A types
F- K types

Not included

Not included
Not included
K-M types
K-M types
K-M types
K-M types
K-M types
O-B types
F-G types
A-G types

B-K types!, A subtypes

A-G types, F-G subtypes
Luminosity I for K-M
A-F types
B type
B subtypes
Luminosity for B
G-K types
Global !

F-M types, G-M subtypes
Luminosity I for F-K, Luminosity V for K-M
K-M subtypes
Early, intermediate
Not valid (value only from M5)
Not valid (value only from M4)
Not valid (includes other indices)
Not valid (arbitrary behavior for B-M)
Not valid (includes other indices)
Not valid (wrong behavior for M)
Not valid (arbitrary behavior for B, F)
Not valid (arbitrary behavior for F-M)

1 Early, Intermediate, Late. 2 With previous global classification. 3 With previous type classification. B means the
depth of the molecular bands, I is the intensity, and EW is the equivalent width of the absorption/emission lines

During the successive tuning processes carried out at this stage, eight indices were excluded from
the 33 morphological characteristics of the initial selection. In some cases, as shown in Table 1, the
actual found resolution and the theoretical one differed significantly, since they cannot separate the

spectral types that, according to experts and bibliographic sources, they should be able to.

The final set of selected spectral indices is included in the classification criteria implemented by
means of rules for the expert systems, and in the elaboration of the training and validation patterns for
neural models. However, in some specific cases, we have also used certain interesting spectral regions
or even the full range of wavelengths for that purpose. Besides, in some implementations, this set of
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parameters has been reduced by means of another adjustment process based on techniques that allow
us to minimize and optimize the number of indices necessary to obtain the MK classification, such as
principal component analysis (PCA) or clustering algorithms (K-means, Max-Min, etc.).

2.3. Knowledge-Based Systems

In our initial classification project, we designed and developed an automatic system that integrated
signal processing, knowledge-based techniques, and a very rudimentary fuzzy logic implementation in
order to process the spectra of three luminosity levels (specifically I, III, and V). A complete description
of the different versions of this expert system can be found in [4,5,29].

In the current phase of our research, we have modified the first expert systems to adapt them
to all the spectral types and luminosity levels of the selected spectra of the new reference catalogs.
Therefore, the present stellar classifier consists of a knowledge-based system that manages uncertainty
and imprecision—characteristic features of human reasoning—by combining traditional production
rules, fuzzy logic, and credibility factors. We adapted the methodology of Shortliffe and Buchanan [30]
with the development of a fuzzy reasoning scheme by taking the Takagi-Sugeno model [31] as a
starting point, and appropriately adapting the Max-Min inference method to include the singularities
of the spectral classification process.

Morphological Algorithms

As mentioned in previous sections, the spectral indices are usually defined by the depth of a
molecular absorption band (B), the measurement of an absorption/emission line (I, EW, or FWHM),
or by the relationships between the different values of the absorption/emission lines.

A molecular band is a spectral zone where the flux suddenly decreases from the local continuum
during a wide wavelength interval. This implies that we can decide whether a molecular band is
sufficiently significant by simply measuring its energy. In the present case, after experts have defined
the interval for each band by means of the main reference catalog spectra, we calculate the upper
threshold line in the limit of that interval by making use of the linear interpolation between the fluxes.
Then, we apply a discrete integral to calculate the area between this line and the abscissa axis; and we
integrate the flux signal between the band extremes to measure the area around each band. We then
subtract the resulting energies and hereby obtain the band flux. When the band deepens and widens,
its value turns more negative: this is why positive as well as negative values that are close to zero are
not considered bands.

Absorption/emission lines are dark or bright lines that appear in a uniform and continuous
spectrum because of a lack (absorption) or excess (emission) of photons in a specific region
of wavelengths, in comparison with their closer regions. From a morphological point of view,
an absorption line is a descending (ascending for emission) deep peak that appears in an established
wavelength zone. The intensity of a line (in erg"lcm_zs_lA"l) is the measurement of its energy flux at
the wavelength of the peak with respect to the local spectral continuum of the zone; the equivalent
width (usually measured in A) corresponds to the base of a rectangle whose height is the measurement
of the local spectral continuum and has the area of the profile of the line; the width at half maximum
(also in A) will be the width of the line measured at half the maximum intensity. Therefore, it is clearly
necessary to calculate the spectral continuum of the surrounding area of each line in order to establish
the value of these three parameters.

In the analysis module, we designed an algorithm that estimates the local continuum for each
spectral line and obtains a pseudo-continuum that is valid to calculate the value of the spectral
parameters of absorption/emission lines (I, EW, and FWHM). During the different development phases
of our automatic classification system [4,5,29], the calculation method for this local continuum was
modified and adjusted, as the measurements obtained in each option were compared with the actual
estimations manually made by the experts.
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In the final algorithm, we combined the procedures that proved to be more efficient during the
previous implementations with a new method inspired by the technique developed by Cardiel and
Gorgas for their INDEX program [32]. Thus, we defined two adjacent intervals to each line (one
towards the red and one towards the blue), and then we obtained a value for each lateral continuum
by smoothing the flux signal with a low pass filter that excludes the samples with greater standard
deviation in each interval (central moving-average of five points). Both estimations (left and right
local continuum) are interpolated with polynomial adjustment to obtain the final pseudo-continuum
measurement at the wavelength of each line. Through a manual calibration process performed on the
spectra belonging to the main catalog, the algorithm established the side intervals, achieving as such a
proper adaptation to the peculiarities of each specific absorption/emission line. That is:
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where Cl and Cr are the partial estimations of the continuum in the selected range to the left and to
the right of the sample where the peak has been detected (Ap); F (4;) is the flux in sample j; N the
number of samples used in the computation of the left and right partial continuum; X is a binary vector
that indicates the representative fluxes of the local continuum in the zone; a(/\ j) is the local standard
deviation in sample j; and ¢, is a standard deviation threshold used to decide if the sample j really
represents the local continuum and not another morphological feature in that area (band, absorption
line, etc.).

Figure 3 shows the estimation of the local continuum using the final method for an intermediate
spectrum. The automatic adjustment is shown in blue, while the continuum estimated by the experts
in each case is shown in red. As can be seen, the estimation is generally quite correct, but in some areas
(marked in green) there are deviations from the estimation made manually by experts; in some regions
where there is a lot noise or a large profusion of spectral lines, the signal does not smooth properly,
since the computational algorithm includes more peaks than desired, resulting in higher values than
the actual value estimated by the experts.
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Figure 3. Continuum estimation for a G8 type star.
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2.4. Artificial Neural Networks

Neural networks are an ideal technique for solving classification problems, especially for their
ability to learn by induction and their capability to discover the intrinsic relationships that underlie
the data processed during their learning (training phase). One of the major advantages of this Al
technique is its generalization capability, which means that a trained network could classify data of a
similar nature to those in the training set without any previous presentation.

At this point in our development, we again used spectra from the main guiding catalog, originating
from the same libraries that were applied to design and implement the knowledge-based systems’
reasoning rules [4,5,29]. By following this design strategy, the applied techniques could easily be
compared, since their design principles and bases are the same.

Although it is possible to use all the available data for the learning phase, our experience in
previous works advise us to split the available spectra into three sets, dedicating approximately 50% of
them to the training, 10% to validating the learning, and 40% to testing the implemented networks.
In the design of some of the neural networks, the spectra of the secondary catalog have also been used,
because they allow us to evaluate the behavior of the networks in a sample with a greater variety of
spectral features; these spectra are real, not estimations, and are affected by factors such as interstellar
reddening or atmosphere distortion effects. The detailed distribution of the spectra sets is shown in
Table 2.

Table 2. Datasets for artificial neural networks, detailed by spectral type and luminosity class.

MK Spectral Type Training Set Validation Set Test Set
B 25 5 20
A 20 3 14
F 24 5 19
G 25 5 19
K 20 3 14
M 20 3 14
TOTAL 134 24 100
MK Luminosity Training Set Validation Set Test Set
I 30 6 23
II 10 1 5
111 40 7 31
v 11 2 8
v 43 8 33
TOTAL 134 24 100

The spectral analyzer, designed according to the knowledge-based system approach, is equipped
with functions that allow it to obtain automatically the training, testing, and validation patterns
presented to the neural networks. In most cases, neural networks designed for spectral classification
have been trained and tested primarily with input patterns that include the measurement of the
25 spectral features obtained after performing the sensitivity analysis (Indices 1-25 in Table 1).

Since we did not previously select the relevant parameters per spectral type or luminosity class,
most neural models that were implemented count 26 units in the input layer (25 for the selected
indices and 1 additional neuron, the so-called teaching input, for the supervised training models).
On the other hand, all networks that use spectra from the secondary catalog (Prugniel 2001) only have
16 input patterns, since this database does not cover the entire spectral range in which the 25 selected
indices are located. However, in some cases, we have also implemented networks that use a subset of
spectral characteristics, with the objective of analyzing the influence of different sets of parameters in
obtaining the MK classification. Furthermore, in some particular designs, we have used input patterns
representing the real spectral flux in specific regions of wavelengths, which means that full spectral
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areas are provided to the neural network so that it is capable of extracting the relevant information on
its own.

We started our development by scaling the spectra of every catalog to 100 at wavelength 5450 A
to obtain normalized values that are adapted to fluxes of the reference catalogs. We then calculated the
value of the 25 spectral parameters in order to build the pattern sets. There was no need to cover the
full spectral range, merely the range 3900-7150 A, which is why the applied template spectra cover
several spectral ranges. It is perfectly possible for the sampling frequency to differ according to the
catalog. What happens is that the analyzer searches the lines and bands in a determined spectral area
and then calculates the catalog resolution by means of a computational algorithm.

As soon as the spectral analyzer has gathered the input values, these values should be normalized
and presented to the neural networks. The inputs were standardized by means of a contextualized
normalization, which allows us to normalize the values in the [0, 1] interval and adequately scale and
center each parameter’s distribution function. We assigned a lowest (X;) and a highest value (X3) to
each classification index, establishing that 95% of the values lie between these two values; this provides
us with constants a and b, which can be determined for each spectral parameter, according to values X;
and Xj:

0.025 = vy
0.975 = ’
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At the present day, there are many models of artificial neural networks with different design,
learning rules, and outputs. We have selected different architectures to address the automatic
classification of optical spectra, carrying out the training process with both supervised and unsupervised
learning algorithms.

In particular, we have designed backpropagation networks (multi-layer architecture with
supervised learning), SOM networks (self-organized maps with grid architecture and unsupervised
learning) [24,25,33,34], and RBF networks (architecture in layers and hybrid learning) [35]. We have
also analyzed some variants of these general network types (e.g., BP momentum), to decide the
networks with a best performance in determining the MK classification. In the same way, we have
studied each network behavior when using the different possible topologies (number of layers, nodes
of the intermediate layers, etc.). As a preliminary step, we analyzed the ability of each of these three
models to discriminate between consecutive types individually, corresponding to early, intermediate,
and late stars. This initial experimentation certainly makes it easier to determine which network best
fits each couple of successive spectral types.

We have used the SNNS v4.3 simulator (Stuttgart Neural Network Simulator) [36] for the design
and training of classification networks. This software tool incorporates an option to convert directly
the trained networks to C-code, which has been used in our work to incorporate the implemented
networks into the global analysis and classification system for stars.

2.4.1. Learning Algorithms

Our research has applied three different backpropagation (BP) learning algorithms for its initial
developments: standard backpropagation, enhanced backpropagation (with a momentum term and
flat spot elimination), and batch backpropagation (the weight changes are summed over each full
presentation of all the training patterns).

In a first phase of experimentation, we have designed neural networks using the above-mentioned
BP algorithms for the spectral types from B to M (type O was previously discarded due to its lack of
presence in the reference catalogs). As for topology, classification networks have an input layer with
25 neurons (1 per each spectral index), one or more hidden layers, and an output layer with six units (1
for each MK spectral type). Since the backpropagation learning algorithm is a supervised one, it is
necessary to provide the network with an extra unit (the teaching input) for each input pattern so that
it can calculate the error vector and appropriately update the synaptic weights of its connections.
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In simulated systems, the most commonly used design strategy for configuring intermediate
layers is to try to simplify them as much as possible, including the smallest number of neurons in each
hidden layer, since each extra layer would involve a higher processing load in the software simulation.
Thus, following this strategy, we have designed networks with different topologies, starting with
simple structures and progressively increasing both the number of hidden layers and the number of
units included in them (25 X3 X 6,25 X5 %X 6,25X 10X 6,25 X2 X2X 6,25 X5X3 X 6,25 X5 X
5%6,25x10x10%x6,25Xx3Xx2x1x6,25x5%x3x%x2x6,and 25 % 10 x 5 x 3 X 6). During the
training, we updated the weights in topological order (input, hidden, and output layers). We opted for
a random initiation of the weights with values from —1 to 1. We also modified the total training cycles,
the validation frequency, and the learning parameters values (1, it and flat) through the learning stage
of the various implemented topologies.

Kohonen self-organized map unsupervised networks are unique in that they build preservation
maps of the training data topology, where semantic information is transmitted by the location of a
unit [33].

With a similar strategy to that of feed-forward nets, we have tested several Kohonen maps by
grouping the MK spectral types into the same three sets (B-A, F-G, K-M). The SOM neural models
do not validate the learning progress, so the validation patterns were added to the training dataset.
In these networks, we have deliberately introduced another spectral type for every pair of consecutive
types, in order to make it easier for the network to cluster the data more efficiently, contrasting the
target spectra with very different ones in terms of morphology. Hence, this extra spectral type was
selected to be as separate as possible from the spectra of each group, that is, we chose type M for early
types and type B spectra for late and intermediate ones.

The input patterns of the Kohonen networks were also built by using the 25 essential spectral
features shown in Table 1. In the learning phase of the designed networks, the total cycles and the
learning parameters were adjusted (h(t), r(t), decrease factor for h(t), and decrease factor for r(t)).

The calculation of the chemical compositions or abundances of stellar spectra, and by extension
MK classifications, could be also considered as a nonlinear approximation problem in which there are
data affected by noise, and even the absence of data in the series occurs in some situations. The classical
resolution strategy consists in performing a functional regression, which implies the determination of
the specific function that best expresses the relation between the dependent and independent variables.
In the case of RBF neural networks, it is not necessary to make any assumptions about the functions
that relate outputs to inputs, since their basic principle is to center radial-based functions around the
data that need to be approximated. Unlike MLP networks, the typical architecture of RBF networks
is based on a feed-forward model composed strictly of three layers: an input layer with n neurons,
a single hidden layer with k processing units, and a layer of output neurons [35].

We have designed RBF networks to obtain the different levels of classification in the MK system and,
using again the simplification strategy of the network structure, we have considered the configurations
25X2x6,25X4X6,25x6X6,and 25 X 8 X 6.

After repeatedly trying the three described neural schemes for all the spectral types, we carefully
chose the best network of each type so as to contrast their performance and determine which would be
the best choice at the different scenarios of classification. The best implemented networks were studied
by analyzing their results for the spectra of the test set.

The backpropagation (trained with enhanced learning algorithm) and RBF networks obtain a
similar overall performance, 96% (0.96 + 0.050) and 95% (0.95 + 0.056), respectively (both intervals
calculated for a statistical confidence level of 0.99). The BP network solves the problem better for
some spectral types (F, K, M), whereas for other types (A) the RBF is a preferable option. However,
the SOM maps obtained an inferior performance, about 68% (0.68 + 0.117), in the best situations
(networks trained with small decrease factors). These results are probably a consequence of the size
and distribution of the training spectra, as these are not supervised networks and they need to make
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the clustering autonomously, so that they require a training dataset that is large enough to be able to
abstract similarities and properly group the inputs.

As for the validation set, BP and RBF networks trained with a validation set of spectra present
a higher success rate than the same networks trained without it. It is clear that the cross-validation
technique influences the weights and allows the network to correct the weights dynamically during
the training process and, therefore, improve the learning process.

Finally, the different topologies that were tested for each supervised learning algorithm
(feed-forward and RBF) do not significantly affect the final performance of the network. However, we
obtained the best results with a 25 X 5 X 3 X 6 backpropagation momentum network and with a 25 x 4
x 6 RBF network. SOM networks with a higher number of units in their competitive layer present a
higher success rate; in fact, the networks designed with few units in the competitive layer (fewer than
12) are not capable of clustering the data properly.

Once we know the network with the best performance for each pair of spectral types, we are
better able to propose neural models to undertake the complete MK classification process.

2.4.2. ANN Models for Two-Dimensional MK Classification

The whole MK spectral classification includes the estimation of the spectral subtype and the
luminosity class of the stars. Therefore, to carry it out completely, we here propose the implementation
of several neural models based on two different design philosophies: classification based on a global
network and classification structured in levels.

The first method proposed to obtain the whole MK classification is based on the design of two
global artificial neural networks that estimate simultaneously and independently the spectral subtype
and the luminosity class of the stars.

In this way, this global networks include only BP and RBF neural structures, since SOM architectures
were discarded because they obtained more modest results during previous experimentation. In the
design of the networks, we implemented models that only support the 16 spectral indices present in
the range 41006800 A of the secondary catalog, and another alternative networks that accept as input
the 25 spectral parameters of the full range (3510-7427 A, corresponding to the main guiding catalog).
Figure 4 illustrates the conceptual design of this first proposed model.
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Figure 4. Conceptual scheme of the global networks designed for the complete MK classification.

Our second strategy to accomplish the whole MK classification is based on a combination of
the networks described in the previous sections, properly interconnected; specifically, we use those
that have obtained a higher performance for each level of spectral classification (global, spectral
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type, spectral subtype, and luminosity) during the previous evaluation phase of the different neural
configurations. These networks are now organized in a tree-like composition similar to the reasoning
scheme of the previous designed knowledge-based systems [29].

In this way, BP (specifically networks trained with the backpropagation momentum algorithm)
and RBF are implemented again, and they also accept as input both the 25 spectral indices belonging
to the range of the main reference catalog and the 16 included in the most restrictive range of the
secondary catalog.

Regardless of the learning algorithm and the spectral range, the MK classification net of networks
is formed by a first level BP/RBF network that decides the global classification, that is early, intermediate,
or late star; a second level made up by three different networks that classify each previous pair of
spectral types; and a third level formed by twelve networks, two for each spectral type (B, A, F, G, K,
and M), so that one of them is responsible for establishing the specific subtype (0-9) and the other one
appropriately determines the luminosity class (I-V) depending on the specific estimated spectral type.

When implementing this tree structure in C++, the communication between the different
classification levels was arranged appropriately, so that the networks at each level can decide which
network in the next level send the spectra to and direct them towards it accompanied by a partial
classification and a probability estimation. In some specific cases, it will be necessary to send them
to two different networks, especially with spectra at the boundary between two consecutive spectral
types, for example B9AO or GI9KO. Figure 5 shows a conceptual scheme of this second strategy.
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Figure 5. Conceptual scheme of the net of networks designed for the complete MK classification.
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Table 3 lists the different topologies selected in the two alternative strategies formulated to obtain
the complete MK classification, as well as their performance for test spectra.

Table 3. Implemented neural architectures for complete MK classification.

