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Abstract
Background: A central question in molecular biology is how transcriptional regulatory elements (TREs) act in
combination. Recent high-throughput data provide us with the location of multiple regulatory regions for multiple
regulators, and thus with the possibility of analyzing the multivariate distribution of the occurrences of these TREs
along the genome.
Results: We present a model of TRE occurrences known as the Hawkes process. We illustrate the use of this model
by analyzing two different publically available data sets. We are able to model, in detail, how the occurrence of
one TRE is affected by the occurrences of others, and we can test a range of natural hypotheses about the
dependencies among the TRE occurrences. In contrast to earlier efforts, pre-processing steps such as clustering or
binning are not needed, and we thus retain information about the dependencies among the TREs that is
otherwise lost. For each of the two data sets we provide two results: first, a qualitative description of the
dependencies among the occurrences of the TREs, and second, quantitative results on the favored or avoided
distances between the different TREs.
Conclusions: The Hawkes process is a novel way of modeling the joint occurrences of multiple TREs along the
genome that is capable of providing new insights into dependencies among elements involved in transcriptional
regulation. The method is available as an R package from http://www.math.ku.dk/~richard/ppstat/.

Background
Uncovering the details of the machinery involved in
gene regulation remains an open problem in both
experimental and computational biology. Part of this
machinery is the collection of factors, along with the
cognate transcription regulatory elements (TREs) that
they bind to, that are responsible for the transcription of
a given gene. This includes transcription factors and
their sites, as well as histone modifications and other
DNA-associated proteins. How these factors interact is
to a large extent unknown. A fundamental problem in
gene regulation bioinformatics is the limited information
in the DNA binding typically displayed by transcription
factors, which leads to many false positives when predicting binding sites in genomic sequences (reviewed in
[1]). Since in vitro binding affinities can be accurately
modeled using weight matrix models, the question is
* Correspondence: niels.r.hansen@math.ku.dk
2
Department of Mathematical Sciences, University of Copenhagen,
Universitetsparken 5, 2100 Copenhagen Ø, Denmark
Full list of author information is available at the end of the article

what additional information the cell uses to recruit the
correct factor to its cognate sites. Combinations of sites
will be more information-rich and indeed, there are
combinations of sites (modules) that are responsible for
tissue-specific gene expression, and which can also be
used for prediction of regulatory regions [2,3].
Until recently, it was only possible to study the organization of binding sites for regulatory elements via
computational methods, since experimental determination of single sites was time-consuming. Examples
include [4], where cis-regulatory modules were detected
by searching the promoters of co-expressed genes, and
[5], where the authors constructed a genetic algorithm
to learn the structure of the modules. These studies
clearly showed that within modules, there are often preferred distances between binding sites [6]. However,
while these methods have been successful, they cannot
replace experimental methodology. Maturation of
experimental techniques has made it possible to measure the binding of DNA-binding proteins over whole
or partial genomes by e.g. Chromatin Immuno-
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Precipitation (ChIP) followed by sequencing, often called
ChIP-seq [7], or ChIP followed by hybridization to DNA
probes covering the genome, often called ChIP-chip [8].
These techniques open new avenues for analyzing gene
regulation, and in particular interaction between regulators. Several of these kinds of data sets have been
published.
Despite the technical and experimental developments,
we still lack a suitable multivariate model for the joint
occurrences of multiple transcription factor binding
sites and other TREs. Computational approaches generally only treat co-occurrence of sites in a pairwise manner. Pairwise analyses of the TREs, like the inter-motif
distance analysis in [6], show that most TREs co-occur,
but this tells us little about whether the co-occurrence
is due to a direct relation between the two TREs or an
indirect relation e.g. via other TREs. An observed pairwise co-occurrence might for instance be solely
explained by the recruitment of the corresponding regulators by a third factor. For this reason, it is important
to develop multivariate models to be able to detect
whether observed relations are mediated through other
TREs included in the model.
To describe the phenomenon that TREs do not occur
completely independently of each other, we will
throughout this paper use the terms interaction, relation
and dependence. Interaction is used to describe situations in which the combined occurrence of two TREs is
important for a single regulatory purpose. Although the
term has a physical connotation, we use it in a way that
includes, but is not restricted to, physical interaction of
the corresponding transcription regulators. Relation is a
more vague term, which covers the general phenomenom of two TRE occurrences being somehow associated. Dependence is a statistical concept, and a
relation between two TREs shows up as a dependence
in their joint distribution of their occurrences. In the
statistical models we will consider, we can make statements about dependence or independence - and in our
case about a particular concept called local independence, [9]. The interpretation of the latter concept is
that if two TREs are locally independent then there is
no direct relation between the TREs. As the data considered in this paper are observational, we will not, however, be able to definitively deduce that any local
dependence found in the data by our method represents
a direct relation. To draw such conclusions, one would
need stronger experimental evidence, for instance via an
experiment activating and inactivating a particular TRE.
For one of the data sets we analyze, there are experimental results supporting that some of our findings
represent real interactions.
We analyze two data sets; for comparison, we review
previous studies based on these data. The first data set

Page 2 of 19

is from Chen et al. [10] in which the locations of 13
sequence-specific TFs and 2 transcription regulators in
mouse embryonic stem cells were mapped using the
ChIP-seq method. The analyses for co-occurrences are
based on what Chen et al. called multiple transcription
factor-binding loci (MTL). These MTL were located by
first finding peaks in the tags from the Chip-seq experiment and then iteratively clustering peaks that were
close to one another. They found two groups of TFs
that tended to co-occur. The first group consisted of
Nanog, Sox2, Oct4, Smad1 and Stat3 and the second
group consisted of n-myc, c-myc, E2f1 and Zfx. Some of
the interactions between the TFs that were identified
computationally were verified experimentally. Specifically, interactions between Oct4 and Smad1 and
between Oct4 and Stat3 were verified. This was done by
a depletion of Oct4, which led to a reduction in Smad1
and Stat3 binding at sites usually bound by Oct4 and
Smad1 or Oct4 and Stat3, respectively. In addition, the
association of p300 with Nanog-Oct4-Sox2 clusters was
validated for 12 sites by using ChIP-qPCR. Depletion of
Oct4, Sox2 or Nanog also reduced the binding of p300.
The second data set is from the ENCODE project
[11]. This project aims to catalogue all functional
regions of the human genome and is particularly important for the study of regulatory elements. In the pilot
phase of the project, focusing on 1% of the genome, a
large set of regulators were studied [12]. Several papers
focusing on different types of analyses of data from this
rich source have been published to date. The study by
Zhang et al. [13] is worthy of mention, since it shares
part of our scope: it is an exploratory study of the distribution of 29 different TREs assayed by different laboratories and under different experimental conditions,
giving a total of 105 different ChIP-chip experiments.
The main part of the analysis is based on 150 or 5 kb
partitions, called ‘genomic bins’, of the regions analyzed.
The distribution of ChIP-chip binding sites is quantified
by counting the number of nucleotides, Mij, that each
binding site, i, covers in each bin, j. The count matrix,
M, for each ChIP-chip experiment is treated as the
observation from the experiment and is then used in the
correlation analyses. The purpose of this pre-processing
step is to convert the positional data on TRE binding
into matrix form, making the data amenable to standard
multivariate analysis methods. Principal component analysis (PCA) and clustering analysis are then used to
study the co-occurrence of TREs based on the genomic
bins. The clustering provides a hierarchical grouping of
the elements so that elements in the same group have a
similar binding pattern as measured by the genomic
bins. Likewise, PCA provides a picture, for instance via
the bi-plot, of groupings in the data. The dominant correlation in the complete data set was ascribed to the
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effect of laboratory resulting in an Affymetrix and a
non-Affymetrix subdivision of the data. For our analyses,
we focus on the Affymetrix subset of the ChIP-chip data
from the ENCODE pilot project. Interactions among the
TREs in this set are to a large extent unknown.
While correlation analyses based on MTLs or genomic
bins might provide insights into occurrences of sites, we
have some concerns with these approaches. Most
importantly, the choice of the clustering distance in the
case of MTLs and the genomic bin size limit the analyses to dependencies that are compatible with the chosen scale. In particular, all specific details of
dependencies within the locus or genomic bin are lost.
In addition, the binning is initiated at an arbitrary starting point and the choice of starting point could affect
the results obtained; in other words, the placement of
the bins might affect the final result. Consequently, the
correlation analyses may not provide a complete picture
of how correlated TREs affect one another’s occurrences. Moreover, the analyses in [13] focused on correlation, which in reality is a matter of analyzing pairwise
co-occurrences. Steps were not taken to unravel the
intricate details of the multivariate distribution of TRE
occurrences. Intuitively, statistical models chosen to
understand biological processes should be fitted to the
biological data at hand, rather than the reverse. We suggest that the multivariate Hawkes point process model
is a more suitable framework for analyzing TRE data,
since no clustering of sites or binning is necessary.
Our main result is to show that multivariate point process models - and in particular the Hawkes process - are
suitable for analyzing TRE occurrences. Moreover, we provide detailed results of separate analyses of the distribution
of eleven TREs from Chen et al [10] and eight TREs from
the Affymetrix ChIP-chip experiment on the pilot
ENCODE regions. We identify the TREs that do not show
direct relations with other TREs, and present quantitative
results as to how much the occurrence of one TRE affects
the probability of the occurrence of other TREs, as a function of the distance between them. Notably, in our analysis
of the data from mouse embryonic stem cells, our method
yields quantitative conclusions similar to those in [10]; we
find the experimentally verified interactions and detect the
same grouping of the TFs as the original study. Additionally, our model provides more detailed quantitative information and we detect an interaction between two TFs that
was missed by the analysis in [10] but was experimentally
verified in other studies [14].