Network Type Spectral Range Topology (Success Rate)

Global: 25 x 10 x 3 (98%); Type: 25 X 5 X 3 X 2 (94%)
Sub.: 25 x 20 X 20 X 10 (65%); Lum.: 25 X 10 x 10 x 5 (60%)
Global: 16 x 10 x 3 (95%); Type: 16 x 10 x 5 X 2 (93%)
Sub.: 16 x 50 X 20 X 10 (76%); Lum.: 16 X 20 x 10 X 5 (79%)
Global: 25 x 15 x 3 (93%); Type: 25 X 4 X 2 (92%);
Sub.:25 x 20 X 10 (62%); Lum.: 25 X 20 X 5 (60%)
Global: 16 x 15 x 3 (92%); Type: 16 x 4 x 2
Sub.: 16 x 25 x 10 (75%); Lum.: 16 x 30 X 5 (75%)
Sub.: 25 x 30 x 20 X 10 (67%)

Lum.: 25 x 10 X 10 X 5 (68%)

Sub.: 16 x 50 x 20 X 10 (74%)

Lum.: 16 x 20 X 10 X 5 (75%)

Sub.: 25 x 30 x 10 (65%)

Lum.: 25 X 20 x 5 (65%)

Sub.: 16 x 30 x 10 (75%)

Lum.: 16 X 30 x 5 (73%)

Net of networks BP Momentum 3510 A-7427 A
Net of networks BP Momentum 4100 A-6800 A
Net of networks RBF 3510 A-7427 A
Net of networks RBF 4100 A-6800 A
Global network BP Momentum 3510 A-7427 A
Global network BP Momentum 4100 A-6800 A
Global network RBF 3510 A-7427 A

Global network RBF 4100 A-6800 A

The classification results obtained with the different implemented methods will be now shown
through the interface of the spectral analysis application. In the case of neural networks, besides
the two-dimensional MK classification in spectral subtype and luminosity class, we also provide a
probability that somehow informs about the quality of the offered answers, i.e., the network confidence
in its own conclusions. In those cases, where the network output is ambiguous, falling within the
range of non-resolution ([0.45-0.55]), two alternative classifications will be provided, each of them
supported by their corresponding probability.

2.5. Final Approach: Hybrid System

The increasing complexity and sophistication of modern information systems clearly indicates
that it is necessary to study the suitability of each technique at our disposal to develop adequate and
efficient solutions, as we have done in the analysis presented in this paper.

The hybrid strategies are mainly based on the integration of different intelligent methods
(fuzzy logic, evolutionary computation, artificial neural networks, knowledge-based systems, genetic
algorithms, probabilistic computation, chaos theory, automatic learning, etc.), in a single robust system
that explores their complementarities with the objective of achieving an optimal result in the resolution
of a specific problem [37]. In this way, hybrid systems combine different methods of knowledge
representation and reasoning strategies in order to overcome the possible limitations of their integrated
individual Al techniques, and increase their performance in terms of exploiting all available knowledge
in an application field (symbolic, numerical, inaccurate, inexact, etc.) and, ultimately, offer a more
powerful search for answers and/or solutions.

Although there are several possibilities for the integration and cooperation between the different
components of the hybrid systems, the conclusions of our previous experience with the different
individual techniques, naturally point to a hybrid modular architecture for the automation of the
MK classification. Our proposal would be made up of both symbolic (knowledge-based systems)
and connectionist (neural networks) components, combined in a single functional hybrid system that
operates in co-processing mode.

The methods with a more satisfactory performance during the previous experimentation stage
were directly transferred from their respective development environments to a single hybrid system
developed in language C ++.

In this global system, it will now be possible to perform the spectral classification from two different
perspectives: separately with each of the individual techniques, obtaining a set of isolated predictions
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that the user will be responsible for analyzing to arrive at a compromise solution; or initiating
a combined classification process that automatically invokes the most efficient methods of each
implemented technique (expert systems, backpropagation net of networks, RBF global network, etc.)
and finally presents the user a set of answers accompanied by an associated probability, making
possible a quick evaluation of the conclusions quality. In this second classification strategy, the system
itself is responsible for analyzing the results of each technique, grouping them together and providing
a summary, so that it is possible to offer better conclusions at the same time that we grant the automatic
procedure of some degree of self-explanation.

Based on the experience acquired during the study phase, the experts assigned to each different
technique a set of probability values according to its resolution capacity in the classification of the
spectra belonging to each spectral type or luminosity class. Then, when the hybrid strategy is launched,
the different optimal classifiers must combine the probability of their respective conclusions (derived
from the stellar classification process) with the numerical value that they have associated by default,
and which is indicative of the grade of confidence of their estimations for a specific spectral type or
luminosity class.

Figure 6 shows in the hybrid system interface the results obtained in a specific classification
assumption when selecting the option based on the described hybrid approach.
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Figure 6. Hybrid system interface showing the combined classification with optimal methods.

The integration of the two described types of classification into a single hybrid system allows this
computational implementation to emulate, in a more satisfactory way, the classical methods of analysis
and classification of stellar spectra that we describe in previous sections. The option that combines the
optimal implementations of each technique obtains a classification based on solid foundations that
result in clear and resumed conclusions for each classification level. At the same time, it is possible to
carry out a detailed analysis of each individual spectrum with all the methods implemented and to
study the discrepancies or coincidences between the estimations provided by each of them.

3. Results

To accomplish a complete analysis of the performance achieved with the different computational
techniques, we now study their results in the spectra of the test datasets from both the main and the
secondary reference catalogs. It is important to remark that these sets had not been previously used in
the design of the expert systems or in the training of the different neural networks.

Every method processes and analyzes the spectra and obtains a two-dimensional classification
in the MK system (spectral subtype, indicative of the surface temperature, and stellar luminosity),
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both accompanied by an estimation of the confidence in the classification (in form of probability).
In the analysis of results, we do not consider as correct classifications the conclusions whose probability
or confidence does not exceed 70%. In addition, in the study of the outputs of the subtype networks,
the procedure for evaluating the successes is similar to that carried out by most experts when they
compare their classifications, since we accept a resolution of +1 spectral subtypes. In this sense, if the
network places the subtype within the correct group, the result is computed as valid; otherwise, the two
adjacent subtypes are examined (higher and lower temperatures), and the result would be considered
correct if the output belongs to one of these subtypes. Otherwise, it would be computed as a real error.
Regarding luminosity, as most of expert spectroscopists do, we consider that the valid outputs are only
those where the class estimated by the model exactly matches the one specified in the reference catalog.

Figure 7 shows the comparative performance analysis of the three neural architectures finally
selected (BP momentum networks, RBF networks, and SOM maps) for each classification level (global,
spectral type, spectral subtype, and luminosity class) and each spectral range.
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Figure 7. Performance analysis of classification neural network architectures: (a) spectral range
3510-7427 A; and (b) spectral range 4100-6800 A.

Table 4 shows the confusion matrix [38] for the spectral type corresponding to the analysis of
the outputs of the neural model with optimal results, that is, the net of networks trained with the
backpropagation momentum learning algorithm. In the rows of this useful graphical tool, we include
the actual number of spectra of each spectral type, following the catalog classifications, and, in the
columns, we show the number of predictions obtained for each of them with our neural implementation.

Table 4. Initial and final confusion matrix for the spectral type in the optimal neural model.

Real/Estimated B A F G K M
B 19/20 1/0 0/0 0/0 0/0 0/0
A 11 1011 32 0/0 0/0 0/0
F 0/0 42 14717 1)0 0/0 0/0
G 0/0 0/0 11 1618  2/0 0/0
K 0/0 0/0 0/0 10 1214 1)0
M 0/0 0/0 0/0 1/1 10  12/13

By examining the resulting matrix, it becomes clear that errors generally occur between contiguous
types, that is, which presumably is due to the edge problem already mentioned in previous sections
(errors in subtypes that fall on the boundaries between two different spectral types, such as BOAO
or KOMO). Therefore, if we use the classical resolution of +1 spectral subtypes in the analysis of the
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outputs, the resulting confusion matrix (second numbers of each cell included in Table 4) shows a
considerable decrease in classification errors.

Figure 8 shows the performance comparison of the two proposed strategies for the entire MK
classification, detailed by spectral type, again using test spectra in both catalog spectral ranges. Figure 9
presents the homologous performance comparison graphs for luminosity level.
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Figure 8. Performance analysis of neural models for final MK spectral type classification: (a) spectral
range 3510-7427 A; and (b) spectral range 4100-6800 A.
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Figure 9. Performance analysis of neural models for final MK luminosity classification: (a) spectral
range 35107427 A; and (b) spectral range 4100-6800 A.

According to the results obtained with the different neural models implemented for the complete
MK classification, we considered that it would be convenient to include in our final system the net of
neural networks for the determination of both the spectral subtype and the luminosity class, since the
success rates are satisfactory in the two dimensions (around 75%, 0.75 + 0.049 for a statistical confidence
level of 0.99) and slightly higher than those achieved by the specific global network (about 73%,
0.73 + 0.051 for a statistical confidence level of 0.99).

As mentioned in Section 2.5, the final classifier that we propose is a hybrid system that combines
the methods that resulted in better performance during our previous experimentation stages. Figure 10
shows the results for both MK system dimensions for the whole test set of 600 spectra, versus the
actual classification provided by the guiding catalogs for these spectra.
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Figure 10. Comparison of the MK classifications obtained by the hybrid final system with the reference
catalog stellar classifications: (a) spectral type; and (b) luminosity class.

Table 5 shows the mean absolute errors (in black color) and standard deviations (in blue) for
the complete MK classification, which were obtained with our hybrid system using again the 600
test spectra.

Table 5. Mean absolute errors and standard deviations for system classifications by spectral type.

All B A F G K M

Spectral type  0.25/0.54  0.13/0.33  0.50/0.91  0.29/0.56  0.23/0.50  0.15/0.42  0.24/0.77
Luminosity 0.24/0.44  0.10/0.30  0.35/0.56  0.31/0.47  0.24/0.44  0.10/0.30  0.05/0.22

Number of 600 40 26 241 180 92 21
spectra

To complement the evaluation of the results, we carried out an additional validation of the
optimal individual models and the proposed hybrid system, also contrasting their conclusions with
the classifications obtained by the group of expert spectroscopists of our project. In this final study,
we again consider the two sets of test spectra, which correspond to 600 spectra in both the spectral
range 3510-7427 A and the spectral range 4100-6800 A

Figure 11 shows the success rates obtained by the global hybrid system and each of the
individual artificial intelligence methods in the complete classification of the 600 test spectra, for both
spectral ranges.
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Figure 11. Final performance analysis comparing hybrid model with each individual technique: (a)
spectral range 3510-7427 A; and (b) spectral range 4100-6800 A.
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Table 6 shows, as a percentage of agreement, the results of a double-blind study that consists of
evaluating the correctness of the classifications assigned to the spectra without knowing their origin.
On the one hand, the estimations obtained with the different computational techniques were compared
with those of the human experts who collaborate in the development of this system. On the other
hand, the spectroscopists of our group analyzed again the spectra already classified by the different
automatic techniques, expressing their agreement or disagreement with the classifications concluded
by each one (highlighted in Table 6).

Table 6. Double blind study comparing human experts and computational sources.

Expert A Expert B Fuzzy KBS BP Networks Hybrid System

Expert A 100% 78% 86% 85% 89%
Expert B 87% 100% 86% 86% 83%
Fuzzy KBS 84% 76% 100% 79% 78%
BP networks 84% 78% 79% 100% 75%
Hybrid system 85% 72% 78% 75% 100%

Finally, Figure 12 shows the performance of the best techniques when applied to the classification
of larger and heterogeneous spectral sets, such as the one formed by 49 real post-AGB stars from our
own observation campaigns [39] or the set composed by the 486 spectra initially discarded from all the
reference catalogs for reasons such as an atypical metallicity level, lack of spectral fluxes in some areas,
or an incomplete classification in the available sources.
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100% - M Net of networks BP 100% - ® Net of networks BP
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Figure 12. Results with different sets of peculiar spectra (a) spectral type; and (b) luminosity class.
4. Discussion

In our preliminary studies of the different selected neural models, we found (as the graphs in
Figure 7 show), that the backpropagation and RBF networks obtain a very similar results (with some
slight differences), whereas the Kohonen networks present significantly lower success rates in all
implementations. As mentioned above, self-organized maps are mainly characterized by the use of
a non-supervised and competitive learning algorithm, in which it is essential that the training set is
large enough to allow the network to extract the similarities between the input data and cluster them
appropriately. For this reason, the SOM networks trained with the spectra from the secondary catalog
(Figure 7b) show a more adequate behavior, with success rates more similar to those obtained with the
other neural models. It is clear that the addition of more spectra to the training set allows the creation
of two-dimensional output maps more adapted to the problem of spectral classification.
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Analyzing the results obtained during the previous experimentation phases, we can conclude
that the neural architectures based on the multi-layer perceptron (BP) and on radial basis functions
(RBF) have a more congruent behavior, being able to achieve a very acceptable final performance
for the different classification levels. That is, for both spectral ranges, they reach success rates above
90% (0.9 + 0.077 for a statistical confidence level of 0.99) in the preliminary discrimination and in the
determination of the spectral type, and around 70% (0.7 + 0.012, for a statistical confidence level of
0.99) in obtaining the subtype and luminosity class. For this reason, these architectures have been
included in the implementation of our final developed system of spectral analysis and classification.

The detailed analysis of the performance achieved with the two design strategies for the full MK
classification (shown in the comparative charts of Figure 8) indicates that, taking into account the results
as a whole, the model based on a tree structure presents a more satisfactory success rate, since it is able
to obtain correctly and unequivocally (probability greater than 70%) the spectral subtype of about 76%
of the spectra in networks trained with the backpropagation momentum algorithm (0.76 + 0.049, for a
statistical confidence level of 0.99) and around 74% when they are trained with the RBF algorithm (0.74
+ 0.05, for a statistical confidence level of 0.99). By contrast, in implementations based on the direct
determination of the subtype by means of global networks, this performance is slightly lower (72-73%,
0.72 + 0.052 for a statistical confidence level of 0.99). The inclusion of spectra from the secondary
catalog (Figure 8b) generally produces a significant improvement in the performance of each of the
models implemented (between 7% and 13%).

Thus, for the first MK dimension (the spectral type), the study of the results denotes that there
could be a certain correlation between the final success rate and the composition and size of the training
set, since the networks performance decreases for the types in which that set includes less spectra (A
and M, mainly), regardless of the model and the spectral range. When the spectra of the secondary
catalog are introduced, the results improve significantly (by more than 20% in some cases) for the
intermediate types (F, G, and K), because in these types the catalog presents a greater increase in both
the number and the variety of spectra. On the other hand, for the other spectral types (B, A, and M),
the performance does not increase noticeably and sometimes even decreases, since the stars of these
types are more sensitive to the spectral indices that have been excluded from the secondary catalog
range (mainly some important lines of hydrogen and helium around 4000 A and some late bands of
TiO in the region of 7000 A).

To continue the study of the results for the MK spectral type, we built the confusion matrix of
the BP net of networks, which is the architecture that achieved the best performance. In this case, the
neural model correctly assigns the spectral type to a total of 83 test spectra (shown in the main diagonal
in Table 4), which implies a success rate of 83% (0.83 + 0.096, for a statistical confidence level of 0.99)
with a mean error of 0.2 types. A detailed observation of the matrix shows that most errors takes
place between adjacent types, which is consistent with the typical problem concerning to the subtypes
that are located in the limits between spectral types, already mentioned in previous sections. For this
reason and with the aim of getting closer to the real analysis carried out by the experts, we decided
to rebuild the matrix using the resolution of +1 spectral subtypes that human experts normally use
(shown in the second numbers of each cell in Table 4). As expected, the percentage of errors decrease
with this adaptation, since the network is now capable of assigning a spectral type congruent with
the one that gives their own catalog to 93 of the 100 evaluation spectra (0.93 + 0.065, for a statistical
confidence level of 0.99), reducing the mean error to 0.08. Although the success rate increases by 10%,
in this new matrix, there is still some confusion between spectral types A and F (highlighted in Table 4).
These errors in classification are in some way predictable, since these spectral types are usually affected
by the classic degeneracy problem between the surface temperature of the star and the metallicity of
its spectrum.

The exploration of the results of the other MK dimension, luminosity (Figure 9), shows that both
implemented final models reach a similar performance (60-68%) for the spectral range of the main
catalog, although the option based on specific networks of luminosity shows a slight improvement
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(global network approach). This can be due to the additional errors that are included in the net of
networks model when the spectral type is determined by following a wrong path in the tree, since it
adds an extra and prior error that conditions the further estimation of the luminosity class. However,
this trend is reversed by adding the spectra from the secondary catalog, since the model based on a net
of networks (composed of several consecutive neural networks that obtain the luminosity after having
determined the spectral type) achieves an optimal performance. They estimate adequately (probability
greater than 70%) the luminosity class of 79% (0.79 + 0.047, for a statistical confidence level of 0.99) of
the spectra for backpropagation networks and around 75% (0.75 + 0.05, for a statistical confidence
level of 0.99) for RBF networks.

As in the spectral type, if we analyze the results considering the level of luminosity, we can note
again a clear dependence on the size of the training set, since the performance decreases significantly in
those luminosity levels where this set is scarcer (Il and IV), independently of the neural model and the
spectral range. Obviously, the more spectra are available for each class, the better is the delimitation of
the spectral features that define it, so that the obtained results would be perfectly consistent with the
design of the neural models. For this reason, when secondary spectra are added, performance tends to
improve for all classes but especially for the less favored ones, where the sample size was significantly
smaller, reaching an increase of more than 25% in some implementations. Similarly, the highest success
rate is achieved for the luminosity V, because the number of patterns that belong to this class is
significantly higher, with more than 200 spectra of difference in some cases.

The detailed analysis of the performance achieved in the two dimensions of the MK classification,
led us to finally use the strategy based on a net of neural networks for both the spectral subtype
and the luminosity class, since it presents sufficiently adequate success rates in both dimensions
(about 75%, 0.75 + 0.05 for a statistical confidence level of 0.99) and somewhat better than those
obtained with the strategy of global networks (73%, 0.73 + 0.051 for a statistical confidence level of
0.99). As we could already see in the sensitivity analysis carried out on spectral classification indices
(Table 1), many of the parameters used by experts affect temperature and stellar luminosity at the same
time, and it is extremely difficult to separate both influences. Therefore, a neural model based on a
multi-level classification that determines the luminosity class as a function of the previous spectral
type estimation will also be more consistent with the deduction process followed in the classical stellar
classification techniques.

The next phase of the results analysis was the evaluation of the hybrid model proposed as a
final implementation of the classification system (Figure 10 and Table 5), also analyzing its behavior
compared to the other previously implemented classification methods (Figure 11). We also carried out
a double-blind study to validate the correction of the classifications without knowing their source;
in this way, the classifications assigned by the human experts who collaborate in this project were
compared with those obtained with the different computational techniques (Table 6). As an additional
test, we studied the performance of the implemented methods when applied to larger, heterogeneous,
and unusual spectral sets (Figure 12), i.e., real stars of our observation campaigns, spectra with
peculiarities, etc.

As previously, the errors in some spectral types such as A and F appear again with the hybrid
system, which can be clearly seen in the graph in Figure 10, where a greater dispersion with respect to
the diagonal (perfect classification) can be observed in the regions corresponding to the subtypes of
these spectral types. Likewise, these types present a greater mean absolute error and a greater standard
deviation. As for the other dimension, the luminosity classes Il and IV are where the greatest errors
continue to be concentrated.

The results obtained in these final comparative studies confirm the hypothesis that the hybrid
approach proposed emulates the behavior of human experts in this field more satisfactorily than any
of the individual computational techniques. The hybrid system’s success rate in discrimination of the
spectral subtype, 80.16% (0.8016 + 0.042, for a statistical confidence level of 0.99) with an absolute
mean error of +0.25 subtypes and a standard deviation of 0.54, and the level of luminosity, 76.83%
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(0.7683 + 0.044, for a statistical confidence level of 0.99) with an absolute mean error of +0.24 classes
and a standard deviation of 0.44, is superior (even for the most refined versions of individual methods)
and it is maintained at a higher level when determining the classification of broader sets of spectra that
have special characteristics, such as a high noise level or an insufficient resolution (shown in graphs in
Figure 12). In addition, the agreement between this hybrid system and the experts who participated in
the blind study is also superior to the one presented with any other methods.

This propensity towards performance improvement was somewhat expected, especially in view
of the fact that the hybrid approach is essentially based on a classification strategy that selects the best
conclusions from the optimal methods according to a heuristic estimation of the confidence level of the
predictions. Thus, it is possible to mitigate some of the problems that individual methods have proved
unable to manage, such as the confusion between stars B and M in cases where emission occurs instead
of absorption. However, other problems do not find solution in this alternative either, for example the
classical confusion between spectra A and F of low metallicity level.

5. Conclusions

In this paper, we propose a detailed analysis of how knowledge-based systems and ANNs can
be applied to the MK classification of stellar spectra. If knowledge-based systems are found most
appropriate for global and generic classifications, neural networks are shown to adequately establish
the stellar spectral types and luminosity.

Following the classic method of manual classification, we built two different catalogs of spectra
covering the whole range of MK spectral types and luminosity classes. The spectra of these databases
were used to define the rules of expert systems and to train and validate the artificial neural networks.

Since human experts visually study certain spectral features, we defined an initial set of
33 spectral indices that characterizes each spectrum and reduces its processing complexity. This first
set was refined by performing an exhaustive sensitivity analysis that helped us to determine the actual
classification capacity of each of the proposed indices. As a result, we obtained a final set of 25 spectral
features that were used both to define the fuzzy sets in TKS expert systems and to build the input
patterns of neural networks.

The paper describes our complete experimentation with various ANN models and analyzes their
performance and results. Thus, we designed and tested BP, SOM, and RBF networks, and checked a
variety of topologies, which can provide the stars’ MK classification in three levels (global, spectral
type and subtype, and luminosity class). We established that the finest networks could determine the
spectral type in a sample of 100 testing spectra with an accuracy of almost 95% (0.95 + 0.056, for a
statistical confidence level of 0.99).

To accomplish the whole two-dimensional MK classification of stars, we have adopted two neural
strategies that essentially differ in their structure: global approach and nets of networks. According to
the results obtained, we can conclude that it is more efficient to use a net of neural networks for the
determination of the spectral subtype and the luminosity class, since the success rates are satisfactory
enough in both dimensions (around 75%, 0.75 + 0.05 for a statistical confidence level of 0.99) and also
slightly higher than those obtained with the specific global network (around 73%, 0.73 + 0.051 for a
statistical confidence level of 0.99).

In our final proposal, all the computational techniques were combined into a hybrid system
that decides the proper procedure for the different classification contexts, therefore reaching greater
adaptation to the problem than a classification tool based on a single technique. The obtained results
suggest that the hybrid strategy is a more adequate and versatile approach, since it achieves higher
success rates than any other individual method (around 80%, 0.80 + 0.042 for a statistical confidence
level of 0.99).

Our most recent research work consists in the analysis of functional networks, to establish whether
they are apt for stellar classification, and in the completion of our stellar database and its adaptation
to the Internet. We want to make our database accessible so that users all over the world may store
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and classify spectra and as such contribute to making our automatic analysis and classification system
more adaptable and accurate.

Gaia’s DPAC, to which our research group belongs, is currently developing several software
modules to approach stellar parameterization by the use of RVS instrument data from different
perspectives [40]. A second step will be the inclusion of a MK classifier such as the one presented here,
only for late and intermediate type stars, adapted to the Gaia RVS spectral region. We started the work
based on simulations, although in recent months we dispose of real data for algorithms validation
(under NDA, not publishable results). Some data and public results of the WP will be publicly available
in Data Release 3 (DR3) at the end of 2021 and as such will constitute a hard big data environment
(more than 1 Petabyte of data) for some of the techniques presented here.
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Abstract: The objective of this study was to verify the feasibility of mouse data exposure by deriving
features to improve the accuracy of a mouse data attack technique using machine learning models.
To improve the accuracy, the feature appearing between the mouse coordinates input from the user
was analyzed, which is defined as a feature for machine learning models to derive a method of
improving the accuracy. As a result, we found a feature where the distance between the coordinates is
concentrated in a specific range. We verified that the mouse data is apt to being stolen more accurately
when the distance is used as a feature. An accuracy of over 99% was achieved, which means that the
proposed method almost completely classifies the mouse data input from the user and the mouse
data generated by the defender.

Keywords: practical security; offensive security; user authentication; machine learning;
vulnerability analysis

1. Introduction

Due to the emergence of an online society, the need for technologies for online user authentication
has been on the rise. A representative online user authentication technology is a password-based
authentication technology where the information, ID, and password that necessary for authentication
is input from the keyboard [1]. However, attackers have come up with keyboard data attack techniques
that they use to expose keyboard data input from a user [2—4]. To counteract these security threats
of keyboard data, researchers have come up with an image-based authentication technology [5-7].
This technology uses a specific location chosen by the user as a password in the image displayed on the
screen. Since in this image-based authentication, the password is input from the mouse, security threats
of the password-based user authentication methods that result from the exposure of the keyboard data
are avoided. Nevertheless, just like with the keyboard data, a security threat has been found that does
not ensure the security of image-based authentication because of the exposure of mouse data [8-11].

Specifically, in image-based authentication, the authentication information that must be protected
is image data to be displayed and mouse-click data to be input. In this study, we focused on mouse-click
data. The operating system manages the mouse position for the interaction with the user and
provides API, GetCursorPos() function, to obtain the current mouse position on the screen. Thus,
an attacker can call the API periodically at short intervals to track the movement of the mouse data
that is input from the user, i.e., the attacker can steal the mouse position that the user inputs, which
means that image-based authentication is neutralized by exposing the password. To counteract this
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vulnerability, the mouse data protection technology has emerged. The key idea of this technology is
not to prevent the exposure of mouse data, but to confuse the attacker so that the actual mouse position
input from the user is unknown. Namely, by using the SerCursorPos() function to randomly generate
the mouse position known only to the defender, the attacker cannot differentiate the coordinates input
from the mouse from the coordinates generated by the defense tool [10]. As a result, the attacker
collects both the random mouse data and the real data input by the user, which means that the attacker
does not steal the user’s password in the image-based authentication, because the attacker does not
know the random location generated by the defender.

Accordingly, attackers have come up with attack techniques to track mouse movements by
neutralizing the mouse data protection technique. Among them, an attack technique based on machine
learning that effectively classifies the actual mouse position input by the user among all collected
mouse data positions has emerged [12]. This technique not only requires the attacker to have a high
level of attack techniques, but has also a high accuracy rate. Specifically, the maximum accuracy is 98%,
and in order to classify the mouse position with high accuracy, the feature of the datasets for machine
learning models is composed of the collectable X and Y coordinates as well as the elapsed time of the
collected mouse data. Although this technique has a high accuracy demand, attackers still require a
technique to completely steal mouse data. Therefore, in this study, we examined the feasibility of an
attack technique that improves the accuracy by constructing features to the existing datasets.

The contributions of this paper are as follows:

e Mouse data attack technique using the existing machine learning has defined the elapsed time and
collected coordinates as features and has a high attack success rate. In this study, we improved the
accuracy of the attack success rate by constructing the distance of the collected coordinates to the
features. Hence, attackers can more effectively steal passwords by tracking the mouse movement
input from the users in image-based authentication;

e Theaccuracy of the existing attack technique is 98%; that is, attackers have a 98% attack success rate.
Although this attack has a high accuracy, 2 of 100 do not track the mouse position. Moreover, when
the user moves the mouse once, attackers may be unable to track the mouse movement almost
completely, considering that many mouse coordinates are generated quickly. On the other hand,
the attack technique proposed in this study has more than 99% accuracy of many machine learning
models in multiple datasets, which means that the attack success rate is higher than that of the
existing attack techniques. Overall, the proposed attack technique tracks the mouse movement
input by the user more effectively in image-based authentication and can steal passwords with
high probability.

This paper is organized as follows: Section 2 describes the mouse data transfer process and the
existing mouse data attack and defense techniques that are necessary for understanding the proposed
mouse data attack technique. Section 3 presents the dataset configuration and features for the proposed
attack technique, and Section 4 shows the experiment results. Finally, we conclude this paper in
Section 5.

2. Related Studies

This section describes the process of transferring mouse data from a mouse device to an application
program, which is part of the important information in the image-based authentication technology.

2.1. Mouse Data Transfer Process

The operating system supports the interaction between the mouse device and the user and
manages the cursor position on the screen based on the data transmitted from the mouse device.
Data transferred from the mouse device is collected by a device driver for the mouse device of the
operating system, and the collected mouse data are transferred to the application program to support
the interaction with the user. Figure 1 shows the mouse data transfer process.
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Figure 1. Mouse data transfer process.

The host PC uses interrupts to handle requests for input and output from the devices, i.e., when
the user moves the mouse device, the mouse device generates an interrupt to the host PC (CPU), which
calls the interrupt handler in the device driver of the operating system to handle it, and the mouse data
is processed in that handler and passed to the application program.

2.2. Mouse Data Attack and Defense Techniques

The operating system provides a mouse cursor for interacting with the user and positions the
mouse cursor based on the mouse data input by the user. For the interaction to occur, the operating
system must manage the position of the mouse cursor and provide APIs related to the mouse,
GetCursorPos() function, for supporting requests from application programs. Therefore, the attacker
collects the mouse position on the screen, which represents the movement of the mouse input by
the user, by periodically calling this GetCursorPos() function at short intervals.

To protect the mouse movement from being exposed by the attack technique, a defender has been
proposed to prevent stealing the mouse data input from the actual user rather than preempting the
mouse data [10]. This technique prevents exposure of the actual mouse data by generating random
mouse positions in a short period of random times by the defender. Attackers collect both the random
mouse positions generated by the defender and the actual mouse positions input by the user, however,
they cannot classify the mouse positions since the random mouse positions generated by the defender
are not known. Therefore, the defender effectively prevents mouse data from being exposed.

An attacker requires a technology to completely steal mouse data, and the feasibility of data
stealing has been studied when a mouse data protection technology is applied [12]. In this study,
both random mouse data generated by the defender and actual mouse data input by the user were
collected, and the security of mouse data was verified by classifying mouse data using machine learning
models by configuring datasets from the collected data. As a result, this technique verified that the
mouse data was stolen with a high attack success rate of 98%, by applying the machine learning.

In this study, we proposed a method to improve the accuracy by the defining and analyzing the
feature appearing between mouse coordinates input by the user.

3. Feature Extraction and Dataset Configuration

3.1. Feature Extraction

The proposed method uses an existing attack technique that collects all mouse positions by
periodically calling the GetCursorPos() function. As described in Section 2.2, simply using this attack
technique does not guarantee mouse data attack success. However, in order to effectively steal
mouse data, we analyze the characteristics of mouse coordinates and configure features based on the
analyzed results. The previous attack technique based on machine learning used the elapsed time
and the collected coordinates as a feature. To analyze the characteristics of this feature, we derived
the distribution of coordinates with respect to elapsed time, X coordinates, Y coordinates, distance
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between X coordinates, and distance between Y coordinates. Figure 2 shows the distribution of the
coordinates according to the elapsed time.
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Real coordinates
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Figure 2. Distribution of the coordinates according to the elapsed time.

In Figure 2, all points are a distribution of the coordinates according to the elapsed time. The red
dots are the real coordinates while the blue dots are the random coordinates. The distribution of random
coordinates is relatively periodic and has a distribution close to 0.5, because random coordinates are
generated by the defense tool. Conversely, the distribution of real coordinates is aperiodic and has a
distribution near zero, because real coordinates are input from the user. Therefore, we hypothesized
that it is possible to classify random coordinates and real coordinates based on the elapsed time.
Figure 3 shows the distribution of the coordinates with respect to the X coordinate.
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Figure 3. Distribution of the coordinates according to the X coordinate.

Specifically, all points are a distribution of the coordinates according to the X coordinate. The red
dots are the real coordinates while the blue dots are the random coordinates. Random coordinates
have an overall wide distribution ranging from 0 to 0.24, while real coordinates have an intensive
distribution with a relatively arbitrary range. Therefore, we hypothesized that it is possible to classify
random coordinates and real coordinates based on X coordinates. Figure 4 shows the distribution of

the coordinates according to the Y coordinate.
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Figure 4. Distribution of the coordinates according to the Y coordinate.

All points are a distribution of the coordinates with respect to the Y coordinate. The red dots
are the real coordinates while the blue dots are the random coordinates Random coordinates have an
overall wide distribution ranging from 0 to 0.16, while real coordinates have an intensive distribution
with a relatively arbitrary range. Therefore, we hypothesized that it is possible to classify random
coordinates and real coordinates based on Y coordinates. Figure 5 shows the distribution of the
coordinates with respect to the distance between previous X coordinates and current X coordinates.
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Figure 5. Distribution of the coordinates according to the distance between previous X coordinates and
current X coordinates.

All points are a distribution of the coordinates with respect to the distance between previous X
coordinates and current X coordinates. The red dots are the real coordinates while the blue dots are the
random coordinates. Random coordinates have intensive distributions at 0.16, —0.04, and —0.08, while
real coordinates have an intensive distribution range from —0.01 to 0.01. Therefore, we hypothesized
that it is possible to classify random coordinates and real coordinates based on the distance between
previous X coordinates and current X coordinates. Figure 6 shows the distribution of the coordinates
with respect to the distance between previous Y coordinates and current Y coordinates.

All points are a distribution of the coordinates with respect to the distance between previous
Y coordinates and current Y coordinates. The red dots are the real coordinates while the blue dots
are the random coordinates. Random coordinates have intensive distributions at 0.12, 0.04, 0.02,
—0.03, —0.11, and —0.13, while real coordinates have an intensive distribution range from —0.01 to 0.01.
Therefore, we hypothesized that it is possible to classify random coordinates and real coordinates
based on the distance between previous Y coordinates and current Y coordinates. We analyzed the
distribution of coordinates based on the elapsed time, X coordinates, Y coordinates, distance between
X coordinates, and distance between Y coordinates. After a comprehensive analysis, we derived that
each distribution has a distribution that classifies random and real coordinates. Consequently, defining
these characteristics as features is expected to classify mouse data more precisely.
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Figure 6. Distribution of the coordinates according to the distance between previous Y coordinates and
current Y coordinates.

To classify the actual mouse data input by the mouse, the mouse data collected from the attack
tool is composed as a dataset, with data collected by setting four periods, 50 ms, 100 ms, 250 ms,
and 500 ms. As in a previous study [12], datasets collected using the existing attack technique were
used in the same way, and the distance between the previous coordinates and the current coordinates
was added as a feature to configure datasets for the experiment. Specifically, the collected X and Y
coordinates, the elapsed time, and the distance between the previous coordinates and the current
coordinates are defined as features.

3.2. Feature Definition

In this subsection, we describe the features defined in this paper. The previous research defined
time difference and coordinates as features, while this paper defined five features for machine learning
models. The defined features are the elapsed time, X coordinates, Y coordinates, distance between X
coordinates, and distance between Y coordinates.

3.2.1. Elapsed Time

Elapsed time is the time when the X and Y coordinates are acquired in ns unit. We defined the
difference between the time when the previous mouse data was collected and the time when the current
mouse data was collected as a feature as shown in Equation (1), and used it as the elapsed time feature.

elapsed time = T¢ - Tp. 1)

3.2.2. X Coordinates and Y Coordinates

X coordinate features and Y coordinate features are the X and Y coordinates data of all the random
and real coordinates, respectively. Each coordinate is represented as the X and Y coordinate on the
screen, so it has a range equal to the screen size. Therefore, we preprocess these values to range from
0 to 1 in order to facilitate learning of data for machine learning models. The real mouse data input
from the user collected arbitrary coordinates by manually moving the mouse device by human hand,
while the random mouse data generated by the defense tool generated random coordinates obtained
by calling a random function. Specifically, random coordinates are generated periodically by a timer
function called at 50 ms, 100 ms, 250 ms, and 500 ms intervals.

3.2.3. Distance between X Coordinates and Distance between Y Coordinates

Distance between the X coordinates feature and distance between the Y coordinates feature are
the distance from the previously collected X and Y coordinates to the currently collected X and Y
coordinates. To measure the distance, the previous coordinate value is subtracted from the current
coordinate value, and the final distance value ranges from 0 to 1, because the coordinates have values
between 0 and 1 after preprocessing. Nevertheless, if the value is subtracted, it is expressed as a

244



Entropy 2020, 22, 355

negative number, therefore, to facilitate the data learning for machine learning models, the absolute
value is obtained to have a positive value as shown in Equations (2) and (3). These distances are used
as features because it is easy to classify the data as the coordinates have sequential characteristics when
the user moves the mouse device.

Distance between X coordinates = | Cxcor - Pxcor I, 2)

Distance between Y coordinates = | Cycor - Pycor |- 3)

3.3. Machine Learning Models and Performance Evaluation

The machine learning models utilized in this study are KNN [13], Logistic Regression [14],
Decision Tree [15], Random Forest [16], Gradient Boosting Regression Tree [16], Support Vector
Machine (SVM) [17], and MLP [18]. KNN classifies data based on the decision boundary, and Logistic
Regression classifies data using linear function as shown in Equation (4). Decision Tree learns data
by repeating yes and no questions until it reaches a decision, and SVM classifies the data based on
the distance from the data points located at the decision boundary, as shown in Equation (5). Finally,
MLP classifies data through deep learning by configuring hidden units.

9= w([0]xx[0] + w[1]xx[1] + ...+ wlp]xx[p] + b > 0, 4)

kips (11, x2) = exp(— v |21 —x2 || 2). ®)

To evaluate the performance of machine learning models, we used accuracy, precision, recall,
and Fl-score for each model. Accuracy refers to an attack success rate as shown in Equation (6),
and precision refers to the ratio of the results that are actually true to the total results as shown in
Equation (7). Recall is the ratio of the results classified by the model as true to the total result as shown
in Equation (8), and the F1-score is the harmonic mean of precision and recall as shown in Equation (9).