Results
The objective is to investigate whether the occurrence of
one TRE directly affects the occurrences of other TREs.
The correct scale for studying the organization of TREs
on the genome seems to be a scale where most
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regulators show point-like interactions with the genome
at binding sites that each cover only a few nucleotides,
since this corresponds to actual binding site sizes. At
this stage, it is helpful to review the ChIP-seq and ChIPchip techniques. ChIP-seq/chip are based on a protocol
that first fixes DNA-bound proteins to DNA by crosslinking, followed by shearing of the DNA. Antibodies
are then added to isolate the DNA bound by a protein
of interest (see [15] and references therein for an introduction). The sheared DNA sequences are approximately 400-1000 bp long, depending on the protocol
used. For ChIP-seq, the 5’ or 3’ edges of the fragments
are sequenced. These sequence reads can then be
mapped back to the genome, and the site of the cognate
DNA-binding protein can be determined using specific
algorithms, see e.g. [16]. Adjacent regions on the DNA
with a high frequency of mapped sheared sequences
from the ChIP step are merged into a larger block. This
implies that it is possible to merge two or more binding
sites in a single block, since individual signals end up
being merged if they are physically close together. For
ChIP-chip, the sheared DNA sequences are hybridized
to an array of DNA probes that are designed to cover
the genome with a certain spacing between the probes.
As for ChIP-seq data, sets of probes that are consecutive
on the genome and have high hybridization signals will
be merged into a larger block corresponding to the
DNA region spanning the probes. Since probes cannot
be placed on repetitive genomic sequences and repetitive sequences may map to more than one location on
the genome, a larger block can be broken up by occurrences of repeat elements in both ChIP-seq and ChIPchip data. Finally, since both methods are based on a
ChIP step, the regions detected are much larger than
the actual underlying TREs, and hence we need to
obtain proxies for the actual locations of the TREs from
the wider ChIP data.
Figure 1 illustrates how we obtain proxies for binding
sites for at given TRE from a ChIP-chip signal. For
ChIP-seq data the approach is essentially identical,
although the raw signal is slightly different. When considering several TREs, we ultimately obtain a sequence
of points along the genome with different labels according to the different TREs, i.e., a multivariate point process along the genome. The intensity of occurrence of
one TRE along the genome is then affected by the
occurrences of the other TREs, and so we need to
model how this intensity changes along the genome and
how the occurrences of other TREs affect the intensity.
Multivariate analysis of TREs for mouse embryonic stem
cell data

For the application of our model to the ChIP-seq data
from Chen et al [10], we focus on 11 TREs: 9 TFs and 2
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Figure 1 ChIP-chip to point process. Illustration of the way in which data from the ChIP-chip experiment can be viewed as a point process. In
each cell, the different TREs are positioned along the double stranded DNA-sequence (top). The abundance of binding sites across cells at a
particular position of the sequence results in a signal generated from the ChIP-chip experiment (middle). The midpoint of the interval where the
signal is above a specified cut off is used as a proxy for the actual binding site. The midpoints for each of the TREs considered are viewed as
points from a multivariate point process along the line (bottom).

transcription regulators. We let
I = { Nanog, Oct4, Sox2, Stat3, Smad1, Zfx, c-myc, n-myc, E2f1,, p300, Suz12 }

denote the set of these TREs. Inspired by [17], we
investigate the use of the Hawkes process, where the
main specification consists of a collection of functions
gm, k for each combination of m, k Î I of TREs considered (see Methods). Given that we observe TRE m, the
intensity for observing TRE k downstream at a distance
s is then given as a baseline intensity multiplied by gm,k
(s). The most important hypotheses to investigate are
whether gm, k = 1, which means that the occurrence of
TRE k is not affected by upstream occurrences of TRE
m. We can use standard methods for testing these
hypotheses and as described in the Methods section, we
can use the results to determine local independencies in
the data.
In the multivariate analysis of the 11 TREs we initially
allow for all 121 potential interactions among the TREs.
As described in the Methods section, each of the g-functions are modeled using a spline basis expansion of log
g m,k for m, k Î I with 8 equidistant, fixed knots. We

choose to place the knots so that we limit the range of
dependence to a maximum of 1000 base pairs
downstream.
Estimates of the 121 g-functions are shown in Figure
2. For each TRE(column), these functions show the factor by which that TRE affects the downstream baseline
intensity of another TRE (row), as a function of the distance between the TREs. A point-wise 95% confidence
interval is also shown for each of the estimated functions. Adopting the terminology of [17] we say that a
value less than one means that a given inter-TRE distance tends to be avoided, while a value greater than
one means that a given inter-TRE distance tends to be
favored.
It is important to point out that the implementation
of the Hawkes process treats the genome simply as a
line along which events (the occurrences of TREs) happen. This means that the descriptors “downstream” and
“upstream” are dependent only on the direction we
assign to the genome and not on the actual direction of
genes. The estimated gm, k-functions in Figure 2 were
estimated in the forward direction of the genome; i.e.,
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Figure 2 Estimated g-functions, forward direction, mouse embryonic stem cell data. Plots of the g-functions modeling the effect of the
occurrence of one TRE (column) on the occurrence of another TRE (row). The effects are estimated in the multivariate model. A value less than
one indicates that this inter-TRE distance tends not to occur while a value greater than one indicates an inter-TRE distance that is likely. Pointwise 95% confidence intervals for the functions are also shown. To ease comparisons between effects, all the y-axes have the same scale with a
maximum value of 10.

the lowest numbered nucleotide in each chromosome
based on the assembly coordinates was used as the
starting point. We will discuss this point in more depth
below.
The overall impression from Figure 2 is that generally,
the occurrence of one TRE affects the occurrence of
another TRE by increasing its intensity immediately
downstream, with the effect then leveling off. For
instance, there is a more than 10-fold increase in the
intensity for occurrences of Zfx, c-myc and n-myc
immedialy downstream of E2f1. However, several of the
estimated effects do not seem to be significantly different from one.
The largest positive effects are found among the four
TREs in the upper left corner, E2f1, Zfx, c-myc and nmyc and among the three TREs Nanog, Sox2 and Oct4.
This indicates that the factors in the two groups often
bind in proximity to each other. In addition, the three
TREs Stat3, p300 and Smad1 seem to be more related

to the group consisting of Nanog, Sox2 and Oct4 than
to the other group. This is consistent with the analyses
by Chen et al [10]. We also observe possible relations
between Suz12 and Oct4 and Zfx and n-myc, respectively. In the original study, no relation with Suz12 was
reported, but another study reported an interaction
between Suz12 and Oct4 in mouse embryonic stem cells
[14]. The experimental validation was based on both
PCR analysis of the promoters and a knockdown study
where reduced levels of Oct4 led to a loss of Suz12 at
certain target promoters.
Based on the log gm, k-functions, we clustered the 11
TREs (see Methods) in order to link regulators that cooccur. The result of this clustering is presented in Figure 3 and shows two clusters of TREs. The first cluster
consists of E2f1, Zfx, c-myc and n-myc, while the second includes Nanog, Sox2, Oct4, Suz12, Stat3, p300 and
Smad1. Again, this is consistent with the results presented in [10], apart from the Suz12 findings.
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Figure 3 Clustering of TREs based on interaction graphs, mouse embryonic stem cell data. Result of a hierarchical clustering procedure
based on the Ward method of the graphs for each TRE given in Figure 2. The clustering is based on the integral of the absolute value of the
logarithm of the functions in Figure 2.