ACCURACY =35— TTZI\),J; EL FN ©
PRECISION = %fﬂ, ?
RECALL = TPZ—PFN ®
PL-scre = X pRE S iOnT + RECATE Y

4. Experiment Results

This section describes the experiment results of model validation, accuracy, precision, recall,
Fl1-score, and AUC to evaluate the performance of the proposed attack technique in order to prove
its contribution. The machine learning models used in this paper are KNN, Logistic Regression,
Decision Tree, Random Forest, Gradient Boosting Regression Tree, SVM, and MLP. For the experiments,
the training sets, validation sets, and test sets were classified into any number to overcome overfitting
and underfitting. Table 1 shows the results of each set based on dataset 1-1. For learning, we divided
the training set and the test set into a ratio of 3:1 for all the data, and for the verification, the training
set divided the training set and the validation set into a ratio of 3:1. Moreover, we set the seed values
to include data randomly in each set when dividing the data for reasonable learning.

As shown in the table, the training set has the highest score with a Random Forest of 1.0, and the
validation set and the test set have a score of 0.98 for most of the models except for Logistic Regression.
To evaluate the performance of the proposed attack technique, Figure 7 shows the evaluations of
accuracy, precision, recall, F1-score, and AUC for datasets 1-1 to 1-4.
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Table 1. Training set, validation set, and test set scores of dataset 1-1 with optimal parameters.

Model Parameters Training Set Score Validation Set Test Set
Score Score
KNN n_neighbors = 4 0.98 0.98 0.98
L . C=10,
Logistic regression L2 regularization 0.75 0.76 0.75
Decision tree max_depth =6 0.98 0.98 0.98
Random forest n_estimators = 12 1.00 0.98 0.98
. . learning_rate = 0.01,
Gradient boosting max_depth = 9 0.99 0.98 0.98
SVM C =100,000 0.98 0.98 0.98
max_iter = 1000,

MLP 0.97 0.98 0.98

alpha = 0.01

As shown in the figure, most of the datasets work well except for the Logistic Regression.
The lowest performances are 0.75, 0.88, 0.96, and 0.97 for the Logistic Regression in datasets 1-1, 1-2, 1-3,
and 1-4, respectively. The highest performances are 0.981 for the Random Forest in dataset 1-1, 0.995 for
the Decision Tree, Random forest, and Gradient Boosting Regression Tree in dataset 1-2, 0.998 for the
KNN, Decision Tree, Random Forest, Gradient Boosting Regression Tree, and SVM in dataset 1-3, and
0.998 for KNN, Decision Tree, Gradient Boosting Regression Tree, and SVM in dataset 1-4. Comparing
between the proposed method and the existing method, the performances are improved in most of the
models except for Logistic Regression and Decision Tree in dataset 1-1, and performances are improved
in most of the models except for Logistic Regression in dataset 1-2. In dataset 1-3, Random Forest
and SVM improved performance, while only Random Forest improved performance in dataset 1-4.
Experiment results do not show an improved performance in many models. However, in most recall
and AUC results, there were performance degradations of only 0.0018 on average (17 items, a total
decrease of 0.031), while all other items increased by an average of 0.073 (141 items, a total increase of
10.351); hence, the increase rate is 4.055% higher than the decrease rate.

To evaluate the performance of the proposed attack technique, Figure 8 shows the results of each
set of accuracy, precision, recall, F1-score, and AUC based on datasets 2-1 to 2-4.

As shown in the figure, most of the datasets show a high performance except for Logistic
Regression. The lowest performances were 0.82, 0.91, 0.97, and 0.98 for Logistic Regression in datasets
2-1,2-2,2-4, and 2-4, respectively. The highest performances were 0.986 for the Random Forest and
Gradient Boosting Regression Tree in dataset 2-1, 0.997 for the Random Forest in dataset 2-2, 0.998 for
the KNN, Decision Tree, Random Forest, Gradient Boosting Regression Tree, SVM, and MLP in dataset
2-3, and 0.998 for the Decision Tree, Random Forest, Gradient Boosting Regression Tree, and SVM in
dataset 2-4. Comparing between the proposed method and the existing method, performances are
improved in all models in dataset 2-1 and in most of the models except for Logistic Regression in dataset
2-2. In dataset 2-3, performances are improved in Logistic Regression, Random Forest, and Gradient
Boosting Regression Tree, while only Random Forest and MLP have an improved performance in
dataset 2-4. Just as in datasets 1-1 to 1-4, the results do not seem to improve the performance in many
models, however, most result in only a 0.001 performance degradation on recall and AUC (13 items,
a total decrease of 0.129) and all other items were increased by an average of 0.054 (147 items, a total
increase of 8.015); hence, the increase rate was 540%, which is higher than the decrease rate.

As described above, in this study, we evaluated the performance of datasets including the elapsed
time and the X and Y coordinates, which is the existing attack technique, and the datasets including the
distance between the previous and current coordinates. Consequently, we verified through experiments
that the performance of datasets with distance is higher than that of datasets with elapsed time only.
Therefore, the results of the performance evaluation are changed by defining features that can be
included in the datasets, and we proved the contribution of the proposed method by comparing the
performance evaluations. We compared the results of the training set, the validation set, and the
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test set, and also compared the results of performance, accuracy, precision, recall, F1-score, and AUC.
Figure 9 shows the comparison of the training set, the validation set, and the test set.
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Figure 7. Performance evaluations of accuracy, precision, recall, F1-score, and AUC for datasets 1-1

to 1-4.
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Figure 9. Performance evaluation of the proposed and existing methods in the training set, validation
set, and test set. (a) dataset 1-1 and 1-2; (b) dataset 1-3 and 1-4; (c) dataset 2-1 and 2-2; (d) dataset 2-3

and 2-4.
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As shown in the figures, the performances of each model are represented by colors. The top
four in each model are the results of the datasets that include the distance between the previous and
current coordinates proposed in this study, while the bottom four are the results of the datasets that
do not include the distance and were used in the previous study. Therefore, the performance of the
proposed method is improved in most datasets and machine learning models. An increase in the
performance trend was observed from dataset 1 to 4, and on average, all datasets including distance
outperformed all the datasets that do not include distance. Moreover, all scores in datasets 1-4 and 2-4
have a near-perfect performance of over 99%, which results in a higher performance for constructing
features with datasets containing distances. Regarding the changes in the training set, the validation
set, and the test set, the results of most models of datasets that do not include distance have significant
changes compared to models of datasets including distance that have relatively small changes.

As described above, the results of the training set, the validation set, and the test set showed
significant differences, which means that the datasets including the distance are verified to have a high
performance. Figure 10 compares the accuracy, precision, recall, F1-score, and AUC to evaluate the
more practical performance.
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Figure 10. Performance evaluation of the proposed and existing methods with respect to accuracy,
precision, recall, F1-score, and AUC. (a) dataset 1-1 and 1-2; (b) dataset 1-3 and 1-4; (c) dataset 2-1 and
2-2; (d) dataset 2-3 and 2-4.

As shown in the figures, the performances of each model are shown by colors. The top four in
each model are the results of the datasets that include the distance between the previous and current
coordinates as proposed in this study, while the bottom four are the results of the datasets that do
not include the distance. The performance of the proposed method is improved in most datasets
and machine learning models. A trend of better performance was observed as datasets went from
1 to 4, and datasets with distance have a significantly higher performance than datasets without
distance. Moreover, most models of all datasets except for datasets 1-1 and 2-1 have more than 99%
accuracy. In other words, most datasets have 99% accuracy, which indicates that the proposed technique
effectively classifies random coordinates generated by the defender in the image-based authentication
method, compared to 98%, which is the accuracy of the previous attack technique, by simply collecting
mouse coordinates. Hence, the proposed method more effectively steals passwords, which are the
actual mouse data input by the user.

5. Conclusions

This study analyzed the security of mouse data by deriving features to further improve the
accuracy of existing attack techniques using machine learning based on mouse data in image-based
authentication. The existing attack technique defines elapsed time and X and Y coordinates as features,
classifies random mouse data generated by defender and actual mouse data input by user, with a
maximum accuracy of 98%. In this study, we analyzed the distribution of coordinates based on the
distance between coordinates and the elapsed time. The distance between the mouse coordinates input
by the user is concentrated in a specific range. Therefore, we configured datasets that defined the
distance between the previous coordinates and the current coordinates as a feature. With experiment
results based on the configured datasets, we verified that the actual mouse data input by the user
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was classified more effectively than it was by the existing attack techniques, with an accuracy of 99%,
which means that the mouse data input by the user is classified almost completely. In conclusion,
the proposed attack technique can effectively steal the mouse data input by the user and the passwords
as the actual mouse data input by the user.
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Abstract: In a previous work, a parsimonious topic model (PTM) was proposed for text corpora.
In that work, unlike LDA, the modeling determined a subset of salient words for each topic, with
topic-specific probabilities, with the rest of the words in the dictionary explained by a universal
shared model. Further, in LDA all topics are in principle present in every document. In contrast, PTM
gives sparse topic representation, determining the (small) subset of relevant topics for each document.
A customized Bayesian information criterion (BIC) was derived, balancing model complexity and
goodness of fit, with the BIC minimized to jointly determine the entire model—the topic-specific
words, document-specific topics, all model parameter values, and the total number of topics—in
a wholly unsupervised fashion. In the present work, several important modeling and algorithm
(parameter learning) extensions of PTM are proposed. First, we modify the BIC objective function
using a lossless coding scheme with low modeling cost for describing words that are non-salient
for all topics—such words are essentially identified as wholly noisy/uninformative. This approach
increases the PTM’s model sparsity, which also allows model selection of more topics and with lower
BIC cost than the original PTM. Second, in the original PTM model learning strategy, word switches
were updated sequentially, which is myopic and susceptible to finding poor locally optimal solutions.
Here, instead, we jointly optimize all the switches that correspond to the same word (across topics).
This approach jointly optimizes many more parameters at each step than the original PTM, which in
principle should be less susceptible to finding poor local minima. Results on several document data
sets show that our proposed method outperformed the original PTM model with respect to multiple
performance measures, and gave a sparser topic model representation than the original PTM.

Keywords: topic model; Bayesian information criterion; expectation maximization algorithm;
medical abstracts

1. Introduction

Topic modeling [1] is a type of statistical modeling for finding the “topics” that occur in a collection
of documents. The latent Dirichlet allocation (LDA) [2] is one of the well-known topic models. The
LDA topic model assumes that each topic is a probability mass function defined over the given
vocabulary, and for each of the documents, every word follows a document specific mixture over the
topics. In an improvement of LDA called parsimonious topic modeling (PTM) [3], two shortcomings
of LDA are discussed. First, all words have their own probability parameters under every topic in
LDA,; this strategy uses a huge number of parameters, with the model potentially prone to overfitting.
Second, in LDA, every topic is assumed to be present in every document, with a non-zero probability.
However, PTM gives a sparser description in the two aspects mentioned above. First, some words are
not topic specific for certain topics—they use a universal shared model. Second, in each document,
only some of the topics occur with a non-zero probability.

Entropy 2020, 22, 326; doi:10.3390/e22030326 255 www.mdpi.com/journal/entropy
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The Bayesian information criterion (BIC) [4,5] is a widely used criterion for model selection. There
are two parts in the negative logarithm of the Bayesian marginal likelihood: the likelihood of the
data and the model complexity cost. So, we can use BIC to balance data fitting goodness and model
complexity. The BIC cost function derived for PTM [3] improves over “vanilla” BIC in two aspects.
First, the proposed BIC has differentiated cost terms based on different effective sample sizes for
different types of parameters; second, PTM introduces a shared feature representation to decrease
the effective feature dimensionality of a topic. Our contribution here over PTM [3] is that we give a
cheaper expression to describe wholly uninformative words, which thus encourages an even sparser
model. Inspired by the intuition that in text corpora there are a large proportion of words that are not
related to any topics, we implemented an optimization method to jointly optimize all the parameters
related to a single word under each topic, to encourage the possibility that all topics choose to use a
shared (uninformative) representation of a given word. Our work improves on the PTM model in
encouraging a sparser and more reasonable representation of topics.

Our model solves both the unsupervised feature selection and model order (number of topics)
selection problems. First we fix the hyper-parameter (number of topics) to a large number, and we get
an optimized structure of the model by determining the topic-specific words under each topic and
which topics occur in each document. Then, we change (reduce) the number of topics (hyper-parameter)
by removing some topics. For each value of this hyper-parameter we train the model and compute
BIC, and the optimized hyper-parameter (chosen model order) is the one with the lowest BIC value.

2. Notation

Suppose a corpus consists of D documents and N unique words, with d € {1,2,..,D} and
n € {1,2,..,N} the document and word indices, respectively, and with unique topic indexed by
j€{1,2,.., M}, M being the total number of topics (model order). Here are some different definitions
used in this paper:

L, is the number of unique words in document 4.

wyy € {1,2,..,N},i=1,.., L, is the i-th word in document d.

vja € {0,1} is the topic “switch”; it indicates whether topic j is present in document d.

Topic j is present in document d if vj; = 1; otherwise vy = 0.

M, = Zjl‘i 19ja € {1,2,...M} is the number of topics present in document d.

a;4 is the proportion for topic j in document d.

In each topic:

Bjn is the topic-specific probability of word n under topic j.

Bon is the shared probability of word 7.

Ujy € {0,1} indicates whether (u in = 1) or not (uj, = 0) word n is topic-specific under topic j.

Ni=yN  u in is the total number of topic-specific words under topic ;.

L i = Zr[:l:1 L4vj is the sum of the length of the documents for which topic j is present.

3. Methodology

3.1. “Bag of Words” Model

A bag of words model [6] is commonly used in document classification where the count of each
word is used as a feature for class discrimination. Using the bag of words model, we can transform
the text corpora into a feature matrix, where each row vector x = (x1,xy,..., xp) in the matrix is a bag
for each document, with the length of the vector the total number of unique words in the whole text
corpora. In the row vector, each position represents a single word, and the value in that position is the
number of times this word occurs in the document.
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3.2. Parsimonious Topic Model (PTM)

We first introduce PTM's data generation method.

1. For each documentd =1,2,...,D
2. Foreachwordi=1,2,..,L;

*  Randomly select a topic based on the probability mass function (pmf) {a;50/4,j = 1,2,..., M}.
*  Given the selected topic j, randomly generate the i-th word based on the topic’s pmf over the

word space {ﬁ;’f ﬁé;"f", n=1,2,.,N}

Here vj, is the topic switch that indicates whether topic j is present in document d. If vjy = 1,
it means that topic j is present in document d and j, is treated as a model parameter. B, and B, are
the topic-specific probability of word n under topic j and the shared probability of word 7, respectively.

Based on the above data generation, we can get the data likelihood of a document dataset y under
our model (H, ®):

X|H @ H HH[Dé/dU]dﬁ],],w'dﬁl ll/w,d} (1)
=1i=1j=1
Here 1, is the word switch that indicates if word 7 is topic-specific under topic j. The model
structure parameters, denoted by H{v, u, M}, consist of two kinds of switches and the number of
topics, M (model order). Likewise, the model parameters, given a fixed model structure, are denoted
by ® = {{«;},{Bjn}, {Bon}}. The model structure together with the model parameters constitutes the
PTM model. In PTM the parameters are constrained by the following two conditions:
First, aj; is the probability that topic j is present in document d, and v;; determines whether or
not topic j is present. The probability mass function must sum to one. So, we have:

M
lejdvfd =1,vd. (2)
j=1

Additionally, the word probability parameters {8;,,n = 1,.., N} and {Bo,, 7 = 1,..., N} must
satisfy a pmf constraint for each topic:

Z uij]n ujn)ﬁﬂn) = 1,V] ®)

Based on the PTM described above, we must determine the model parameters ® and the model
structure, H. Assuming the model structure is known, we can estimate the model parameters using
the expectation maximization (EM) algorithm. By introducing, as hidden data, random variables
that indicate which topic generates each word in each document, we can compute the expected
complete data log likelihood and maximize it subject to the two constraints mentioned above. The
model selection is more complicated. We need to derive a BIC cost function to balance the model
complexity and the data likelihood. For the PTM model a generalized expectation maximization
(GEM) [7,8] algorithm was proposed to update the model parameters (®) and the model structure
(H) iteratively. In the following section, we give a derivation of BIC and the GEM algorithm for our
modified PTM model.

3.3. Derivation of PTM-Customized Bayesian Information Criterion (BIC)

In this section we derive our BIC objective function, which generalizes the PTM BIC objective [3].
A naive BIC objective has the following form:

BIC = Klog(n) — 2log(L). )
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Here L is the maximized value of the data likelihood of the model with structure H, that is,
L = p(D|H, ®)), where © is the collection of parameters that maximize the likelihood function.

Additionally, 7 is the number of data points (documents) in the dataset x and K is the number of
free parameters in the model.

However, the Laplace approximation used in deriving this BIC form is only valid under the
assumption that the feature space is far smaller than the sample size, and for our topic model,
the feature space (word dictionary) is quite large in practice. Moreover, in the naive BIC form, all the
parameters incur the same description length penalty (the log of the sample size), but in PTM different
types of parameters contribute unequally to the model complexity. So, a new customized BIC is
derived for PTM.

The Bayesian approach to model selection is to maximize the posterior probability of the model
H given the dataset y. When applying Bayes’ theorem to calculate the posterior probability, we get:

_ r(x|H)p(H)
Here we define:
1= p(xH) = [ p(xIH ©)p(O|H)dO, ©

where p(©|H) is the prior distribution of the parameters given the model structure H. Then,
we need to use Laplace’s method to approximate I, given the knowledge that for large sample
size p(x|H, ®)p(®|H) peaks around the maximum point (posterior mode ©). We can rewrite I as:

1= p(xlH) = [ explliog(p(x|H,©)p(©|H)))de. )

We can now expand log(p(x|H, ®)p(®|H)) around the posterior mode © using a Taylor
series expansion.

log(p(x|H,©)p(©|H)) ~ log(p(x|H,O)p(O|H)) + (© — ©)VeQlg — %(8 -0)"Le(@-0), (8)

where Q = log(p(x|H,®)p(®|H)) and Lo = —Xg, where g is the Hessian matrix (i.e., =
2_Q
9 ae,a@)j‘@)-
Since Q attains its maximum at ®, Ve Q)| 6 = 0and Zg = —Xg is negative definite. We can thus
approximate [ as follows:

1= p(x[H) ~ p(x|H,O)p(B|H) [ ¢3(©-0)Fa(0-0) ©)

With the above form of the approximation, ¢2(0-0)"26(0-0) 5 4 gcaled Gaussian distribution

with mean © and covariance Zg. Thus:
[ 2O-OEO-0) = (am)h T4, (10)
where k is the number of parameters in ®. So we have the approximation of I:

~ A ki~ _1
I'=p(x|H) ~ p(x|H, ©)p(O|H)(27)% 2o 2. an
BIC is the negative log model posterior:

k

BIC = —log(Ip(H)) ~ 5log(27) + %IOg(\i@\) — log(p(x|H,©)) — log(p(O|H)) — log(p(H)). (12)
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Note that p(®|H), the prior of the parameters given the structure H can be assumed to be a
uniform distribution (i.e., a constant). So, this term can be neglected. The log(p(x|H, ®)) term is
the data likelihood, and k is the total number of model parameters. Now we need to approximately
calculate Llog(|Ze|) and log(p(H)).