The functions on the diagonal (from upper left corner
to bottom right corner) in Figure 2 represent the selfdependencies of the TREs, i.e., the effect of the occurrence of a TRE on the downstream occurrence of that
same TRE. All 11 effects seem significantly different
from one and all have a characteristic shape, with a
clear depletion of the intensity for the first 500 nucleotides. For some of the TREs, the effects approach 1
thereafter and for others, there is a small positive effect
after 500 nucleotides. The self-dependence for the transcription regulator Suz12 stands out, with a large (more
than ten-fold) effect after 500 nucleotides. While there
are many reports that show homotypic clusters of transcription factor binding sites [18,19], the depletion and
peaks might be technical artifacts. Depletions can be
attributed to the case where multiple binding sites are
located very close to each other; in this case, the block
will be interpreted as a single binding event, with the
implication that sites located close together will never
be detected. Peaks might occur due to the presence of
repeat elements that break up larger regions. In the

Suz12 case, the effect after 500 bp does not seem to be
a technical artifact, since the effect is large.
In most cases, transcription factors have no strand
preference relative to their regulated gene when it
comes to binding, and regardless, strand information is
lost in the ChIP experiment and the experiment will not
explicitly tell us which gene is the regulatory target of a
given site. Consequently, we fit the model to a mixed
signal. If two TREs typically occur in a specific order
when involved in the regulation of a gene, then the
order is reversed from the forward direction point-ofview if the TREs are involved in the regulation of a gene
in the reverse direction. We argue that if there is an
equal distribution of TREs involved in regulation in the
forward and reverse directions, the mixed signal should
be approximately symmetric, which would then imply
that the shapes of g m, k and g k, m do not differ
that much up to a multiplicity factor. From Figure 2, we
see that this is true in most cases (e.g. g E2f1, Zfx and
gZfx, E2f1) but we also see some deviations from this (e.g.
gNanog, Smad1 and gSmad1, Nanog).
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To further investigate the estimated effects for each
combination of m, k Î I, we test the hypothesis
H 0 ( m, k ) : g m , k = 1.

This is the hypothesis of local independence of the
m’th TRE on the k’th TRE, conditional on the upstream
occurrences of the kth TRE and the remaining 9 TREs,
as described in the Methods section. If we reject H0(m,
k), the interpretation is that there is a direct relation
between the occurrence of TRE m and the downstream
occurrence of TRE k. Of course, we can not rule out
that such a relation can be explained by a factor not
included in our analysis, but we can say that the other
TREs included can not collectively explain the relation.
On the other hand, if we do not reject H0(m, k), there is
no evidence in the data for a direct relation between the
occurrence of TRE m and the downstream occurrence
of TRE k. The p-values for the 121 tests are shown in
Figure 4, with tests for which H0 is rejected shown as
red squares. As in Figure 2, we use the forward direction of the genome. We find that all TREs show significant self-dependence, as discussed above. In addition,
we observe that many of the interactions are significant,
with Oct4 having interactions with all the other TFs,
and Suz12 having the fewest interactions with other
TFs. All interactions within the group consisting of
E2f1, Zfx, c-myc and n-myc are significant, as is those
within the group consisting of Nanog, Sox2, Oct4, Stat3,
p300 and Smad1, which again is in accordance with the
analyses in [10].
We found a significant effect of the occurrence of
Suz12 on downstream occurrences of Oct4 but not the
reverse. We argue that this asymmetry is a consequence
of the inclusion of self-dependence terms in the model,
combined with Suz12’s strong self-dependence, as can
be seen in Figure 2. When we fit a model without the
self-dependence term for Suz12 (not shown), the asymmetry disappears. We believe that most of the observed
self-dependencies, including the large self-dependence
for Suz12, represent true self-dependencies; therefore we
prefer to use the multivariate model including all selfdependence terms when analyzing the data.
Multivariate analysis of TREs for the pilot ENCODE
regions

To further investigate the applicability of our model we
analyze a subset of the ENCODE pilot data produced by
Affymetrix: the “Affymetrix Sites” track from the UCSC
ENCODE browser database resulting from a study of
retinoic acid-treated HL-60 cells 0, 2, 8 and 32 hours
after treatment. Initially, we focus on the 8-hour posttreatment results from the data and investigate the
effects of the oriented specification of the model and
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the inclusion of histone modifications in the model.
Subsequently, we compare the results obtained at the
four different time points. We focused on 10 TREs,
selecting classical transcription factors, the transcription
machinery and chromatin boundary elements. Because
some regulatory elements, such as histone modifications,
can not always be regarded as point-like, we include the
two histone modifications, H3K27me3 and H4Kac4, as
covariates in the modeling of the remaining eight TREs.
We let
I = { BRG1, CEBPE, CTCF, P300, POL2, PU1, RARA SIRT1}

denote the set of these TREs. Aside from the inclusion
of the histone modifications, an important feature, the
model is the same as in the previous section. The intensity of the occurrence of a TRE at a given location
depends on upstream occurrences of other TREs and on
whether the histone modifications are present at the
same location.
The set of TREs available from the ENCODE data is
quite diverse and potential interactions among them are
to a large extent previously undescribed. In the multivariate analysis of the 8 TREs, we initially allow for all
64 potential dependencies among the TREs. Again, as
described in the Methods section, each of the g-functions are modeled using a spline basis expansion with 8
equidistant, fixed knots and a maximum range of dependence of 1000 base pairs downstream. (We did not seem
to be able to capture dependencies over a longer range).
Estimates of the 64 g-functions are shown in Figure 5,
with the effect of each TRE (column) on the downstream baseline intensity of another TRE (row) as a
function of the distance between the TREs. As with the
previous data set, we observe that several TREs show a
clear impact on the downstream occurrence of other
TREs and, as in the previous analysis, most estimated
effects seem greater than one, suggesting that in general,
the occurrence of a given TRE affects the occurrence of
another TRE by increasing its intensity. All 8 self-dependencies are significantly different from one, and for all
except CEBPE, the g-function have a shape with a depletion of the intensity for the first 100 nucleotides, followed by a peak, with, for instance, a four-fold increase
of the intensity for POL2 at approximately 300 nucleotides downstream. CEBPE shows a different behavior
with only the depletion of the intensity downstream of
the occurrence of CEBPE. As noted previously, both
depletions and peaks might be technical artifacts. For
ChIP-chip data, the peaks can be caused by genomic
repeats, which can break up a longer signal block, causing the block to be interpreted as two binding events.
On the other hand, the fact that CEBPE does not show
the same behavior indicates that the effect may actually
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Figure 4 Tests for local independence, mouse embryonic stem cell data. This figure shows results for the 121 parallel likelihood ratio tests
for local independence between all pairs of the 11 TREs in the multivariate model. We show the results for the model estimated in the forward
direction (squares, effect of TRE (column) on TRE (row)). The size of the symbol for each test corresponds to the magnitude of the test statistic.
Correcting for multiple testing using Holm’s procedure the hypotheses of local independence that are rejected are shown in red while the
hypotheses that are not rejected are shown in blue.

not be a technical artifact. Depletions might be attributed to multiple binding events occurring very close to
one another, such that the block is interpreted as a single binding event, and since we use the center of the
block as our proxy for the binding site, a depletion will
occur if the block is large.
Investigation of the oriented specification of the model