To do so, we assume that g is a diagonal matrix. We thus obtain:

182 1M 12 M
108 Zol) ~ 24 Z a—log(La) + 7 , Z Z wialog(Lj) + 5 3 log(} Ly). (13)
a=1 j=1d=1 =1 j=1

The terms on the right represent the cost of the model parameters {wjs}, {Bju}, and {Bou},
respectively. Note that in the naive BIC form, each parameter pays the same cost 1log(samplesize).
Here we instead use the effective sample size. The effective sample size of «;,; is L;, parameter j jn has
sample size L;, and the parameter B, has sample size M L;.

Another term to be estimated is log(p(H)) = log(p(v)) + log(p(u)). For log(p(v)), in each
document d, suppose the number of topics follows a uniform distribution, and the switch configuration
also follows a uniform distribution over all ( ) switch configurations. We then obtain:

—log(p(v)) = Dlog(M) + Z log(M Md (14)
d=1

For log(p(u)) we propose here a probability model that can jointly estimate log(p(u)) and the
corresponding parameter cost of B, o, For each word 1, we define three types of configurations
of the word switches {uj,,j = 1,..., M}: (1) each word is topic-specific (i.e., E]-Ail up, = M); (2) all
the words are not topic-specific (i.e., Zjl\i 14jn = 0); (3) some, but not all, components use the shared
distribution (i.e., 0 < Zjl\il uj, < M). For cases 1 and 2, there is only one possible configuration
of the word switches related to a word (all open or all closed), so the probability associated with
this configuration is 1; for case 3 there are 2M possible configurations. Assuming these are equally
likely under this case log( [u]) = Mlog2. We can then estimate —log(p(u)) plus the two terms

Z] 1 Zd 1 u]dlog( )+ Zd 1 log(Z] 1 L]) in log(|Z@|) That is, we have

1M D 1D M F1 un M ) M B
—log(p(u)) + 3 Yy ujglog(Lj) + 3 ) log(z L) = Z og(YLj) i Z log(L;)
j=1d=1 d=1 j=1 n=1 j=1 j=1 15)
M 1 M B (
+F3 () ( log YL Zuﬂ,log(L]))
j=1 25
> >
1,lf u]-,, =0 l,if ujn =M
Here, F(ux) = =1 , B(u) = =1 , Bu) =
0, otherwise 0, otherwise
M
Lif0< Y uj <M
j=1 :
0, otherwise
Based on the derivation above, the BIC cost function for our modified PTM model is:
BIC =Dlog(M) + Z log( Md)+ Z M;—1) log )—log(;g(D\H,@))
_ (16)
N ML B ML 1M L;
j=1"j 2 (un) 7/ ] 1 / - ) 1
E log o )+ ]le g ( o )+F3(un)( log( +2j:21u],,log(2n)).
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3.4. Generalized Expectation Maximization (EM) Algorithm

The EM [9] algorithm is a popular method for maximizing the data log-likelihood. For
unsupervised learning tasks, we only have the data points ), but we do not have any “labels” for
those data points, so during the maximum likelihood estimation (MLE) process we introduce “label”
random variables which are called latent variables. The EM algorithm can be described as follows:

E-step: With the parameters fixed, we compute the expectation of the latent variables p(Z|x, ®),
which gives the class information for each data point. Using the expectation of the latent variables we
can compute the expectation of the complete data log-likelihood:

E[L:] =) p(Z|D,0)log(p(D, Z|®). 17)
Z

M-step: We update the parameters © to find the maximum value of the expected complete data
log-likelihood. By doing the E-step and M-step iteratively, the expected complete data log-likelihood
strictly increases and typically converges to a local optimum of the incomplete data log-likelihood (or of
the expected BIC cost function). However, note that in PTM there are not only the model parameters @
but also the model structure H over which we need to optimize. The original EM algorithm cannot
be applied here because one cannot get jointly optimal closed form estimates of both the model
parameters © and the structure parameters H to maximize E[L.]. However, a generalized expectation
maximization (GEM) [7,8] algorithm is proposed, which alternately jointly optimizes E[L] over ® and
then over subsets of the structure parameters, H given fixed ©.

Our GEM algorithm is specified for fixed model order, M. First we introduce the hidden data Z:
Zi4 is an M-dimensional binary vector, with a “1” indicating the topic of origin for the word w;,. For
example, if the element Zf; = 1 and other elements of Z;; are all equal to zero, topic j is the topic of
origin for word w;4.

Our GEM algorithm strictly descends in the BIC cost function Equation (16). It consists of an
E-step followed by an M-step that minimizes the expected BIC cost function. These steps are given as
follows: In the E-step, first we compute the expectation of the hidden data Z:

p(wa|20;0,H)p(zY) |0, H)

Y2, Pl 20, H)p(Z}]) |0, 1)
ij, 1—uj, (18)
i Jvig
“fdvfdﬁj;z IBOn

Uiy o1y,

= " :
Yo, ’devldﬁzn . Bon !

p(Z) = 1|w; 0, H) =

With the expectation of the hidden data, we can compute the expected complete data
log-likelihood using Equation (17). By replacing the log(p(D|H, ©)) term in BIC with the expected
complete data log-likelihood(E[L.]), we get the expected complete data BIC.

In the generalized M-step, based on the expectation of the complete data BIC we computed in
the E-step, we update the model structure H and the model parameters ©. First we optimize the
model parameters given fixed model structure. Then we optimize the model structure given fixed
model parameters, both steps taken to minimize the expected BIC. These steps are alternated until
convergence.

When updating the model parameters, note that the only term in BIC that is related to the
model parameters is the data likelihood term, so we can just maximize the expected complete data
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log-likelihood computed in the E-step to choose the model parameters. Taking those two constraints
(Equations (2) and (3)) into consideration, we have our Lagrangian objective function.

o~
B

L=

Mo

(v ]dp( = 1|wis; ©, H)(log(“]d) + “]wdlog(ﬁ/w )+ (1- ”jw,-d)log(ﬁOw,-d)))

au
Il

1i

)\d(z"‘jdvjd =1) Z Hj 2 u]nﬁjn +(1- ujn),BOn) -1,

=1 ia

I\
—_

(19)

E

Mo

d

I
-

where y; and A, are Lagrange multipliers. By computing the partial derivative of each parameter type
and setting those derivatives to zero, we can get the optimized model parameters, satisfying necessary
optimality conditions as:

’ = 1|w;3;®, H)v
g = Lty p(Zy = 1w, H)oja i=1.,Md=1,..,D, 20)

21:1 Z ( zd = 1|w;z; ©, H)vyy
7()
i, Y Z = 1|w;4;®,H)viy
ﬁ]‘n Jn d=1 i=1l:w;= np( id | i ) ] ,j=1,...,M,7l=1,...,N. (21)
Hj
We compute y; by multiplying both sides of Equation (21) by uj, , summing over all 7,
and applying the distribution constrains on topic j. This gives:

= Zn lujn Zd 1):1 Tw;y=n P( ;(d - 1|w1d1® H)U]d Vj (22)
! 172]':1(1 7u]n)ﬁ0n n
For the shared parameters, we only estimate them once via global frequency counts at initialization
and hold them fixed during the GEM algorithm. That is, we set:

):d 121 Lw;;= n

Bon =
" Zd:1 Ld

,Vn. (23)

When updating the model structure, we implement an iterative loop in which all the topic
switches u are visited one by one. If the current change reduces BIC, we accept the change; otherwise
we keep the switch unchanged. Note that in updating the word switches v, we update all the word
switches for a single word jointly to see if it is optimal to choose all the switches related to a single
word to be closed (i.e., to specify that this word is completely uninformative). This process is repeated
over all the switches until there is no decrease in BIC or until we reach a pre-defined maximum number
of iterations. We first update the word switches u until convergence; then we update the topic switches
v until convergence. Then we go back to the E-step. Note that when updating the word switches,
for each single search of all the switches related to one word, we have three configurations. All switches
are closed, all switches are open, or some are closed and some are open. We compute the minimized
BIC for each configuration, and then choose the configuration that has the lowest BIC value.

3.5. Selecting the Model Order

The optimization process discussed above is under the assumption that the model order is known.
Model order selection is based on applying the optimization process for different model orders,
in a top-down fashion. We initialize the model with a specific number of topics (M;;ax, chosen to
upper bound the number of topics expected to be present in the corpus) and reduce the number by a
predefined step A. For the model trained at each order, we remove the A topics with the smallest mass.
This process is applied iteratively until the predefined minimum order is reached. We then retain the
model (and model order) with the smallest BIC cost.
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For our model, the only “hyper-parameters” are My, and A. We can expect the best performance
by choosing A = 1. For My, if this is set too small, it will underestimate the model order. If it is
set very large, the learning and model order selection will require more computation. In principle,
choosing any value of M,y above the ground truth M* or the BIC minimizing M should be reasonable
to find a good solution (the bottom line is that our method requires no true hyper-parameters—the
only tradeoff is more computation by choosing A = 1 and sufficiently large M)

4. Experiments and Results

In this section we compare the original PTM, LDA, and the new PTM method. All methods were
used to solve the unsupervised density modeling problem, with no knowledge of class labels. Hence,
the comparison of the methods is fair, and we evaluated multiple measures that assess the quality of
the learned models as a function of the number of components in the model. None of the methods set
hyper-parameters (except LDA, for which M was set to the the maximum)

Performance measurements: BIC was compared between the PTM model and our revised PTM
model. For both models, the held-out log-likelihood and the class label purity were also compared.
In [3] the performance of the PTM model and the LDA model were compared, and PTM was found to
outperform LDA. Here we only include the label purity of the LDA model on different datasets.

When computing the held-out likelihood, we used the method described in [10,11] to compare
model fitness on a held-out test set. We divided the documents in the test set into two parts: the
observed part and the held-out part. First we computed the topic proportions based on the observed
part, then we computed the held-out log-likelihood based on the held-out part:

heldout
Diest L M

Y. Y log(Y Eglajal EqlBjw,,))- (24)
o =1

In our model Eg[a;4] is directly the topic proportions ajg. Eq[Bjuw,,] is tjuBjn + (1 — ttju) Bou-
We evaluated PTM, modified-PTM, and LDA on three datasets as next discussed.

4.1. Reuters-21578

The Reuters-21578 dataset is a collection of documents from Reuters news in 1987. There are in
total 7674 documents from 35 categories. After stemming and stop word removal, there were 17,387
unique words. There were 5485 documents in the training set and 2189 documents in the test set.

4.2. 20-Newsgroups

The 20-Newsgroup dataset is a collection of 18,821 newsgroup documents from 20 classes. There
were 53,976 words after stemming and stop word removal. It was split into a 11,293-document training
set and a 7528-document test set.

4.3. Ohsumed

The Ohsumed dataset includes medical abstracts from the MeSH categories of the year 1991. It
consists of 34,389 documents, each assigned to one or multiple labels of the 23 MeSH disease categories.
Each document has on average 2.26 labels. The dataset was divided into 24,218 training and 10,171 test
documents. There were 12,072 unique words in the corpus after applying standard stop word removal
and stemming.

Note that for the Ohsumed dataset, each document may be associated with multiple labels. We
computed the label purity for this dataset as follows: We first associated to each topic a multinomial
distribution on the class labels. We learned these label distributions for each topic by frequency
counting over the ground truth class labels of all documents, weighted by topic proportions:
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D yICdl
o T Nty Yavia
Pile) = =5,
Lid—1 21 XjdVjd
where p;(c) is the class proportion for class ¢, for topic j. Here [; is the i-th class label in document d
and |Cy| is the number of class labels in document d. For labeling a text document, we then computed

the probability of each class label based on the topic proportions in that document, that is, Einl apj(c),
and assigned the labels that had probability higher than a threshold value T:

Ve, (25)

M
éd = {CC Ea]dp](c) > T} (26)
j=1

We changed the threshold T and measured the area under the precision/recall curve (AUC). Note
that here precision is the number of true discovered labels divided by the total number of ground-
truth labels. Recall is the number of correctly classified labels divided by the total number of labels
assigned to documents by our classifier.

4.4. Discussion

Our results on the three text corpora are shown in Figures 1-3. Here we only include comparison
with LDA on label purity. The comparison of LDA with the original PTM on held-out log-likelihood
is in [3], and demonstrates that original PTM gives better results. Here, we see that the new PTM
method convincingly outperformed original PTM (and hence LDA). Previous work showed that the
original PTM method outperformed LDA with respect to two performance measurements: held-out
log-likelihood and label purity [3]. This was attributed to the fact that PTM models are sparser than
LDA models. However, the modified-PTM method dominated the original PTM (and LDA) with
respect to all three of these measures, on all three datasets. Note in particular the large gain in held-out
log-likelihood on Reuters-21578, in all measures on 20-Newsgroups, and with respect to BIC and
held-out log-likelihood on Ohsumed.
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Figure 1. Performance comparison between the original parsimonious topic model (PTM), our modified
PTM, and latent Dirichlet allocation (LDA) on the Reuters-21578 dataset. The measurements were the
Bayesian information criterion (BIC), held-out log-likelihood (HL), label purity (LP), and the proportion
of words with all-closed word switches (All-closed). LDA is only shown for label purity.
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Figure 2. Performance comparison between the original PTM, our modified PTM, and LDA on the
20-Newsgroup dataset. The measurements were BIC, held-out log-likelihood (HL), label purity (LP),
and the proportion of the words with all-closed word switches (All-closed). LDA is only shown for
label purity.
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Figure 3. Performance comparison between the original PTM, our modified PTM, and LDA on the
Ohsumed dataset. The measurements were BIC, held-out log-likelihood (HL), AUC, and the proportion

of the words with all-closed word switches (All-closed). LDA is only shown for label purity.

The modified PTM minimizes BIC by selecting a much larger (richer) set of topics than the original
PTM. This is achieved by the low description length penalty associated with making words completely
uninformative (all closed), which leads to many more words being deemed completely uninformative
compared to the original PTM. This is a key advantage of the new PTM method. The original PTM
method offers no incentive within the BIC cost function to decide that a word is wholly uninformative
about (irrelevant to) the topics that are present in the document. The new method provides substantial
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incentive for such determination with great reduction in model description complexity gained by such
a choice. This allows the model to “afford” having many more topics than in the original PTM method.
Especially, close to 80% of words were closed under modified PTM compared to approximately 40%
for PTM for Reuters (at the selected model order), approximately 80% compared to approximately
50% are closed for 20-Newsgroups, and approximately 70% compared approximately to 30% were
closed for Ohsumed. That is, modified PTM chose higher model orders (number of topics) with
fewer topic-specific words and more wholly uninformative words than the original PTM. Choosing
more topics was seen to yield better performance for several measures (label purity and held-out
log-likelihood).

4.5. Computational Complexity

In both the PTM model and our modified model, we need to optimize over the parameters © and
the model structure parameters {v, 1}.

Consider learning the parameters © when M is fixed and with D documents. The computational
complexity of the PTM model and our modified model are both O(MpDLp), where Mp and L are
the number of topics present in a document and the length of a document, respectively. In LDA all
topics are present in all documents, and the computational complexity is O(MDLp)—that is, the total
computational complexity of the LDA model. However, in our model and the PTM model we also
need to optimize over the model structure parameters {v, u}.

For the word switches {uj, }, in the PTM model, updating them involves an iterative loop over all
N words in M topics. Thus, the complexity is O(MN). In our modified PTM model for each of the N
words, we need to check two more cases—thart is, case 1) and case 2) discussed before Equation (15).
So, the computational complexity is O((M +2)N) = O(MN).

For the topic switches {vjs}, both our model and the PTM model need computations of
order O(MpLp) to update each switch vj;. We have in total MD switches to be updated. So the
computational complexity of updating the topic switches is O(MMpDLp) for both PTM and our
modified model. The computational complexity comparison is shown in Table 1.

We recorded the execution time for the PTM model and the revised PTM model on each dataset
(in Table 1). We ran the experiment on a machine with an Intel Core i5, 2.3 GHz processor. The
execution time of our method was slightly less than that of the PTM model, which may be because in
our modified model, for the word switches related to a single word, when it comes to the point that
all the switches are closed, it is very likely that no update will be done in the future iterations. We
did an experiment with the LDA model using the Python package, but our modified PTM model is
implemented in C. So, the comparison between our model and LDA may be unfair. A comparison of
the execution time between LDA and PTM models is reported in [3].

Table 1. Comparison of thecomputational complexity and execution time of different models.

Modified PTM PTM LDA
Complexity O(MMpDLp + MN) O(MMpDLp + MN) O(MDLp)
Execution Time (min)
20-Newsgroup 387 493
Reuters-21578 39 44
Ohsumed 424 659
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4.6. Limitations of Our Work

One limitation of our model is that the computational complexity is higher than for the LDA
model. Another limitation is the highly non-convex optimization, with discrete and continuous
parameters and no guarantee of finding the global minimum.

5. Conclusions

In this paper, we proposed two improvements on the PTM method. One is improving the
modeling by giving a cheaper expression to describe the wholly uninformative words. The other is
improving the learning—we optimized all the parameters related to a single word under each topic,
which encourages a sparser model. Our improvements led to consistent and substantial gains in
modeling accuracy with respect to multiple performance measures, compared with both the original
PTM method and the well-known LDA model. While we demonstrated significant gains on three
document corpora, there is increased computational complexity for our method compared to LDA.
Future work could aim to develop a fully Bayesian version of our approach, based on posteriors on topic
and word switches, rather than on deterministic (binary) switch parameters. Future work could also
investigate extensions that model word order dependency, but somehow in a low-complexity fashion.
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Abstract: Dimensionality reduction has always been a major problem for handling huge
dimensionality datasets. Due to the utilization of labeled data, supervised dimensionality reduction
methods such as Linear Discriminant Analysis tend achieve better classification performance
compared with unsupervised methods. However, supervised methods need sufficient labeled data
in order to achieve satisfying results. Therefore, semi-supervised learning (SSL) methods can be a
practical selection rather than utilizing labeled data. In this paper, we develop a novel SSL method
by extending anchor graph regularization (AGR) for dimensionality reduction. In detail, the AGR
is an accelerating semi-supervised learning method to propagate the class labels to unlabeled data.
However, it cannot handle new incoming samples. We thereby improve AGR by adding kernel
regression on the basic objective function of AGR. Therefore, the proposed method can not only
estimate the class labels of unlabeled data but also achieve dimensionality reduction. Extensive
simulations on several benchmark datasets are conducted, and the simulation results verify the
effectiveness for the proposed work.