To investigate whether the estimated effects are statistically significant, for each combination of m, k Î I we
test the hypothesis H0(m, k): gm,k = 1. The p-values are
shown in Figure 6, with tests for which the hypothesis is
rejected shown as red squares. As in Figure 5, we use
the forward direction of the genome. We find that all
TREs show significant self-dependence, as discussed
above. We observe that RARA appear to be directly
associated with most of the other TREs, both up- and
downstream, whereas PU1 and POL2 show fewer significant direct relations with other TREs.
Keeping in mind that we fit the model to a mixed signal, we would expect to reject the hypothesis gm,k = 1 if,

and only if, we reject the hypothesis gk,m = 1. Deviances
from this, as seen in Figure 6, could be explained by an
unequal distribution of these TREs involved in regulations in the forward and reverse directions, respectively,
in this data set.
Regardless of a mixed signal, if we fit the model using
the reverse direction of the genome, we would expect
the estimate of gk, m to be similar to the estimate of gm,k
in the forward direction. The g-functions estimated in
the reverse direction are shown in Figure 7. To make
the comparison with Figure 5 easier, for each TRE
(row), the figure shows the factor by which that TRE
affects the downstream baseline intensity of another
TRE (column); with this figure orientation the estimate
of gk,m in the reverse direction is in the same place in
Figure 7 as the estimate of gm,k in the forward direction
in Figure 5. We see that the estimated functions are
indeed very similar for almost all of the TREs, with
most differences being differences in function amplitude
only and not in shape. The different amplitudes can be
due to TREs occurring at different rates, such that at
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Figure 5 Estimated g-functions, forward direction, ENCODE data. Plots of the g-functions modeling the effect of the occurrence of one TRE
(column) on the occurrence of another TRE (row). The effects are estimated in the multivariate model adjusting for the histone modifications
and allowing different baseline intensities for the ENCODE regions. A value less than one indicates that this inter-TRE distance tends not to occur
while a value greater than one indicates an inter-TRE distance that is likely. Point-wise 95% confidence intervals for the functions are also shown.

least one of the TREs will occur in situations without
the other TRE.
We would also hope that the conclusions reached
would be qualitatively symmetric - that is to say, that
we reject H0(m, k) in the forward direction if, and only
if, we reject H 0 (k, m) in the reverse direction. When
we repeat the tests fitting the model in the reverse
direction, we find that this is generally, but not
entirely, the case. The p-values are shown in Figure 6
with tests for which H 0 is rejected shown as red

circles. As in Figure 7, we have transposed the results
relative to the forward direction, that is, the figure
shows the effect of the TRE (row) on the TRE (column), to make the comparison simple. Qualitatively,
most of the conclusions are preserved, but 12 of the
64 tests had a different outcome when we estimate the
model in the reverse direction. Most notably, BRG1,
POL2 and SIRT1 are each involved in 5 of these tests.
However, the conclusions for CEBPE are identical and
for CTCF, there is only one difference.
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Figure 6 Tests for local independence, ENCODE data. This figure shows results for the 64 parallel likelihood ratio tests for local independence
between all pairs of the 8 TREs in the multivariate model adjusting for histone modifications and different baseline intensities. We show the
results for the model estimated in the forward direction (squares, effect of TRE (column) on TRE (row)) as well as in the reverse direction (circles,
effect of TRE (row) on TRE (column)). The size of the symbol for each test corresponds to the magnitude of the test statistic. Correcting for
multiple testing using Holm’s procedure the hypotheses of local independence that are rejected are shown in red while the hypotheses that are
not rejected are shown in blue.

An explanation for seeing a direct relation of TRE m
on downstream occurrences of TRE k in the forward
direction, but not a direct relation of TRE k on downstream occurrences of TRE m in the reverse direction,
could be that TRE m occurs almost exclusively in relation to TRE k, but TRE k also occurs in many other
situations in the absence of TRE m. This could explain
the results for the relations between BRG1 and POL2
and between SIRT1 and BRG1, since in these cases we
see a direct relation of TRE m (POL2 and BRG1, respectively) on the downstream occurrences of TRE k (BRG1
and SIRT1, respectively) in the forward as well as in the
reverse direction.
In conclusion, certain findings are consistent when
estimating in either direction. The self-dependencies are
all significant, and RARA seems to have direct relations
to all or most of the other TREs both up- and downstream. RARA is known to function as an active repressor by recruiting corepressors and/or deacetylases when
its ligand is not present, and an activator when the

ligand is present [20]. Our observation that RARA is
directly related to most of the other TREs is then an
indication of the importance of the factor in this system,
since the cells were treated with its ligand (retinoic
acid-treated HL60 cells).
Effect of histone modifications on occurrences of TREs in
the pilot ENCODE regions

As mentioned above, the two histone modifications are
included as covariates in our model. The effects of the
histone modifications on the intensity for the occurrence of TRE k in a modified region is captured by the
k
k
fold change parameters γ H3K 27me 3 and γ H4Kac 4 , respectively (see Methods).
Figure 8 shows the point estimates and 95% confidence intervals for these parameters. We find that all
parameters are significantly greater than 1, showing that
the intensity of the occurrence of any of the 8 TREs is
increased in the presence of either of the histone modifications. Most notable is the effect of H4Kac4 on PU1
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Figure 7 Estimated g-functions, reverse direction, ENCODE data. Plots of the-functions modeling the effect of the occurrence of one TRE
(row) on the occurrence of another TRE (column), estimated in the reverse direction. Note that the figure is transposed compared to Figure 5.
The effects are estimated in the multivariate model adjusting for the histone modifications and allowing for different baseline intensities for the
ENCODE regions. A value less than one indicates that this inter-TRE distance tends not to occur while a value greater than one indicates an
inter-TRE distance that is likely. Point-wise 95% confidence intervals for the functions are also shown.

and POL2; the presence of H4Kac4 increases the intensity of the occurrence of these two TREs by a factor of
22.2 and 16.6, respectively. It is generally believed that
acetylation is coupled to chromatin opening and
increased transcription; indeed, an independent report
shows a characteristic pattern of acetylation around
transcription start sites [21]. However, it is not clear
why the effect on PU1 and POL2 is so strong. One possible explanation is that the PU1 binding is not

particulary stringent - it is a HMG box which essentially
binds GGAA-rich sequences.
The effect of H3K27me3 on the occurrence of PU1
and POL2 is, on the other hand, negligible, which might
have to do with its effect as a repressor [22]. We
observe that the presence of H4Kac4 also show a pronounced effect on the occurrence of BRG1 and CEBPE,
increasing the intensity by a factor of 9.9 and 6.2,
respectively. The most pronounced effects of the
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presence of H3K27me3 are found for P300, RARA and
CTCF where the intensity is increased by a factor of 5.8,
4.7 and 4.5, respectively.
Results for all four time points for the pilot ENCODE
regions

Since data are available for 0, 2 and 32 hours post-treatment, in addition to the 8 hours analyzed initially, we
can investigate whether our findings are consistent over
time. Hence we fit our multivariate model to the data at
these time points in the forward direction and test the
hypotheses g m,k = 1 for all m, k Î I. The p-values are
shown in Figure 9. We see that the results for 2 hours
after treatment stand out compared to the other three
time points, with many fewer significant relations. BRG1
especially shows almost no relations with the other
TREs, with the effect of CEBPE on downstream occurrences of BRG1 the only exception. In particular, we
note that the self-dependence has disappeared. In contrast, BRG1 shows many relations with other TREs at
the other three time points. The fact that BRG1 is
observed less frequently 2 hours post-treatment compared with the other time points, combined with inspection of the estimated g-functions and their 95%
confidence intervals (not shown), suggest that the much
larger variance in the estimated signal for BRG1 relations 2 hours post-treatment are at least part of the
explanation for the observed differences among the time

points. Apart from the observations 2 hours post-treatment, many of the relations are consistent over time.
We observe, for instance, that the local independence of
CEBPE and CTCF is present at all four time points, as
is the relation between CEBPE and P300. We should
note, however, that although many relations are preserved over time, this does not necessarily mean that
the binding sites for the TFs are the same over time,
only that there is a relation between the binding sites
for the TFs.