Keywords: kernel regression; semi-supervised learning; dimensionality reduction; anchor
graph regularization

1. Introduction

Dimensionality reduction is an important issue when handing high-dimensional data in many
real-world applications, such as image classification, text recognition, etc. In general, dimensionality
reduction is achieved by finding a linear or nonlinear projection matrix that casts the original
high-dimensional data into a low-dimensional subspace so that the computational complexity can
be reduced and the key intrinsic information can be preserved [1-10]. Principal component analysis
(PCA) and linear discriminant analysis (LDA) [11] are two of the most widely-used methods for
dimensionality reduction. PCA is achieved by finding a projection matrix along the maximum variance
of the dataset with the best reconstruction. While LDA is utilized to search for the optimal direction
ensuring that the dataset in the reduced subspace can maximize the between-class scatter while
minimizing the within-class scatter. As LDA is a supervised approach, it generally outperforms PCA
by giving sulfficient labeled information.

A key problem is that obtaining a large amount of labeled data is time-consuming and expensive.
On the other hand, unlabeled data may be abundant in some real world applications. Therefore,
semi-supervised learning (SSL) approaches have become increasingly important in the area of pattern
recognition and machine learning [1,2,4,12-14]. Over the past decades, according to the manifold
or clustering assumptions—i.e., nearby data likely have the same labels [1,2,4]—graph based SSL is
one of the most popular methods in the aspect of SSL, which includes the manifold regularization
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(MR) [3], learning with local and global consistency (LGC) [2] and Gaussian fields and harmonic
functions (GFHF) [1] methods. All of these utilize labeled and unlabeled sets to formulate a graph for
approximating the geometry of data manifolds [5].

The above graph-based SSL can be usually divided into two categorizations: The first is the
inductive learning method and the second is the transductive learning one. The transductive learning
methods aim to propagate the labeled information via a graph [1,2,4], so that the labels of an unlabeled
set are estimated. However, a key problem for transductive learning methods is that they cannot
estimate the class labels of new incoming data, therefore suffering from the out-of-sample problem.
In constrast, the inductive learning methods, known as MR [3] and Semi-supervised Discriminant
Analysis (SDA) [5], aim to study a decision function for classification on the original data space, so
that they can reduce the dimensionality as well as naturally solve out-of-sample problems.

It can be noted that the graph in SSL tends to be a k nearest neighborhood (kNN) based graph that
is first to find the k-neighborhoods of each data [15-17] and then define a weight matrix measuring
the similarity between any pair-wise data [1,2,4,18-21]. However, kNN graph has a key limit in that
it cannot be scalable to a large-scale dataset, as the computational complexity for searching the k
neighborhoods of data is O (kn2) , which is not linear with n. To solve this problem, Liu et al. [22,23]
proposed an efficient anchor graph (AGR), where each data point is first to find the k neighborhoods
of anchor points, then the graph is constructed by the inner product of coefficients between the data
and anchors, through which the class labels can be inferred from anchors to the whole dataset. As a
result, the computational complexity can be greatly reduced. While there are different ways to build
the adjacency matrix S in AGR [24-26], we argue that most of them are developed intuitively and lack
a probability explanation. In addition, AGR cannot directly infer the class labels of incoming data.

In this paper, we aim to enhance AGR by solving the above problems. From the element concept
idea of AGR, we point that the anchors should have the same probability distribution to those of
data points, as the anchors refer to the data that can roughly approximate the distribution of data
points. Based on this assumption, we then analyze S from the stochastic view and further extend it
to be doubly-stochastic. As a result, the distribution of anchors is the same to those of data points,
and the updated S can be treated as a transition matrix, where each value in S can be viewed as a
transition probability value between any data point and anchor point. Benefiting from S, we then
develop a sub-graph regularized framework for SSL. The new sub-graph is constructed by S in an
efficient way and can preserve the geometry of data structure. Accordingly, an SSL strategy based on
such a sub-graph is also developed, which is first to infer the labels of anchors and then to calculate
those of the training data. The is quite different from conventional graph-based SSL, which is directly
to infer the class labels of datasets on the whole graph and may result in a huge computational cost if
the dataset is large-scale. However, this SSL strategy is efficient and suitable for handling a large-scale
dataset. The experiments on extensive benchmark datasets show the effectiveness and efficiency of the
proposed SSL method.

The main contributions of this paper are given as follows:

(1)  We develop a doubly-stochastic S that measures the similarity between data points and anchors.
The new updated S has probability means and can be viewed as transition probability between
data points and anchors. In addition, the proposed S is also a stochastic extension to the ones
in AGR.

(2)  We develop a sub-graph regularized framework for SSL. The new sub-graph is constructed by S

in an efficient way and can preserve the geometry of the data manifold.

(3) We also adopt a linear predictor for inferring the class labels of new incoming data, which can
handle out-of-sample problems. In addition, the computational complexity of this linear predictor
is linear with the number of anchors, and hence is efficient.

The organization of the paper is as follows: In Section 2, basic notations and reviews for SSL are
provided; in Section 3, the proposed model for graph construction and SSL are developed. In Section 4,
we conduct extensive simulations, and give our final conclusions in Section 5.

268



Entropy 2019, 21, 1125

2. Notations and Preliminary Work

2.1. Notations

Let X = [X], X,] € RI*(+1) e the data matrix, where d presents the feature number, | and
1 are the number of labeled and unlabeled sets, respectively, so that X; and X, are respectively
the labeled and unlabeled sets, Y = [y1,v2,...,y114] € R be the one hot labels of data,
F=1[fi,far---, fisu) € R+ is the predicted label matrix satisfying 0 < f;; < 1.

2.2. Review of Graph Based Semi-Supervised Learning

We will review the prior graph based SSL methods. Two well-known methods for SSL include
LGC [1] and GFHEF [2]. The objective of LGC and GFHF can be given as:

1

g (F) =Xl i+ AT f - villF
gc(m:zzi;;qllfz f,HF um«» T fi = vill:

)

where A is a balancing parameter that controls the trade off between the label fitness and the manifold
smoothness. Ao is a large value such that Y!_; ||f; — yi|[} = 0,0r f; = y;, Vi = 1,2, L.

2.3. Anchor Graph Regularization

Anchor graph regularization (AGR) is an efficient graph based learning method for large-scale
SSL. In detail, let A = {ay,ay,...ay} € R9*M be the anchor pointset, G = {¢1,$2,.--gm} € R“" be
the label matrix of A, Z € R"*" be the weight matrix measuring the similarity between each x; and 4;
with constraints Z;; > 0 and )3} Z;; = 1, which is usually formulated by the kernel weights or the
local reconstructed strategy making the computational complexity for both two strategies linear with
the data number. Then, the label matrix F can be estimated as:

fi = Yl 8iZij, @

so that AGR is to minimize the following objective function:

J(6) = Ty [1Gzj — w7 + F T Wi [1G2i — Gzl
=Gz — |z +Tr (GZ (I — W?) ZTGT) . (©)
=Gz — Yi|[z +~Tr (GL'G")

where the first term is the loss function and the second term is the manifold regularized term, W* =
ZTA=1Z € R"™" is the anchor graph, and A € R"*" is a diagonal matrix with each element satisfying
Ay = Z;-’Zl Z;j. It can be easily proven that W* is doubly-stochastic, hence it has probability meaning.
In addition, given two data points x; and x; with common anchor points, it follows Wl-‘;- > 0; otherwise
Wiuj = 0. This indicates that the data points with common anchor points have similar semantic concepts
hence W* can characterize the semantic structure of datasets. L" = Z (I — W*) ZT € R™ " is the
reduced Laplacian matrix, Z; € R™*! is formed by the first I columns of Z. Here, we can see that
although AGR is performed with a regularization term on all data points, it is equivalent to being
regularized on anchor points with a reduced Laplacian matrix L". Finally, the labels of data points can
be inferred from those of anchor points, where the computational complexity can be reduced to O (n).
Therefore, both graph construction and the regularized procedure in AGR are efficient and scalable to
a large-scale dataset.
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3. A Sub-Graph Regularized Framework for Efficient Semi-Supervised Learning

3.1. Analysis of Anchor Graph Construction

The key point for anchor graph construction is to define the weight matrix for measuring the
similarity between each data point and anchor data. A typical way is to use kernel regression [22]:

K5 (X,‘, b])

Sij= ot
T Ye i) Ko (xi,bs)

Vs € (i) (4)
where ¢ is the bandwidth of Gaussian function and (i) denotes the indices of the k neighborhood
anchors of x;. Obviously, we have STL, =1,, where 1, € R"*! and 1, € R1 %1 i the column vectors
with 7 and g ones, respectively, so that the sum of each column of S is equal to 1. This means S;; can
be viewed as a probability value P (b;|x;), which represents the transferred probability from x; to b;.
Then, following the Bayes rule, we have:

P =Y, P () P (bl) = P (bilx) ©

where P (xj) = 1/n follows a uniform distribution based on the strong law of large number 1 — co.
In addition, since the anchors are also sampled from the dataset, we can further assume P (b;) also
follows a uniform distribution, i.e., P (b;) = 1/4. With these assumptions, we have:

{P(bf) =1/q,P (x)) =1/n }
P (bi) =Y, P (x)) P (bilx;)
= L P(bilx)) = § = Silu =0

(6)

where S; is the i-th row of S and o = n/q is a fixed value so that 51, = (n/q) 15=c1;. We thereby
have two constraints on S, i.e., Squ = 1, and S1,=01, (the advantages will be shown in the next
subsection). Our goal is to calculate a weight matrix S that follows the above constraints so that S has
clear stochastic meaning.

Fortunately, this can be simply achieved by iteratively normalizing S both in row and column, i.e.,

50 20, g1 RO, g1 PO, 2 PO g2, %)

where P.(S) = SA-! and P,(S) = A/'S, Ac = diag(1S) € RUF*U+1) and A, = diag(S1) € R7*9.
Acutally, the above iterative procedure is equivalent to solving the following optimization problem:

ming [|S — Sol|2 s.£.5>0, ST1; =1,, S1, = o1, (8)

where S is the initial S as calculated in Equation (4). Equation (8) involves an instance of quadratic
programming (QP), which can be divided into two convex sub-problems:

ming [|S — So[|F  s.£.§>0, ST, =1, ©)

ming [|S — So[f  s.t.S >0, S1, = ol (10)

By the above derivations, the initial QP problem in Equation (8) is tackled by successively
alternating between two sub-problems in Equations (9) and (10). This alternate optimization procedure
will converge due to Von-Neumann’s lemma [27,28]. In addition, Von-Neumann’s lemma guarantees
that alternately solving the sub-problems in Equations (9) and (10) with the current solution is
theoretically guaranteed to converge to the global optima of Equation (8).
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3.2. Sub-Graph Construction

We have now obtained g anchors and the coefficient s; of each data x;. The weight matrix S reflects
the affinities between data points and anchors, i.e., X ~ BS. If we further assume such affinities in
the original high-dimensional dataset can be preserved in the low-dimensional class labels, then we
have F ~ ZS, where Z = [z1,2,,.. ., zq} € R°*1 represents the class labels of anchors B. This indicates
that the class labels of the dataset can be easily obtained by F = ZS, given that the class labels of
anchors have already been inferred. Since the number of anchors is smaller than that of the dataset,
the computational cost for calculating Z can be much lower than directly calculating F in certain
conventional graph-based SSL methods. We thereby present an efficient method for semi-supervised
learning, in which we aim to develop a sub-graph regularized (SGR) framework for semi-supervised
learning by utilizing the information of anchors.

Here, in order to develop our proposed sub-graph SSL method, we need to first construct a
sub-graph on the set of anchors and define the adjacency matrix to measure the similarity between
any two anchors. There are many approaches to construct the graph by utilizing the anchors, such as
conventional kNN graph [1,18,20,21]. However, intuitively, we will design the adjacency matrix
W¢ € R1*1 by using S as follows:

wi = LggT, (11)
o

It can be easily proven that Wdl,7 = (1/0)SST1; = (1/0)S1, = 1,. This indicates W, is a
doubly-stochastic matrix. Therefore, the above graph construction can be theoretically derived by
a probabilistic means. More straightforward, it can be easily noted that W¥ in Equation (11) is
/si" and s/ are the i-th and j-th rows
of S = {sg,sg,. . .,s,’]}. This indicates that the rows of S are denoted as the representations of
anchors. In addition, given b; and b; share more common data points choosing them as anchors,

their corresponding s; and s; will be similar and WIF} will become a large value; To the constrast,

an inner product of S with each element W;”- = s;, where s

Wg will be equal to 0, if b; and b; do not share any data points. Therefore W derived in Equation (11)
can be viewed as an adjacency matrix to measure the similarity between any two anchors.

3.3. Efficient Semi-Supervised Learning via Sub-Graph Construction

With the above graph construction, we then develop our sub-graph model for efficient
semi-supervised learning. Since the number of anchors is much smaller than that of the dataset,
our goal is first to estimate the labels of anchors Z from labeled data via the sub-graph model, and then
to calculate those of unlabeled samples by the weight matrix. Here, we first give the objective function
of the proposed sub-graph regularized framework for calculating the class labels of anchors as follows:

The first term in Equation (12) is to measure the smoothness of estimated labels on the graph,
while the second term is to measure how the estimated labels are consistent original labels, and the
third one is a Tikhonov regularization term to avoid the singularity of possible solutions. 774 and #; are
the parameters balancing the tradeoff of the three terms. By conducting the derivation of J (Z) with
regard to Z, we can calculate the class labels for anchors as follows:

-1
Z* = yusT (Sus” +yal + L") (12)
where U is a diagonal matrix where the first [ and the remaining u element are 1 and 0, respectively, L
is the graph Laplacian matrix of W?. Following Equation (13), we can observe that key computations
for Z* are the inverse of $;S] + 171L% + 541, where the complexity is O (4°). Note that g < I + 1,

calculating Z can be much smaller than directly calculating F as in LGC and GFHE. Finally, the class
labels of the dataset can be calculated by

-1
F=27S=vyus’ (susT +ol? + r]AI> 3 13)
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The basic steps of the proposed SGR are in Algorithm 1.
Algorithm 1: The proposed SGR
1 Input: Data X € RD*(I+1) 1abel matrix Y € R (+4)  the number of anchors q and
other parameters.
2 From S as Equation (8).
3 Form sub-graph weight matrix as SST in Equation (11).

-1
4 Estimate the label matrix of anchors Z* = YUST (SUST +1iL4 + 14 I> as in Equation (12).

5 Estimate the label matrix of dataset by F = Z*S.
6 Output: The predicted label matrix of anchors and dataset Z € R“*7, F € R* (Iu),
respectively.

3.4. Out-of-Sample Extension via Kernel Regression

The proposed SGR can be used to estimate the labels of unlabeled data. It cannot directly infer
the labels of new data. One way to handle such problems is to find a linear projective model by
regressioning anchors Bon Z, i.e.,:

: T T 2 2
V:argnvul?HV B+ e—ZHF-‘r’YHZ”F 14

where V € R¥*¢ is the projection and b is the bias term. Though this linearization assumption
Z=VTB + bTe provides an effective and efficient solution to the out-of-sample problem. However it is
not able to fit the nonlinear distribution. Therefore, we solve the above problem in two ways: (1) We
combine the objective function of SGR and the regression term to form a unified framework, so that
the class labels of Z, the projection V, and the bias b can be simultaneously calculated; (2) we utilize
the kernel trick to search a nonlinear projection. Specifically, we give the objective function as:

. 2 2
J(V,Z,b) = miny 7, Z}:l [1Zsi = yjl[x +na VI
2
g VT (X) +bTe — 72 (15)
q d 2
1 Ty Wi [z =z
It should be noted that ¢ (B) is only implicit and not available. To calculate the optimal V, we

have to involve some restrictions. In detail, let V have a linear combination of ¢ (B),i.e.,, V = ¢ (B) A,
where A € R7*¢ is the coefficient for V, then:

J(V,Z,b) = miny 2, Yy || Zsj — yj|[2 + 1aTr (ATKA)
+R || ATK + bTe — Z|[2 (16)
2
i Ty WE [z - 2]l

where K represents the kernel matrix and we can select Gaussian kernel. By setting the derivatives of
Equation (16), if follows:

b= (142" —14K4) /1017
A= (KLCKT + 17K> TKLZT a7)

-1
7 =yus?” (susT +ql? + r]RL’)
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where 4 = n/yr, Lc = I — 1qTL,/1qL,T is to subtract the mean of all data, L' = L, —
L.KT (KLCKT +nl ) 71KLC. Here, denote x as a new coming data and xj as its kernel representation, its
projected data t can be given t = VTx; + b and the label of x is estimated as:

¢y = arg max;f (i) (18)

One toy model example for verifying out-of-sample extensions can be given in Figure 1. In this
toy example, we annotate two datasets as labeled sets in each class. We then infer the labels in the
region {(x,y) |x € [-2,2],y € [—2,2]} by out-of-sample extension both in the linear version and kernel
version. The experiment results show that the decision boundary learned by the kernel version is
satisfied, since they are both consistent with the data manifold. While the linear version fails to handle
the task, due to the two-cycle dataset following a nonlinear distribution.

Boundary
o\ XKt * Unlabeled
: o Unlabeled
Labeled
*_ Labeled

(a) Contour lines of decision boundary for (b) Contour surface of decision region for
linear version linear version

Boundary
o X * Unlabeled
T e Unlabeled
Labeled
% Labeled

(c) Contour lines of decision boundary for (d) Contour surface of decision region for
kernel version kernel version

Figure 1. Out-of-sample extension: two-cycle dataset in {(x,y) |x € [-2,2],y € [-2,2]}. (a,c) the
contour lines of the decision boundary; (b,d) the contour surface is the estimated label values in the
region. In this experiment, the figures in the upper row represent the results by using a linear prediction
model Z = VTB + bTe, while those on the bottom row represent the results by using a kernel based
prediction model Z = VT¢(B) + bTe. Clearly, the kernel prediction model is much better than the
linear prediction model since the two-cycle dataset follows a nonlinear distribution.
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Note that the proposed method includes three stages of training: (1) initialize the anchors by
k-means; (2) construct the sub-graph w?; (3) perform SSL. Here, the computational cost of k-means
in the first stage is O (g (I + u)), while the one for sub-graph construction and SSL strategy in the
second and third stage are W is O (g (I +u)) and O (q° + (I + u)q), respectively. The summary of the
computational complexity is in Table 1, from which we can see that if we use a fixed q (7 < [ + u)
anchors for large scale dataset, the computational complexity of proposed SGR scales linearly with
I 4 u, which indicates the proposed SGR is suitable for handling large-scale data.

Table 1. The computational complexity of different stages. Semi-supervised learning (SSL).

The Proposed  The First Stage The Second Stage The Third Stage  Totals (Considering Large-Scale Data
Method (Initialization)  (The Proposed Model) (SSL) q <L 1+u)
Computational O(q(Il+u)+0(g(l+u))+

O(q(I+u)) O(q(l+u)) O(P +q(l+u))

Complexity O(P+q(l+u)~0(q(l+u)+q°)

It should be noted a recent work, [29], has proposed another SSL method based coupled graph
Laplacian regularization, which is similar to our proposed work. The main advantages for our
proposed work compared to [29] can be issued as follows: (1) The proposed constructed graph is
doubly-stochastic, so that the constructed graph Laplacian is normalized in each row or column.
For the coupled graph Laplacian rigorization, their constructed graph may not be doubly-stochastic;
(2) the proposed work can directly handle out-of-sample problems by projecting the newly-coming
data on the projection matrix so that the class membership of newly-coming data can be inferred.
While for the coupled graph Laplacian regularization, it does not consider this point.

4. Experiments

4.1. Toy Examples for Synthetic Datasets

We will first show the iterative approach of the proposed method can adaptively reduce the bias of
a data manifold, where a dataset of two classes with noises is generated with a half-moon distribution
in each class. Here, we use a kernel version of the proposed method to learn the classification model to
handle such nonlinear distribution. Figure 2 shows the decision surfaces and boundaries obtained
by the proposed method during the iterations. From Figure 2, we can observe that for the two-moon
dataset, the results converge fast by only using four iterations. In Figure 2, we can observe that by
initially treating each local regression term equal, the boundary learned by the proposed method
cannot well separate the two classes as there are many mis-classified data points. However, during
the iterative rewrighted process, the converged boundary in Figure 2 after four iterations can be more
and more accurate and distinctive due to the reason that the biases caused by the noisy data are
seriously reduced.
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(a) One iteration (b) Two iterations

Figure 2. Cont.

(c) Three iterations (d) Four iterations

Figure 2. Gray image of reduced space learned by the proposed method: two-moon dataset.

4.2. Description of Dataset

In this section, we will utilize six real-world datasets for verification. The six datasets are the
Extended Yale-B, Carnegie Mellon University Pose, Illumination and Expression (CMU-PIE), Columbia
Object Image Library 100 (COIL-100), Eidgenossische Technische Hochschule 80 (ETHS80), U. S. Post
Station (USPS) digit image and Chinese Academy of Sciences, Institute of Automation, Hand-Written
Digit Base (CASIA-HWDB) datasets. For each dataset, we only select 5%, 10%, 15%, and 20% of
the data points to formulate a labeled set randomly, 20% of the data to formulate a test set, and the
remaining ones to formulate an unlabeled set. The information of the data and sampled images can be
observed in Table 2 and Figure 3, respectively.

275



Entropy 2019, 21, 1125

(d) ETHS0

A AAABARCECC B

AL ABR i L Y,
AN BEEREGETE0S

(e) USPS (f) CASIA-HWDB

Figure 3. Sample images of real-world datasets: Yale-B, Carnegie Mellon University Pose, Illumination
and Expression (CMU-PIE), Columbia Object Image Library 100 (COIL-100), Eidgenossische Technische
Hochschule 80 (ETHS80), U. S. Post Station (USPS) digit image and Chinese Academy of Sciences,
Institute of Automation, Hand-Written Digit Base (CASIA-HWDB) datasets.

Table 2. Information of different datasets.

Dataset Database Type Sample Dim Class Train per Class  Test per Class
Extended Yale-B [30] Face 16123 1024 38 80% 20%
CMU-PIE [31] Face 11,000 1024 68 80% 20%
COIL100 [32] Object 7200 1024 100 58 14
ETHS0 [33] Object 3280 1024 80 33 8
USPS [34] Handwritien 9008 256 10 800 remaining
igits
CASIA-HWDB[35] ~ Tandwritten o050 956 5 200 remaining

letters

4.3. Image Classification

We will show the effectiveness of the proposed SGR for image classification. The experiment
settings are as follows [36,37]: For most SSL methods, e.g., LGC, Special Label Propagation (SLP),
Linear Neighborhood Propagation (LNP), AGR, Efficient Anchor Graph Regularization (EAGR) and
MR, the parameter k for constructing the kNN graph is determined by five-fold cross validation,
which is chosen from 6 to 20. For LGC, LNP AGR, and EAGR, the regularized parameter is needed
to set, which is determined from {107°%,1073,107%,1,10,10%,10° }. The average accuracies of over 50
random splits with changed numbers of labeled data are shown in Tables 3-8. From the classification
results, we have:
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Table 3. Classification accuracies of the Yale-B dataset.

5% Training Labeled

10% Training Labeled

15% Training Labeled

20% Training Labeled

Methods Unlabeled Test Unlabeled Test Unlabeled Test Unlabeled Test
SVM 531+11 527+10 688=£20 67706 752+1.1 737+13 800+18 788+12
MR 590+12 585+13 703+1.1 694+05 764+13 749+15 807+£13 790+1.1
LGC 647 £1.0 718 £ 1.1 764 +4.2 80.8 £ 1.0
SLP 65.6 £2.3 739 £1.0 78.0 £ 1.8 81.8 £ 1.0
LNP 649+13 538+27 72012 712+04 780+24 766+21 8l6+10 800+14
AGR 66.6+15 658+13 743+12 722+04 781+15 773+17 830+12 800445
EAGR 66.9 £+ 0.8 66.5 + 1.8 744 +1.1 732+15 780+ 1.5 772+19 844 +24 83.6 £3.1
SGR 69.9 £ 0.4 67.2+1.0 757 £ 1.1 740 £33 794 £1.0 783 £1.1 86.3 £2.5 828 £24
Table 4. Classification accuracies of the CMU-PIE dataset.
Methods 5% Training Labeled 10% Training Labeled 15% Training Labeled 20% Training Labeled
Unlabeled Test Unlabeled Test Unlabeled Test Unlabeled Test
SVM 425+13 415+11 568+£22 558+15 646+12 638+18 693+17 689+12
MR 478+11 467+16 593+18 588+13 656+16 645+16 699+14 691+14
LGC 535+ 1.6 60.3 + 1.7 66.5+ 2.8 705 +£1.3
SLP 55.3 £ 1.9 634 +1.8 672+19 709 £1.3
LNP 552+12 548+19 629£15 61.8+09 683+27 673+23 711x12 71.0+16
AGR 564+14 553+18 648+13 647+05 685+21 669+18 728+17 71.3+35
EAGR 572+10 564+16 644+£12 637+19 684+18 677+23 731+£20 724+27
SGR 59.0 £ 0.7 584 +£1.3 65.6 £1.2 646 £19 69.8 £ 1.6 679 £ 1.6 750+£24 739+£23
Table 5. Classification accuracies of the COIL100 dataset.
Methods 5% Training Labeled 10% Training Labeled 15% Training Labeled 20% Training Labeled
Unlabeled Test Unlabeled Test Unlabeled Test Unlabeled Test
SVM 83.6+09 8324+08 885+08 86.6x08 91.8+£08 914£07 953+08 945+16
MR 837+10 8344+09 89.0+09 873+£09 921+£08 91.6+09 953+07 947+13
LGC 85.5+ 0.8 89.3 0.9 92.4 4+ 0.8 95.5 + 0.6
SLP 86.4 £ 0.7 89.3 £ 09 92.8 £ 0.6 95.6 0.8
LNP 865+07 856+07 89609 887x£07 929=£07 924£08 958+07 951+13
AGR 865+06 858+09 909+09 888+08 933+£06 927+09 958407 953+14
EAGR 86.6 0.7 857+13 899+09 89.0+£15 932+06 927+15 960407 952409
SGR 87.0+06 86.7+10 91.8+£09 89.7+£08 947£06 932£08 97.0%£06 956409
Table 6. Classification accuracies of the ETH80 dataset.
Methods 5% Training Labeled 10% Training Labeled 15% Training Labeled 20% Training Labeled
Unlabeled Test Unlabeled Test Unlabeled Test Unlabeled Test
SVM 61.1+13 594+03 711+19 702+£20 759=+15 753£31 789420 779+25
MR 623+08 600+02 71720 71.0+£27 762+10 753+28 789+19 783+25
LGC 65.7 £ 1.4 735+14 76.8 £ 1.5 79.0+1.7
SLP 659 +£1.5 739+12 769 £ 1.6 79.3 £1.8
LNP 649+09 622402 734+20 714x26 767+£11 760+26 79.0+18 785+20
AGR 664+16 651+02 75017 722+£22 769+17 761+25 796+20 789+19
EAGR 682+17 677421 749 +14 742419 773+17 770+19 800+£22 794+28
SGR 694 +19 67.2+0.1 740+ 1.3 742 £22 775+£19 773 +£18 79.8 £22 79.0 £2.2
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Table 7. Classification accuracies of the ETH80 dataset.

5% Training Labeled 10% Training Labeled 15% Training Labeled 20% Training Labeled
Unlabeled Test Unlabeled Test Unlabeled Test Unlabeled Test

Methods

SVM 71.7+07 706+£15 779407 778+£02 919+44 909+42 961+£19 957409

MR 7414+07 73.0£15 809408 798+£01 926+34 91.7+34 961+£22 950+1.0
LGC 74.7 £0.7 871408 94.6 £33 96.5+2.3
SLP 75.0 + 0.5 89.7+0.7 954 +3.0 96.5+23

LNP 765+06 748+08 920407 908+05 955+34 950+34 969+£25 965409
AGR 787+06 761+£07 936407 926+£07 960+24 958+24 971+£28 96.7+09
EAGR 799+06 7944+12 936+07 929+11 963+£36 955£35 972417 963+22
SGR 80.7+05 7974+07 950+£05 933+£08 972+£31 962£31 974+15 973+07

(1) For almost all methods, the classification results increase given that the number of labeled data
increases. For instance, the results of SGR will increase 15% as the number of labeled data is increased
from 5% to 20% in most cases. This can almost get 17% increase in CASIA-HWDB dataset. In addition,
the classification results will not increase given the number of labeled samples are sufficient especially
in the cases of COIL100, USPS, and ETHS80 datasets;

(2) The proposed SGR can outperform other methods in all cases. For instance, SGR can achieve
5%—9% superiority over SLP, LNP, and MR in almost all cases. Especially in the CASIA-HWDB dataset,
this improvement can even achieve 9%. AGR and EAGR can obtain competitive results as SGR by
tuning the parameters. However, the proposed SGR can automatically adjust them while achieving
satisfying results;

(3) The accuracies of the unlabeled set outperform those of the test set. This is because the testing
data are not utilized for training. However, the accuracies of the test set are still good showing that
SGR is able to handling the new incoming data.

Table 8. Classification accuracies of the CASIA-HWDB dataset.

5% Training Labeled 10% Training Labeled 15% Training Labeled 20% Training Labeled
Unlabeled Test Unlabeled Test Unlabeled Test Unlabeled Test

SVM 568 +54 558+06 65.7£06 640£17 790%£05 782+40 834+18 821+£19
MR 587+33 573+05 73.0+06 620+14 7944+06 784+27 86.6+19 855+15
LGC 63.1+24 76.1 +0.4 80.7 0.5 88.1+14
SLP 634+1.6 774+ 04 85.3 0.5 88.6 +1.7
LNP 665+14 648+06 785+05 775+£07 8.9+£05 848+17 892+17 90.6+82
AGR 720+09 71.0+£06 809428 77.8+06 872+05 864+16 91.8+16 90.0+41
EAGR 749+07 744+£12 786433 780+£31 876+04 872+10 916+£18 912422
SGR 753+07 73.6+£05 836422 803+£06 87+£03 86.5+16 932+£17 917433

Methods

4.4. Parameter Analysis with Different Numbers of Anchors

In this subsection, we will verify the accuracies of SGR against different numbers of anchors.
In this study, we selected 5% data to formulate a labeled set and the remaining ones to formulate
an unlabeled set. Then, in Figure 4, we give the accuracy curve of SGR under different numbers of
anchors, where the candidate set is chosen from /1 to 10/.

From Figure 4, we can see that in ETH80 dataset, the classification results increase when the
number of anchors increase. However, the accuracies will not increase anymore given sufficient
number of anchors, such as 10y/n. Here, 104/7 is still much smaller compared with that of original
data. For other datasets, the classification accuracies have no change and are less sensitive to the
number of anchors.
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Figure 4. Classification accuracies over different numbers of anchors.

4.5. Image Visualization

In this subsection, we will demonstrate the visualization of the proposed method to show
its superiority. In this study, we choose the digit and letter images of the first five classes from
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CASIA-HWDB dataset for experiment, where we randomly select 20 data and 80 data in each class to
formulate a labeled set and an unlabeled set, respectively. The rest are used to formulate testing data.
We then project the test set on the 2D subspace by utilizing a 2D projection matrix for visualization.
Since the out-of-sample extension of the proposed SGR and MR are derived from the regression
problem, we perform PCA operator on the projection data of VT X to reduce its dimensionality into
two in order to handle the sub-manifold visualization problem. Then, the test data can be visualized
on 2D subspace. The experiment results are shown in Figures 5 and 6. From the experiment results, we
can observe that SGR can obtain the better performance especially in CASIA-HWDB digit image data.
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(e) MR (f) SGR

Figure 5. Visualization performance of different methods: Five letters images from CASIA-HWDB:
Principal Component Analysis (PCA), Locality Preserving Projection (LPP), Linear Discriminant
Analysis (LDA), Semi-supervised Discriminant Analysis (SDA), Manifold Regularization (MR) and
Sub-Graph Regularization (SGR).
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(e) Lap-RLS/L () SGR

Figure 6. Visualization performance of different methods: five digits images from CASIA-HWDB:
Principal Component Analysis (PCA), Locality Preserving Projection (LPP), Linear Discriminant
Analysis (LDA), Semi-supervised Discriminant Analysis (SDA), Manifold Regularization (MR) and
Sub-Graph Regularization (SGR).

5. Conclusions

In this paper, we proposed a sub-graph-based SSL for image classification. The main contributions
of the proposed work are as follows:
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(1)  We developed a doubly-stochastic S that measures the similarity between data points and anchors.
The new updated S has probability means and can be viewed asa transition probability between
data points and anchors. In addition, the new sub-graph is constructed by S in an efficient way
and can preserve the geometry of data manifold. Simulation results verify the superiority of the
proposed SGR;

(2)  We also adopt a linear predictor for inferring the labels of new incoming data, which can handle
out-of-sample problems. The computational complexity of this linear predictor is linear with the
number of anchors; hence it is efficient. This shows that SGR can handle a large-scale dataset,
which is quite practical;

From the above analysis, we can see that the main advantages for the proposed work is the
effectiveness for handling the classification problems and that it needs less computational complexity
for both graph construction and SSL. It can also handle out-of-sample problems based on a kernel
regression on anchors. However, it also suffers the drawback that the parameters are not adaptive.
In addition, the graph construction and SSL inference are in two different stages. Our future work can
lie in developing a unified framework for optimization with adaptive adjusted parameters.

While the proposed work mainly focuses on image classification, our future work can also lie in
handling other state-of-the-art applications, such as image retagging [38], and context classification in
the natural language processing field [39,40].
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Abstract: In this paper, the risk pattern of e-bike riders in China was examined, based on tree-structured
machine learning techniques. Three-year crash/violation data were acquired from the Kunshan traffic
police department, China. Firstly, high-risk (HR) electric bicycle (e-bike) riders were defined as those
with at-fault crash involvement, while others (i.e., non-at-fault or without crash involvement) were
considered as non-high-risk (NHR) riders, based on quasi-induced exposure theory. Then, for e-bike
riders, their demographics and previous violation-related features were developed based on the
crash/violation records. After that, a systematic machine learning (ML) framework was proposed
so as to capture the complex risk patterns of those e-bike riders. An ensemble sampling method
was selected to deal with the imbalanced datasets. Four tree-structured machine learning methods
were compared, and a gradient boost decision tree (GBDT) appeared to be the best. The feature
importance and partial dependence were further examined. Interesting findings include the following:
(1) tree-structured ML models are able to capture complex risk patterns and interpret them properly;
(2) spatial-temporal violation features were found as important indicators of high-risk e-bike riders;
and (3) violation behavior features appeared to be more effective than violation punishment-related
features, in terms of identifying high-risk e-bike riders. In general, the proposed ML framework is
able to identify the complex crash risk pattern of e-bike riders. This paper provides useful insights for
policy-makers and traffic practitioners regarding e-bike safety improvement in China.

Keywords: e-bike rider; crash risk; machine learning; traffic violation

1. Introduction

As a convenient, economical, energy-saving, and environmentally-friendly travel tool, electric
bicycles (e-bikes) can not only meet the needs of people traveling short or medium distances, but they
are also be able to propel the development of the green sustainability concept. At present, China has
become the largest e-bike producer and consumer country around the world. According to statistics,
e-bike ownership in China has sharply increased from 58 thousand to 29.96 million, from 1998 to
2014 [1,2]. Experts also predict that the ownership of e-bikes may be in a continuous growth condition
with the technological innovation and policy improvement of e-bikes in the future [3].

However, increased e-bike ownership also brings a lot of challenges for traffic safety [4].
Yao claimed that the number of crashes reached nearly 56.2 thousand, with an approximately
8.6% annual increase until the year of 2017 in China [5]. Feng et al. revealed the fact that although the
total crash rate in China was in a declining state, the crash rate of e-bikes was still a rising trend [6].
Many studies have also shown that the driving behavior of e-bike riders is non-identical to the regular
bike riders, that they tend to be more aggressive and careless. Moreover, compared with other drivers,
e-bike riders are more prone to violate traffic rules [7]. Those findings suggest that identifying the risk
pattern of e-bike riders is important and necessary. Previous literature has revealed many findings
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regarding the contributory factors of e-bike crash risks, including e-bike violation behaviors, e-bike
demographics, and the psychological factors of e-bike riders. However, there is limited literature,
to our best knowledge, for identifying the complex risk pattern of e-bike riders.

Thus, in our study, the risk pattern of e-bike riders in Kunshan, China, was deeply examined.
At-fault e-bike riders were considered as a high-risk group, while other e-bike riders were used as a
non-high-risk group. A number of violation-related features were developed, and four tree-structured
machine learning models were utilized to capture the complex risk patterns of e-bike riders. This study
is expected to provide policy-makers and traffic practitioners with useful insights into e-bike safety.

2. Literature Review

Previous studies have concluded that the demographics, aberrant riding behaviors,
and environmental conditions can be selected as predictors of the driving risk of e-bike riders [8].
For example, Haustein et al. found that = age has a negative correlation with e-bike riding safety.
They also found that male riders were more likely to encounter riding risk [9]. A study implemented
in China indicated that male and aggressive riders were more likely to increase riding risk [10].
Petzoldt et al. claimed that riding e-bikes at a high speed can induce a higher crash risk [11]. Du proved
that unregulated riding behavior and riding without a helmet are prone to increase riding risk [12].
Hertach et al. also found that poor roadway conditions would increase riding risk [13]. In addition,
some literature has also found that the crash risk of e-bike riders was related to whether they were
registered or not [14].

Regarding the crash modeling technique, most previous literature adopted traditional statistical
methods to identify crash-related contributing factors. For example, Cherry et al. used simple
mathematical statistical indicators to analyze the riding behavior of e-bike riders [15]. Although this
method can analyze the driving behavior of e-bike riders, it requires a large amount of historical
data and failed to predict the driver’s future driving behavior quantitatively [16]. In addition, some
mathematical analysis models have also been introduced into the study of the riding behavior of e-bike
riders. For example, the logit model was selected to analyze the risk behavior of e-bike riders [17].
Guo et al. adopted a probit model to analyze the factors related to e-bike riders’ riding risk [18].
Wang et al. applied the regression model to identify the association between the riding risk and the
related factors [19]. Although these studies reasonably identify some risk aspects of e-bike riders,
a comprehensive risk pattern recognition of e-bike riders is still lacking. In particular, a complex risk
pattern (e.g., non-linear relationships) was not found.