Discussion
The analyses presented here for the Pilot ENCODE data
are based on a single set of ChIP-chip data from the
Pilot ENCODE project, which only covers 1% of the
genome. The interactions between the factors in this set
have not been verified experimentally to date. This
means that the findings from our analysis should be
interpreted with some caution, in particular when extrapolating them to the whole genome. As with all computational methods, experiments are needed to verify that
specific interactions are significant; the role of computational analyses is to give good starting points for experimental studies. However, our analysis of the genomewide ChIP-seq data from mouse embryonic stem cells
shows that our method is able to identify interactions
that can be verified experimentally. Moreover, the estimated g-functions provide interpretable, quantitative
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Figure 9 Tests for local independence, all four time points, ENCODE data. This figure shows the results for the 64 parallel tests for local
independence between all pairs of the 8 TREs in the multivariate model, adjusting for all covariates, at the four time points (0, 2, 8, 32 hours
post-treatment). The models are estimated in the forward direction with the effect of TRE (column) on TRE (row). The size of the symbol for
each test corresponds to the magnitude of the test statistic. Correcting for multiple testing using Holm’s procedure the hypotheses of local
independence that are rejected are shown in red while the hypotheses that are not rejected are shown in blue.

information on how the different TREs interact.
Furthermore, this quantification can be used to cluster
the TREs; however, we do not wish to overemphasize
the applicability of this procedure in its current form, as
we found the results of the clustering to be sensitive to
the input data and choice of method.
Ultimately, the goal is to understand the causal relations among the many components involved in the regulation of gene expression. Our analysis provide a step
in that direction but, as always with statistical analyses
of observational data, we can not prove that an observed
direct relation is causal - and even if it is, the analysis
can not show the direction of the causality. To draw
such conclusions, we need either experimental data or
stronger causal assumptions [23].
A major contribution of our multivariate analysis consists of the collection of local independencies among the
TREs that we identify and which would not have been
revealed using pairwise methods. Our analysis enables
us to say which TREs that do not seem to interact
in the regulation of genes, allowing subsequent

experimental studies to be focused on other combinations of TREs. To illustrate this point, we observe in
Figure 4 that Oct4 has a significant relation to upstream
occurrences of Suz12, but that Suz12 and Sox2 show no
significant relations. Oct4 and Sox2 do, however, show
significant relations. A pairwise analysis including only
Suz12 and Sox2 results in a significant relation between
the two (not shown), but in light of the results of our
multivariate analysis, we interpret this as an indirect
effect mediated through Oct4.
The Hawkes process is not the only suitable model for
these data. The main reason for focusing on the Hawkes
process is that it is a flexible class of models, and the
specification of the model as given in the Methods section allows us to compute the likelihood function
directly, such that we can easily apply standard methods
(maximum-likelihood estimation and likelihood-ratio
tests). It might be argued that a drawback of the model
is that we can only include information about upstream
events in the conditional specification of the Hawkes
process. However, the specification is a purely technical
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matter that does not by any means rule out the possibility of the Hawkes process capturing relations in both
the up- and downstream directions, as seen from the
comparison of results from the analysis in the forward
direction with those from the analysis in the reverse
direction. If we were to use spatial point process models,
it would be possible to specify models that have no
directionality in their specification. However, we have
showed that most of the conclusions we obtain from the
analysis using the Hawkes process are robust to the
direction we use for estimation. A range of point process models, including the Hawkes process are used to
model financial trading data [24]. The literature on spatial point processes is also rich, see e.g. [25], and
although most of these models were developed for two
or three dimensions, they are also perfectly applicable in
a one-dimensional setup. Even so, for the typical spatial
point process models the statistical inference becomes
more subtle than for the Hawkes process.
It can be argued that the choice of knots, and hence
the number and range of the spline basis functions used
in the specification of the Hawkes process, could affect
the results obtained. We used a relatively small number
of knots and a relatively narrow range, but although
details might change had we used more sophisticated
knot positioning strategies, we found that our results,
the qualitative conclusions in particular, were robust to
the actual choice of knots.
We illustrated the use of the Hawkes process with
analyses of ChIP-chip/seq data for TREs but the model
can be equally useful for other types of multivariate,
positional genome data, whether these data are experimental or computational. Examples of such data are
transcription factor binding sites, small RNAs, or even
genetic polymorphisms in different individuals. Compared with the use of alternative methods such as in
[10] and [13], where clustering of sites or genomic binning are needed, no such pre-processing steps are
necessary for the application of the Hawkes process.
The model can capture both short- and long-range
dependencies. With genomic binning, potential dependencies over longer distances are ignored in [13], and
the fine details of short-range dependencies are lost by
the methods used in both [10] and [13]. Finally, we note
that our method is based on a generative model on the
scale of binding sites, in contrast to the models considered in [10] and [13].

Conclusions
We have presented a statistical method to analyze the
multivariate distribution of TREs along the DNA
sequence. We have shown that by using the point process approach, we can perform a detailed analysis of the
multivariate distribution of TREs, providing both
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insightful qualitative information about local independence among the TREs and quantitative information on
how the TREs affect the occurrence of one another.
Furthermore, we have shown that our method is able to
detect experimentally verified interactions, as well as
interactions missed by other computational methods.
We find that to understand the interactions among
many TREs, it is crucial to carry out the analyses in a
multivariate framework that includes all available information and relevant covariates; such an analysis emphasizes direct relations rather than indirect relations
among the TREs investigated.

Methods
Mouse embryonic stem cell data

The analysis of the core transcriptional network in mice
embryonic stem cells presented in [10] is mainly based
on ChIP-seq data for 13 sequence-specific TFs and 2
transcription regulators. We analyze the ChIP-seq data
with a focus on 9 of the TFs as well as the 2 transcription regulators. For our analysis, we use the data from
[10] given in the supplementary material, Additional file
1 and 2, taking the midpoints of the enriched regions as
the binding sites. In cases where the midpoint is
between two base pairs, we take the lesser of these as
the midpoint. We choose to restrict our analysis to the
19 autosomes, since the distribution of TREs on the
X sex-chromosome appears different from the distribution of TREs on the other 19 chromosomes.
ENCODE data set

In this analysis, we consider ChIP-chip data produced
by Affymetrix for the ENCODE pilot project as given
the supplementary material, Additional file 3, 4, 5, 6,
and 7. In Additional file 8 the data is illustrated. The
data contains regions with locations of 10 different
TREs in retinoic acid-stimulated (human) HL-60 cells
harvested 0, 2, 8, and 32 hours after treatment. This
provides us with data from cells in the same stage of the
cell cycle and hence the ChIP-chip data yields information about regulatory elements bound to the DNA
sequences at the same time.
The ChIP-chip regions, which in this study have a
mean length of approximately 400 base pairs, are
regions of DNA enriched with a regulatory element. To
model the binding site locations from the ChIP-chip
experiments as a point process, we choose the midpoints of the ChIP-chip signals as the binding sites (see
Figure 1). As for the mouse embryonic stem cell data, in
cases where the midpoint is between two base pairs, we
take the lesser of these as the midpoint.
The two histone modifications enter as covariates in the
model; in this case, we choose to use the whole enriched
sequence by including them as indicator functions.
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Point processes

A point process is a model for points or events that
occur randomly in time and/or space. Here, we consider
point processes for points occurring along the DNA
sequence, i.e., points that can be represented on a onedimensional line. We assume that no more than one
point occurs at the same location, yielding a simple
point process. Points of interest along the DNA
sequence will typically be the locations of TREs, but the
points could represent the positions of any feature e.g.
transcription start sites. We use simple point processes
on R + consisting of a sequence of points, (T (i)) iÎN ,
where 0 ≤ T (1) <T (2) <.... The corresponding counting
process is denoted by N and is given by
N(t ) =

∑1

(T (i)≤t ) ,

t ∈ + .

i∈

Since there is a one-to-one correspondence between
the point process and the corresponding counting process, the point process will simply be denoted by N.
The best-known point process is the Poisson process,
for which points occur completely at random. For a
homogeneous Poisson process, the points occur with a
constant intensity (rate), l, such that the mean number
of points in an interval of length l is ll. For a general
point process N, points do not occur on the line completely at random. At a given position t, information
about previous points is contained in the history of the
process. Generally, the intensity for the point process is
dependent on the history before t. The intensity is a
generalized form of the hazard function known from
survival analysis, and a large intensity at a given position
means that there is a relatively large probability of a
point occurring immediately after that position.
A point process on the line can be uniquely specified
by defining the intensity process, l(t), t ≥ 0 [26]. The
expected number of points for the process between
t and t + δ is then approximately δl(t) for small δ. In
the homogeneous Poisson case, δ l(t) = δlis the actual
expected value. The form of the intensity can be specified in a number of ways and can depend on covariates
or other processes.
A marked point process is a simple point process with
marks in a set  . Here, we assume that the set is finite,
 = {1, 2,..., K}. More specifically, in our context,  is
a collection of TREs. The marked point process N consists of both points and marks, (T (i), K(i)), i = 1,..., n,
where T (i) Î R+ and K(i) Î  . For  ⊂  , the part of
the point process with marks in  , N  , is again a simple point process, N  (t ) = ∑  1(T (i)≤t ,K (i)∈ ) . In particular, the sequence of points with marks equal to k, Nk,
is a simple point process for each k Î  . The collection
of simple point processes for all k Î  . can be viewed
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as a multivariate point process associated with the
marked point process.
The history of a marked point process contains information about both the location of points and the type
of mark at each point.
The likelihood function