In general, considerable accomplishments have been achieved in e-bike-related safety research.
However, few studies have been found to focus on exploring the complex risk pattern of e-bike riders,
based on a machine learning framework.

3. Study Design

This study was conducted based on e-bike violation records and crash records during the years
between 2015 and 2018, throughout the Kunshan City of Jiangsu Province in China, which were
collected by the local traffic police department. There were a total of 242,030 e-bike riders identified
in both of the two records. The combined dataset contains the demographic, violation-related
information, and crash-related information for each e-bike rider, by matching their previous violation
and crash records.

Previous studies have shown that the crash rate and fatality rate of e-bike riders were significantly
higher than for other vehicle drivers [20]. Once a crash occurs, it is very likely to induce road
congestion [21,22]. These findings indicate that when an e-bike accident occurs, it is a significant hazard
to both the rider and the traffic condition around him/her. Therefore, it is essential to identify e-bike
riders who are prone to crashes. According to previous literature, at fault e-bike riders in crashes were
largely considered as a high-risk group [23], while those not at-fault were often used as quasi-induced
exposure [24]. There were some arguments on the quasi-induced exposure method about whether not
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at-fault drivers are representatives of the total population. However, it has been agreed that at-fault
drivers are a specific group with a higher crash risk.

Thus, in this study, e-bike riders were divided into two groups, namely: high-risk (HR) riders and
non-high-risk (NHR) riders. Those with at-fault crash involvements were determined as HR, while all
of the other riders (non-at-fault and no crash involvement) were considered NHR. After cleaning the
origin data, 2605 e-bike riders were labeled as HR and 239,425 riders were labeled as NHR.

In order to identify the HR e-bike riders based on the machine learning methods, a number of
features were developed. As for the demographics, the age groups were divided into four categories
based on exclusive class intervals, namely, teenagers (<18 years old), young-aged riders (18~35 years
old), middle-aged riders (35~65 years old), and old-aged riders (>65 years old), according to previous
literature [25].

Temporal violation features were developed. For example, if one has two prior violation records
during the morning peak-hour traffic in Kunshan (i.e., 07:00-09:00), the feature value for morning
peak-hour violation will be coded as two. Spatial violation features were also considered. All of the
violation locations were classified into the three groups (high, medium, and low) based on their prior
cumulative violation frequency. For determining the high and low locations, 15 and 85 percentiles
were used. For example, if one has three violation records at low-violation locations, the low-violation
location feature value will be coded as three.

From the original violation dataset, the violation behavior features in the three years were directly
extracted for each e-bike rider. For example, if one had two red-light running violation records,
the corresponding feature value (i.e., type three: violating traffic signal) would be coded as two.
Violation punishment-related features were also developed, including the frequency of violations,
frequency of violation type, cumulative penalty, amount of violation penalty, and so on. Table 1 depicts
a detailed explanation of the features extracted from the original dataset.

Table 1. The features extracted from the original dataset.

Type Feature Variables
Mal
Gender ae
Female

Demographic Information

Age

Teenager (<18)
Young age (18~35)
Middle age (35~65)

Old age (>65)

Temporal violation features

Environmental Information

Late night violation (LNV; 0-6)
Morning peak hour violation (MPHYV; 7-9)
Evening peak hour violation (EPHV; 17-19)
Night violation (NV; 20-24)
Other time (OT; 10-16)

Spatial violation features

High-frequency location (H_LOC)
Middle-frequency location (M_LOC)
Low-frequency location (L_LOC)

Violation behavior features

Violation Information

Not riding on the non-vehicle lane (Type 1)
Retrograding (Type 2)

Red-light running (Type 3)
Aggressive riding (Type 4)
Speeding (Type 5)

Drunk driving (Type 6)
Overloading (Type 7)

Other violations (Type 8)

Punishment-related features

Cumulative violation frequency (CVF)
Cumulative violation type frequency (CVTF)
Cumulative prior penalty (CPP)
Average prior penalty (APP)
Maximum prior penalty (MPP)
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4. Methodology

In order to reasonably identify the risk patterns of e-bike riders, a systematic machine
learning-based approach was proposed to deal with a number of data mining issues, including
imbalanced datasets, machine learning model selection, hyper-parameter tuning, and model validation.
These issues will be discussed in the following sub-sections in Section 4. Figure 1 briefly describes the
technical flow of the approach.

| Feature extraction

+ data processing: balance the data

Oversampling

Training set

Sample spilt

[
|
|
|
|
|

Testing set

Parameters

initalization

| Fitness: AP st set

|
|

| Confusion matrix Predicted value Ranks of feature

of test set importance
| | P-R curve ‘ ’7 Avc.ra‘gc —|
precision

|
|
{ } 3 |
|
|
J

Figure 1. Technique flow chart. P-R—precision-recall; GBDT—gradient boosting decision tree;
AP—average precision value.
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4.1. Sampling Techniques

In the dataset, the number of NHR riders greatly exceeds the number of HR riders, which could
cause over-fitting issues. Therefore, sampling techniques should be adopted in order to balance the
training dataset. In this study, an over-sampling technique (i.e., synthetic minority oversampling
technique (SMOTE)), an under-sampling technique (i.e., cluster-centroid method (CC)), and an ensemble
method (i.e., balanced bagging classifier (BBC)) were compared. The average precision values (APs)
were used as performance measures.

The under-sampling method adopted in this study is the cluster-centroid (CC) method,
which makes use of a k-means algorithm to cut down the number of samples in a majority class.
The SMOTE method was considered to be an easy and practical over-sampling method [26], the main
idea of which is to synthesize new samples based on the K-nearest neighbors of the original samples
in the minority class [27]. The ensemble method used in this study is the balanced bagging method,
which combines both the sampling and classification techniques. This method first divides the
imbalanced dataset into several subsets first. Then, the under-sampling technique and the classifying
estimators will be applied to each subset. At last, the final result can be calculated by synthesizing the
result of each subset.

After balancing the training set with the above three sampling techniques, a random forest (RF)
classifier was provided for the model training. Figure 2 shows the precision-recall (P-R) curves and
AP values of the three sampling methods using RE.

|
}_}—‘
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I
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!j —
/
{
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/

L
02 \":
1,
—— BalancedBaggingClassifier (AP=0.664) ~ \1\&
SMOTEENN Sampling (AP=0.643) [ N ~
— \
—— Cluster Centroid Sampling (AP=0.535) ——
0.0
0.0 02 04 06 0.8 10
Recall

Figure 2. P-R curve of each sampling technique.

From the figure, it can be concluded that the balanced bagging method has the best performance.
Thus, it was chosen as the standard sampling method, based on which four different tree-structured
machine learning models (RF, Adaboost, XGboost, and GBDT) were further trained and compared.

4.2. Model Training

In this study, four tree-structured machine learning methods were utilized for the model training,
including the RF algorithm, AdaBoost algorithm with a decision tree, XGBoost algorithm, and the
gradient boosting decision tree (GBDT). They are all ensemble machine learning algorithms based on
decision trees, so that they are more interpretable than other machine learning models.
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4.2.1. Random Forest

The random forest model is an optimization of the decision tree-based algorithm. The random
forest introduces two kinds of randomness, namely: (1) random selected samples and (2) random
selected feature variables, which make the algorithm insensitive to noise and difficult to over fit.
Therefore, the prediction precision of the random forest algorithm can be improved effectively.

The principle of this algorithm is to randomly extract 1 subsets from the dataset, and to randomly
extract m features for each subset. Then, 7 incomplete decision trees can be established by the randomly
selected samples and features. At last, the output result of each decision tree can be integrated, and then
the final classification result of each sample is determined through means of voting.

4.2.2. AdaBoost

The AdaBoost classifying technique was first discussed in 1995 by Schapire and Freund [28].
The main idea of AdaBoost is to combine the weak classifiers with suitable weights so as to form a
strong classifier [29]. The weighted value can be calculated over multiple iterations. For example,
if the sample is classified into the wrong class, its weights will be increased, and vice versa. If the
weak classifier has a worse performance than the others, its weight will be reduced, and vice versa.
In this study, the selected weak classifier in AdaBoost will also choose a decision tree. The steps of this
algorithm can be concluded as follows:

1. Initialize weights Dy = {wyy, w1, w1z, ..., Wiy},

where, wy; = %, i=1,23...n
2. Form=1toM:

(1) Update training set {(x;, y;)}i_; by weighted values;
2) Fit a decision tree T}, namely:

Tm(x) :x — {=1, +1}
3) Compute classification error e, as follows:
n
en = Y willT(x)]
i=1

If T(x,-) * Yi, then, I[T(Xl)] =1;if T(Xi) =Y then I[T(x,)} =0

4) Compute weights B, of decision tree Ty, (x), as follows:
1, 1-ey
Bm = 210g e

(5) Update the model, as follows:
Fu(x) = sign[z BT (x; wm,)]
i
6) For i = 1 to n, update weights D,, 1 of the training set, as follows:
Wi = expl-Puyil[T()])

Let 2y, = Y1y Smiexp{—Buyil [T (x:)]}.
3. Output Fu(x).
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4.2.3. Gradient Boosting Decision Tree

As for GBDT, it generates a strong classifier by weighting the weak classifier. The purpose of
this algorithm is to minimize the loss function. The loss function can be defined as L(y,F(x)) =
log(1 + e ¥£()), in which F(x) is the predicted value. The function of F(x) is F(x) = Zi\f:l Bl (X Sy i)
To minimize the loss function, a residual term can be added to the prediction function F(x) in each
iteration [30,31]. The steps of this algorithm can be concluded as follows:

1. Initialize model as constant c:

N
Fo(x) = argmin Z L(y,c);
i—1

2. Form =1to M, as follows:

1) For i = i to N, compute the so-called pseudo-residuals, as follows:

[3L(%r I (X,))]
Tim = F
J (.’X,’) F(x)=Fy-1(x)

’

2) Fit decision tree hy; to i, by training set {(x;, yi)}i_q;

Yi

= —
" 1+ exp(yiFmon (xi)

3) Calculate weights ,; by minimizing the loss function L:

Bm = argminﬁL(y, Fe1(%) + Bbmi);

(4) Update Fm = Fm71 (X) + ,Bmhmi;
3. Output Fy(x)

4.2.4. XGBoost

The last adopted algorithm in this study is XGBoost. The main idea of this algorithm is similar
to GBDT. Both of them are trying to form a strong classifier by iterating the previous classifier. The
differences between XGBoost and GBDT reflect in the following two aspects. First, the objective
function of XGBoost is not just a loss function as defined in GBDT. It will add a new term Q(h(x;s))
after the loss function, which is used to reduce the complexity of the decision tree. Secondly, in GBDT,
the tree just fits the first order gradient of the loss function. But XGBoost will replace the first order
gradient with both first order and second order gradients when generating a new decision tree in each
iteration [32].

5. Model Results

5.1. Model Performance

In this study, 75% of the data were used for the model training, while the remaining 25% were
used for the model testing. Figure 3 shows the receiver operating characteristic (ROC) curves and
precision—recall (P-R) curves of the models. The ROC curve reports the false positive rate and true
positive rate. The false positive rate was calculated as the ratio between the number of NHRs wrongly
categorized as HR and the total number of actual NHRs. The true positive rate refers to the proportion
of HR correctly categorized by the model. A P-R curve reports the precision and recall, which is often
used to evaluate the model performance for an imbalanced dataset. The precision is the percentage of
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correctly predicted HR over all of the predicted HR. The recall is calculated in the same way as the true

positive rate.

Receiver operating characteristic curve
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Figure 3. Estimation of the model performance. ROC—receiver operating characteristic.

The four models all have a large area-under-curve (AUC), indicating that they are capable of
identifying both the HR and NHR in general. According to the P-R curves, the average precision of the
four machine learning models on the testing dataset were 0.683, 0.686, 0.705, and 0.719 (RF, XGBoost,
AdaBoost, and GBDT, respectively). The results show that GBDT appears to be the best model, as it is
able to better identify the HR of the e-bike riders.
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Moreover, the thresholds can be further adjusted to obtain an even higher precision for the HR of
e-bike riders, while lowering the recall. The testing dataset contains a total of 18,609 samples, in which
the number of HR riders is 651, and the number of NHR riders is 17,958. The adjusted GBDT model
prediction results are shown in Table 2, below.

Table 2. Adjusted confusion table of the gradient boost decision tree (GBDT) model. HR—high risk;
NHR—non-high risk.

NHR Rider HR Rider Threshold Evaluation Index
NHR Rider 17,829 129 0.959 Recall = 0.596
HR Rider 263 388 Precision = 0.750
NHR Rider 17,682 276 0.909 Recall = 0.70
HR Rider 196 455 Precision = 0.622

5.2. Feature Importance

As for the tree-structured machine learning models, the Gini index can be used to evaluate the
feature importance. The higher the Gini index, the more importance a feature has. Figure 4, below,
presents the importance ranking of all of the features, based on the GBDT model.

GBDT feature importance
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LNV

NV

TYPE4
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TYPE7
TYPE1
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Figure 4. Feature importance extracted from the GBDT model.

From the results of the feature importance, it can be seen that the top three most influential features
are the medium-violation location (M_LOC), high-violation location (H_LOC), and late-night violation
period (LNV). It is surprising to find that the spatial and temporal characteristics of the previous
violation experience have the largest effects on the crash risk of e-bike riders. A possible reason could
be that those features are related to risk exposure. Violation behaviors were also found to be important,
such as aggressive riding (type 4), overloading (TYPE?), not riding on the non-vehicle lane (type 1),
and red-light running (type 3). On the other hand, however, violation punishment-related features
were not found to be as important as other violation features. As for demographics, older drivers were
also found to be an important feature.
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5.3. Partial Dependence

To deeply examine the complex risk patterns of e-bike riders, the partial dependence was calculated
for each feature [31].

fu(xi) = Ex_[f(xi,x0)] = [f(xi,xc)dP(xc) (3)

where x; is the feature i, for which the partial dependence function needs to be calculated, and xc is the
other features used in model f. The partial function is estimated by calculating the averages in the
training data, based on the Monte Carol method, as follows:

fulw) = TR fl %) (4),

where x(; is the actual values of the feature set x¢, according to the dataset, and # is the number of
instances in the dataset.

The major advantage of this method is to reveal complex relationships between each factor
and outcome. As shown in Figure 5, for each graph, the x-axis indicates a feature, while the y-axis
presents its partial dependence. It can be found that the effects of each feature tend to be non-constant
across different levels. In doing so, a complex relationship between the features and outcomes can be
properly identified.
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Figure 5. Partial dependence plots of the different features.

It appears that gender has little effect on the risk pattern of e-bike riders (Figure 5a). There is
a slight trend that females are more likely to be high-risk riders. Regarding age, it has been shown
that older and middle-aged e-bike riders tend to have a higher crash risk. According to previous
literature, middle-aged riders are more likely to be involved in a crash [18], because their cognitive
ability regarding the surrounding roadway risk is weaker than young-aged riders. Older e-bike drivers
were also found to be at high risk, as a result of their diminished physical capabilities [17].

From Figure 5b, the e-bike riders with more previous violation experiences of signal violation
(type 3), aggressive riding (type 4), over-speed riding (type 5), and drunk driving (type 6), are more
likely to be high-risk riders. Those with more experience in lane violation (Type 1) and overloading
(type 7) tend to be in the low-risk group. These findings are interesting. Sometimes e-bike riders commit
lane violations (i.e., not riding on the non-vehicle lane) may not be intentional, when the non-motorized
lane is occupied by other vehicles or e-bikes. E-bike riders with more overloading violation could be
more skilled riders. However, these violation behaviors still deserve further investigation.

From Figure 5¢, e-bike riders with many previous violation penalty fees and points tend to be
NHR riders. This indicates that riders with more penalty points and fees tend to be less aggressive
and more cautious, based on the current violation penalty system. Thus, the current violation penalty
system can be considered to effectively alter the dangerous driving habits of HR riders.
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According to Figure 5d, e-bike riders with more previous violation experience at high-frequency
violation locations tend to be NHR. These violate traffic rules at middle- and low-frequency violation
locations tend to be HR. At low-frequency violation locations, most e-bike riders obey traffic rules
because of their awareness of traffic enforcement, dangerous roadway conditions, and so on. Thus,
those who still violated the rules could be either much more aggressive or have a lack of safety
awareness, exposing themselves to dangerous situations. Moreover, the violation behaviors of e-bike
riders at low-frequency violation locations could be unexpected for other road users, and more likely
to cause crashes. E-bike riders with more violation experiences at night (i.e., night violation (20-24)
and late night violation (0-6)) are more likely to be high-risk riders. During the night, visibility could
be largely decreased for drivers, because of poor light conditions. Thus, e-bike riders are more likely to
be involved in a crash with motor-vehicles when they violate traffic rules.

6. Conclusions

In this study, the complex risk pattern of e-bike riders was examined based on a systematic machine
learning framework. Three-year crash/violation records were acquired from the Kunshan traffic police
department. Based on the quasi-induced exposure theory, at-fault e-bike riders were considered as
a high-risk (HR) group, while other e-bike riders (including non-at-fault and non-crash-involved)
were determined as a non-high-risk (NHR) group. Demographics and violation-related features were
created, and four tree-structured ML models were developed to differentiate the HR group from the
NHR group. The following conclusions can be drawn:

(1) High-risk e-bike riders can be reasonably identified based on a machine learning approach.
The major advantage of ML models is that they can better identify complex relationships between
the features and e-bike riders’ riding risk (i.e., the complex risk pattern), which are not easily
captured in traditional statistical methods. Explicable methods, such as tree-based ensemble
methods, are highly recommended for such tasks.

(2) Spatial-temporal violation features were found to be important. Riders with more violation
records in low- and medium-violation locations appeared to be high-risk riders. Meanwhile,
those with more violation records during night were likely to be high-risk riders. Those features
could be useful for identifying and characterizing high-risk e-bike riders.

(3) Riders’ violation behavior was found to be highly correlated with crash risk, as it is able to reflect
riders’ risky riding habits and attitudes. Violation behavior features appear to be more effective
than violation punishment-related features, in terms of capturing the risk pattern of e-bike riders.

In general, the proposed method appears to be a promising tool to identify the risk pattern of
e-bike riders in China. Moreover, as such, potential high-risk e-bike riders can be early identified,
and certain safety interventions can be applied on this group. For example, they can be mandatorily
required to attend traffic school, or can receive safety warning messages routinely. In doing so, e-bike
safety in China is expected to be improved in the future.

Admittedly, this research also has some limitations. First, it would be interesting to understand
if/how the selected features could support the prediction of new e-bike riders that might have some
features missing. Second, it would be more convincing to compare the proposed model to other
statistical/machine learning models. However, to our best knowledge, this is the first paper to identify
the complex risk pattern of e-bike riders based on machine learning models. Third, the full database
containing all of the registered e-bike riders can be used to validate the model. The current database
only contains those with either violation or crash records. However, according to quasi-induced
exposure theory [24], the current model can still be considered as a reliable tool. We recommend that
future research can focus on these directions.
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