When the marked point process is specified by a family
of parameterized intensities,  k , ( k ) k =1,…,K ∈ Θ , it is
possible to write down the log-likelihood function for
an observation of the process, t 1 ,..., t n k
, on
k =1,..., K
C ⊆ R:

(

⎛
⎜
⎜
k =1 ⎝
K

l( ) =

nk

∑∑

log k (t j ) −

j =1

)

⎞
 k ( s)ds ⎟
⎟
C
⎠

∫

(see [26], p. 251). In general, there is no closed form
for the maximum likelihood estimate and the likelihood
function has to be optimized numerically.
Given
M
independent
observations,

{t

(i )
(i )
1 ,..., t n

}

i =1,..., M

, of a marked point process on {Ci ⊆

R}i = 1,..., M, the log-likelihood function is the sum of the
individual log-likelihood functions above:
M

l( ) =

⎛
⎜
⎜⎜
⎝

⎛
⎜
⎜
k =1 ⎝
K

n ki

∑∑∑
i =1

log(i)(t (ji) ) −
k

j =1

⎞⎞
(ik)( s)ds ⎟ ⎟ ,
⎟ ⎟⎟
Ci
⎠⎠

∫

where (i) is the intensity for the ith realization of
k
the point process with mark k. The differencies in intensity can be due to different covariates for the individual
realizations.
In our analysis, the ith realization is the ith chromosome in the mouse embryonic stem cell data or the ith
ENCODE region, and the mark k is the TRE k. In our
case, the different covariates are the baseline intensities
and the two histone modifications that occur at different
sites over the ENCODE sequences. The intensity for an
occurrence of a TRE at a given sequence and a given
site also depends on previous occurrences of the TREs
and can therefore be larger or smaller than it would be
without these previous occurrences.
Interchanging the first two sums in the formula for
the log-likelihood function yields a sum of K likelihood
functions, one for each marginal process. If the K likelihood functions do not share any parameters, as is the
case for the Hawkes model considered below, it is possible to maximize the log likelihood function by maximizing each of the K terms separately.
Multivariate nonlinear Hawkes process

Our setup consists of multiple observations of point
processes within bounded intervals, [ai, bi] ⊂ [a, b], i =
1,..., M (the mouse chromosomes or the ENCODE
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regions). We choose a log-linear parameterization of the
intensity, (i) , for process k in realization i,
k

K

log (i)(t ) = ( (i)k ) T X i (t ) +
k

∑∫
m =1

[a ,t ]

(i )
h mk (t − s)N m
(ds).

The Xis are covariates for the ith realization and are
(i) is the point process
possibly position-dependent. N m
for mark m in sequence i, and a(i)k is a parameter vector. Included in Xi is a constant such that the first element of a(i)k is the logarithm of the baseline intensity
for sequence i. For the mouse embryonic stem cell
data, all sequences are assumed to have the same baseline intensity. For both data sets, the other elements of
a (i)k do not vary with i. One advantage of using the
log-linear parameterization is that the intensity automatically becomes positive, as is required. However,
there is a potential technical problem with the specification, as it can lead to point processes that explode, i.
e. point processes for which infinitely many points can
occur in a bounded region. For simulation purposes,
we resolve the problem by switching to a linear relation for large intensities, but we retain the log-linear
specification for the estimation. This model is a special
case of the multivariate nonlinear Hawkes model
described in [27].
The h mk -functions represent the effect of the occurrence of points of type m on subsequent points of type
k. From the expression for the intensity (i) , we see
k
that if we define the function

g m,k ( s) = e

h mk ( s)

,

then if a point of type m occurs at position s, this affects
the intensity for occurrence of a point of type k at position
t >s by a factor g m,k (t - s). The major null hypotheses
investigated in this paper are whether these fold-changes
of the intensity are equal to 1. Moreover, we consider only
covariate processes with values in {0, 1}. Defining

 kj = e

 kj

we observe that  kj is the fold-change of the intensity
due to the jth covariate process being equal to 1.
In principle, the h mk s could be arbitrary functions, in
which case the parameter space would be infinitely
dimensional. Here, we choose to model the h mk -functions as linear combinations of spline functions,
d

h mk (t ) = ( mk ) T B(t ) =

∑
l =1

mk
l B l (t ),
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where the bmks are parameter vectors, and the Bls are
cubic B-spline basis functions, such that h mk is a cubic
spline [28].
The value of the largest knot gives the maximum
range within which we will be able to detect dependencies with the method and hence must be chosen carefully. The number of knots determines how detailed the
description of the dependencies can be. Choosing too
many knots will cause the model to be over-fitted. To
select the placement and number of knots, we conducted 2 pilot studies. One was based on an analysis of
the occurrences of three TREs on one chromosome of
the mouse genome and the other was based on an analysis of the occurrences of three TREs from the
ENCODE data in the pilot ENCODE regions. These
pilot studies suggested that 8 equidistant knots in the
range -400 to 1000 base pairs was computationally feasible while still sufficiently flexible for the current
analysis.
We have established a fully parameterized specification of our model and, given a realization of a point pattern, we estimate the parameter values by using
maximum likelihood methods. This is implemented in
the R package ppstat, given in Additional file 9 and 10.
In Additional file 11 some details on the computation of
the log-likelihood function above and its first and second derivatives are presented. The estimation is done
using the optim function in R with optimization
method “BFGS” or “L-BFGS-B” [29]. These optimization
methods are quasi-Newton methods and require the
computation of gradients, which is also implemented. In
our parametrization, the log-likelihood function is concave, see [26], p. 235, which ensures that if the optimization algorithm converges to a local maximum, this
will actually be the global maximum and therefore the
maximum likelihood estimate.
With a probability tending to one, the likelihood function has one local maximum and the maximum likelihood estimates are normally distributed with mean
equal to the true mean and a covariance matrix that can
be estimated as the inverse of the matrix of secondorder partial derivatives of the negative log-likelihood
function, see [30].
The properties of the likelihood function enable us to
construct pointwise confidence intervals for the g-functions and to carry out likelihood ratio tests for the covariates and covariate processes. In particular, we can test
the hypothesis that one of the g-functions is equal to 1.
The pointwise confidence intervals for the h-functions
are calculated as
^

h mk
(t ) ± z 0.975 B(t ) T ∑ mk B(t ),
^
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^
where ∑
is the estimated covariance matrix for the
mk
estimated parameters, ^ mk , B(t) is the vector of values
for the spline bases at t, and z0.975 is the 97.5% quantile
for the normal distribution. These confidence intervals
are transformed using the exponential function to yield
confidence intervals for the g-functions.
The likelihood ratio test statistic for H0 : gm,k = 1 is
Q = 2(l 1 - l 0 ), where l 0 is the value of the maximized
log-likelihood function for the model with gm,k = 1, and
l1 is the value of the maximized log-likelihood function
for the full model. In this case, the null distribution for
the test statistics can be approximated by the c2 distribution with 4 degrees of freedom.

within the same group and small for m and k in
different groups. For instance, if three TREs frequently
co-occur and generally do not co-occur with other
TREs, then the | h mk | will be large for these three TREs
(m and k in the set of the three TREs) but small if m or
k is not one of the three TREs. Consequently, the three
TREs are likely to be in the same cluster. We take the
absolute value of h mk (t ) above to prevent positive and
negative values of the function from cancelling out in
the integration. As a result, two TREs can also end up
in the same cluster if the corresponding transcription
factors repress the binding of one another.

Local independence

The central computations in the current implementation
involve a large, sparse model matrix. The number of
columns in the matrix is of the order O(k0n0), where k0
is the number of spline basis functions and n 0 is the
number of TREs analyzed. The number of rows is of the
order O(ML/r) where M is the total number of TRE
observations, L is range of dependencies (here L =
1000), and r is the resolution. The finest resolution in
our analyses is 1 bp, which was used for the ENCODE
data. The largest model we have estimated is a genomewide model for the mouse embryonic stem cell data
including all 15 TREs from [10] with resolution r = 10
bp. To do this, we used approximately 30 GB RAM.
Once the model matrix is computed the actual computation of the log-likelihood and gradient, and thus the
optimization, is comparatively fast, and the limiting factors are currently the time for computation of the
model matrix and the associated memory consumption.

In the context of multivariate point processes there is a
concept of local independence between the K simple
point processes. A formal definition of local independence between point processes is given in [9]. An informal definition is as follows: For A, B, C disjoint subsets
of  ; the process NB is locally independent of NA given
the history of NB and NC if the intensity for NB is the
same when we only have information about events with
marks in B ⋃ C as when we have information about
events with marks in A ⋃ B ⋃ C. More concretely, for
the Hawkes processes we consider, testing H0 : gm, k = 1
is equivalent to testing whether Nk is locally independent of Nm given N \m . As an illustration, consider the
case where gm, k = 1. When this is true the intensity for
Nk does not depend on occurrences of points for Nm,
and N k is therefore locally independent of N m given
N \m . On the other hand, if Nk is locally independent
of Nm given N \m , then the intensity for Nk does not
depend on the locations of points for Nm, and we have
gm, k = 1. We refer to [9] for details.
Clustering

To find groups of TREs that are likely to act together in
the regulation of genes, we propose a simple cluster
analysis based on the results from the multivariate analysis. We consider a hierarchical cluster analysis based
on the h mk -functions, where we use the integral of the
absolute value of the functions,
H mk

=

∫

1000

0

| h mk (t ) | dt ,

.
as a measure of similarity. Euclidean distance is used
to create the distance matrix and a hierarchical clustering procedure is applied based on the Ward method
[31]. This method produces groups that are as homogeneous as possible since it is based on an error sum of
squares criterion. The resulting clusters are groups of
TREs such that H mk is relatively large for m and k

Computational considerations
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for the ENCODE pilot project to time hr32 with chromosome number,
start position and end position for the enriched regions.
Additional file 7: ENCODE pilot data - The 44 pilot regions. The
locations and names of the 44 ENCODE pilot regions.
Additional file 8: Illustration of the occurrences of TREs in the
ENCODE pilot regions. Illustration of the pilot ENCODE regions with the
occurrences of the 10 TREs marked as point processes.

Carstensen et al. BMC Bioinformatics 2010, 11:456
http://www.biomedcentral.com/1471-2105/11/456

Additional file 9: Information on installation of the R package
ppstat. A PDF file of the web page for the R package ppstat (as of 12
August 2010) including information on installation.

Page 18 of 19

6.

7.

Additional file 10: Source code for the R package ppstat. Source
code for the R package ppstat.

8.

Additional file 11: Note on the computations of the log-likelihood
function. Note on the computations of the log-likelihood function and
its first and second derivatives.

9.
10.

List of abbreviations
PCA: principal component analysis; TRE: transcriptional regulatory element;
BRG1: SWI/SNF related, matrix associated, actin dependent regulator of
chromatin, subfamily a, member 4; CEBPE: CCAAT/enhancer binding protein
(C/EBP), epsilon; CTCF: CCCTC-binding factor (zinc finger protein); c-myc:
myelocytomatosis oncogene; E2f1: E2F transcription factor 1; H3K27me3
(H3K27T): Histone H3 tri-methylated lysine 27; H4Kac4 (HisH4): Histone H4
tetra-acetylated lysine; Nanog: Nanog homeobox; n-myc: v-myc
myelocytomatosis viral related oncogene, neuroblastoma derived; Oct4: POU
domain, class 5, transcription factor 1; p300: E1A binding protein p300; POL2:
polymerase (RNA) II (DNA directed) polypeptide A, 220 kDa; PU1: Spleen
focus forming virus proviral integration oncogene; RARA (RARecA): Retinoic
Acid Receptor-Alpha; SIRT1; sirtuin (silent mating type information regulation
2 homolog) 1; Smad1: MAD homolog 1; Zfx: zinc finger protein X-linked;
Sox2: SRY-box containing gene 2; Stat3: signal transducer and activator of
transcription 3; Suz12: suppressor of zeste 12 homolog.

11.
12.

Acknowledgements
LC and NRH were supported by the Danish Natural Science Research
Council, grant 272-06-0442 and 09-072331. LC, AS and OW were supported
by a grant from the Novo Nordisk Foundation to the Bioinformatics Centre.
The European Research Council has provided financial support to AS under
the EU 7th Framework Programme (FP7/2007-2013)/ERC grant agreement
204135.
Author details
1
The Bioinformatics Centre, Department of Biology & Biotech Research and
Innovation Centre, University of Copenhagen, Ole Maaløes Vej 5, 2200
København N, Denmark. 2Department of Mathematical Sciences, University
of Copenhagen, Universitetsparken 5, 2100 Copenhagen Ø, Denmark.
Authors’ contributions
LC developed, with assistance from NRH and OW, the multivariate Hawkes
model as used in the paper. LC and NRH implemented the model. LC
carried out the data analysis and wrote a first draft of the paper. AS assisted
with obtaining, selecting and interpreting the ENCODE data and with the
biological implications of the data analysis. All authors collaborated on the
interpretation of the data analysis. LC and NRH wrote, with assistance from
AS, the final version of the paper. All authors read and approved the final
manuscript.
Received: 1 March 2010 Accepted: 9 September 2010
Published: 9 September 2010
References
1. Wasserman WW, Sandelin A: Applied bioinformatics for the identification
of regulatory elements. Nat Rev Genet 2004, 5(4):276-287.
2. Krivan W, Wasserman WW: A predictive model for regulatory sequences
directing liver-specific transcription. Genome Res 2001, 11:1559-1566.
3. Wasserman WW, Fickett JW: Identification of regulatory regions which
confer muscle-specific gene expression. J Mol Biol 1998, 278:167-181.
4. Sharan R, Ben-Hur A, Loots GG, Ovcharenko I: CREME: Cis-Regulatory
Module Explorer for the human genome. Nucleic Acids Res 2004, 32:
W253-256.
5. Won KJ, Sandelin A, Marstrand TT, Krogh A: Modeling promoter grammars
with evolving hidden Markov models. Bioinformatics 2008, 24:1669-1675.

13.

Vardhanabhuti S, Wang J, Hannenhalli S: Position and distance specificity
are important determinants of cis-regulatory motifs in addition to
evolutionary conservation. Nucleic Acids Res 2007, 35:3203-3213.
Park PJ: ChIP-seq: advantages and challenges of a maturing technology.
Nat Rev Genet 2009, 10(10):669-680.
Buck MJ, Lieb JD: ChIP-chip: considerations for the design, analysis, and
application of genome-wide chromatin immunoprecipitation
experiments. Genomics 2004, 83(3):349-360.
Didelez V: Graphical models for marked point processes based on local
independence. Journal of the Royal Statistical Society 2008, 70:245-264.
Chen X, Xu H, Yuan P, Fang F, Huss M, Vega V, Wong E, Orlov Y, Zhang W,
Jiang J, Loh Y, Yeo H, Yeo Z, Narang V, Govindarajan K, Leong B, Shahab A,
Ruan Y, Bourque G, Sung W, Clarke N, Wei C, Ng H: Integration of external
signaling pathways with the core transcriptional network in embryonic
stem cells. Cell 2008, 133:1106-1117.
The ENCODE Project Consortium: The ENCODE (ENCyclopedia Of DNA
Elements) Project. Science 2004, 306:636-640.
Birney E, Stamatoyannopoulos JA, Dutta A, Guigó R, Gingeras TR,
Margulies EH, Weng Z, Snyder M, Dermitzakis ET, Thurman RE, Kuehn MS,
Taylor CM, Neph S, Koch CM, Asthana S, Malhotra A, Adzhubei I,
Greenbaum JA, Andrews RM, Flicek P, Boyle PJ, Cao H, Carter NP,
Clelland GK, Davis S, Day N, Dhami P, Dillon SC, Dorschner MO, Fiegler H,
Giresi PG, Goldy J, Hawrylycz M, Haydock A, Humbert R, James KD,
Johnson BE, Johnson EM, Frum TT, Rosenzweig ER, Karnani N, Lee K,
Lefebvre GC, Navas PA, Neri F, Parker SC, Sabo PJ, Sandstrom R, Shafer A,
Vetrie D, Weaver M, Wilcox S, Yu M, Collins FS, Dekker J, Lieb JD, Tullius TD,
Crawford GE, Sunyaev S, Noble WS, Dunham I, Denoeud F, Reymond A,
Kapranov P, Rozowsky J, Zheng D, Castelo R, Frankish A, Harrow J, Ghosh S,
Sandelin A, Hofacker IL, Baertsch R, Keefe D, Dike S, Cheng J, Hirsch HA,
Sekinger EA, Lagarde J, Abril JF, Shahab A, Flamm C, Fried C,
Hackermüller J, Hertel J, Lindemeyer M, Missal K, Tanzer A, Washietl S,
Korbel J, Emanuelsson O, Pedersen JS, Holroyd N, Taylor R, Swarbreck D,
Matthews N, Dickson MC, Thomas DJ, Weirauch MT, Gilbert J, Drenkow J,
Bell I, Zhao X, Srinivasan KG, Sung WK, Ooi HS, Chiu KP, Foissac S, Alioto T,
Brent M, Pachter L, Tress ML, Valencia A, Choo SW, Choo CY, Ucla C,
Manzano C, Wyss C, Cheung E, Clark TG, Brown JB, Ganesh M, Patel S,
Tammana H, Chrast J, Henrichsen CN, Kai C, Kawai J, Nagalakshmi U, Wu J,
Lian Z, Lian J, Newburger P, Zhang X, Bickel P, Mattick JS, Carninci P,
Hayashizaki Y, Weissman S, Hubbard T, Myers RM, Rogers J, Stadler PF,
Lowe TM, Wei CL, Ruan Y, Struhl K, Gerstein M, Antonarakis SE, Fu Y,
Green ED, Karaöz U, Siepel A, Taylor J, Liefer LA, Wetterstrand KA, Good PJ,
Feingold EA, Guyer MS, Cooper GM, Asimenos G, Dewey CN, Hou M,
Nikolaev S, Montoya-Burgos JI, Löytynoja A, Whelan S, Pardi F,
Massingham T, Huang H, Zhang NR, Holmes I, Mullikin JC, Ureta-Vidal A,
Paten B, Seringhaus M, Church D, Rosenbloom K, Kent WJ, Stone EA,
Batzoglou S, Goldman N, Hardison RC, Haussler D, Miller W, Sidow A,
Trinklein ND, Zhang ZD, Barrera L, Stuart R, King DC, Ameur A, Enroth S,
Bieda MC, Kim J, Bhinge AA, Jiang N, Liu J, Yao F, Vega VB, Lee CW, Ng P,
Shahab A, Yang A, Moqtaderi Z, Zhu Z, Xu X, Squazzo S, Oberley MJ,
Inman D, Singer MA, Richmond TA, Munn KJ, Rada-Iglesias A, Wallerman O,
Komorowski J, Fowler JC, Couttet P, Bruce AW, Dovey OM, Ellis PD,
Langford CF, Nix DA, Euskirchen G, Hartman S, Urban AE, Kraus P, Van
Calcar S, Heintzman N, Kim TH, Wang K, Qu C, Hon G, Luna R, Glass CK,
Rosenfeld MG, Aldred SF, Cooper SJ, Halees A, Lin JM, Shulha HP, Zhang X,
Xu M, Haidar JN, Yu Y, Ruan Y, Iyer VR, Green RD, Wadelius C, Farnham PJ,
Ren B, Harte RA, Hinrichs AS, Trumbower H, Clawson H, Hillman-Jackson J,
Zweig AS, Smith K, Thakkapallayil A, Barber G, Kuhn RM, Karolchik D,
Armengol L, Bird CP, de Bakker PI, Kern AD, Lopez-Bigas N, Martin JD,
Stranger BE, Woodroffe A, Davydov E, Dimas A, Eyras E, Hallgrímsdóttir IB,
Huppert J, Zody MC, Abecasis GR, Estivill X, Bouffard GG, Guan X,
Hansen NF, Idol JR, Maduro VV, Maskeri B, McDowell JC, Park M, Thomas PJ,
Young AC, Blakesley RW, Muzny DM, Sodergren E, Wheeler DA, Worley KC,
Jiang H, Weinstock GM, Gibbs RA, Graves T, Fulton R, Mardis ER, Wilson RK,
Clamp M, Cuff J, Gnerre S, Jaffe DB, Chang JL, Lindblad-Toh K, Lander ES,
Koriabine M, Nefedov M, Osoegawa K, Yoshinaga Y, Zhu B, de Jong PJ:
Identification and analysis of functional elements in 1% of the human
genome by the ENCODE pilot project. Nature 2007, 447:799-816.
Zhang ZD, Paccanaro A, Fu Y, Weissman S, Weng Z, Chang J, Snyder M,
Gerstein MB: Statistical analysis of the genomic distribution and
correlation of regulatory elements in the ENCODE regions. Genome Res
2007, 17:787-797.

Carstensen et al. BMC Bioinformatics 2010, 11:456
http://www.biomedcentral.com/1471-2105/11/456

Page 19 of 19

14. Squazzo SL, O’Geen H, Komashko VM, Krig SR, Jin VX, Jang S, Margueron R,
Reinberg D, Green R, Farnham PJ: Suz12 binds to silenced regions of the
genome in a cell-type-specific manner. Genome Res 2006, 16:890-900.
15. Sandelin A, Carninci P, Lenhard B, Ponjavic J, Hayashizaki Y, Hume D:
Mammalian RNA polymerase II core promoters: insights from genomewide studies. Nat Rev Genet 2007, 8:424-436.
16. Zhang Y, Liu T, Meyer CA, Eeckhoute J, Johnson DS, Bernstein BE,
Nussbaum C, Myers R, Brown M, Li W, Liu X: Model-based analysis of
ChIP-Seq (MACS). Genome Biol 2008, 9(9):R137.
17. Gusto G, Schbath S: FADO: a statistical method to detect favored or
avoided distances between motif occurrences using the Hawkes’ model.
Statistical Applications in Genetics and Molecular Biology 2005, 4(1):24.
18. Lifanov AP, Makeev VJ, Nazina AG, Papatsenko DA: Homotypic regulatory
clusters in Drosophila. Genome Res 2003, 13:579-588.
19. Gotea V, Visel A, Westlund JM, Nobrega MA, Pennacchio LA, Ovcharenko I:
Homotypic clusters of transcription factor binding sites are a key
component of human promoters and enhancers. Genome Res 2010,
20:565-577.
20. Weston AD, Blumberg B, Underhill TM: Active repression by unliganded
retinoid receptors in development: less is sometimes more. J Cell Biol
2003, 161:223-228.
21. Nishida H, Suzuki T, Kondo S, Miura H, Fujimura Y, Hayashizaki Y: Histone
H3 acetylated at lysine 9 in promoter is associated with low nucleosome
density in the vicinity of transcription start site in human cell.
Chromosome Res 2006, 14:203-211.
22. Pauler FM, Sloane MA, Huang R, Regha K, Koerner MV, Tamir I, Sommer A,
Aszodi A, Jenuwein T, Barlow DP: H3K27me3 forms BLOCs over silent
genes and intergenic regions and specifies a histone banding pattern
on a mouse autosomal chromosome. Genome Res 2009, 19:221-233.
23. Pearl J: Causal inference in statistics: an overview. Stat Surv 2009,
3:96-146.
24. Hautsch N: Modelling irregularly spaced financial data, Lecture Notes in
Economics and Mathematical Systems Berlin: Springer-Verlag 2004, 539.
25. Møller J, Waagepetersen RP: Statistical inference and simulation for spatial
point processes, Monographs on Statistics and Applied Probability Chapman &
Hall/CRC 2004, 100.
26. Daley DJ, Vere-Jones D: An Introduction to the Theory of Point Processes I
Springer 2003.
27. Brémaud P, Massoulié L: Stability of nonlinear Hawkes processes. Ann
Probab 1996, 24(3):1563-1588.
28. Green PJ, Silverman BW: Nonparametric Regression and Generalized Linear
Models: A Roughness Penalty Approach Chapman and Hall 1994.
29. Byrd RH, Lu P, Nocedal J, Zhu C: A limited memory algorithm for bound
constrained optimization. SIAM J. Scientific Computing .
30. Andersen P, Borgan O, Gill R, Keiding N: Statistical Models Based on
Counting Processes Springer 1993.
31. Ward JHJ: Hierarchical Grouping to Optimize an Objective Function.
Journal of the American Statistical Association 1963, 58(301):236-244.
doi:10.1186/1471-2105-11-456
Cite this article as: Carstensen et al.: Multivariate Hawkes process
models of the occurrence of regulatory elements. BMC Bioinformatics
2010 11:456.

Submit your next manuscript to BioMed Central
and take full advantage of:
• Convenient online submission
• Thorough peer review
• No space constraints or color figure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at
www.biomedcentral.com/submit

