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Identification of Transcription Factor Binding Sites Derived
from Transposable Element Sequences Using ChiP-seq

Andrew B. Conley and I. King Jordan

Abstract

Transposable elements (TEs) form a substantial fraction of the non-coding DNA of many eukaryotic
genomes. There are numerous examples of TEs being exapted for regulatory function by the host, many
of' which were identified through their high conservation. However, given that TEs are often the youngest
part of a genome and typically exhibit a high turnover, conservation-based methods will fail to identify
lineage- or species-specific exaptations. ChIP-seq has become a very popular and effective method for
identifying in vivo DNA-protein interactions, such as those seen at transcription factor binding sites
(TEBS), and has been used to show that there are a large number of TE-derived TEFBS. Many of these
TE-derived TFBS show poor conservation and would go unnoticed using conservation screens. Here,
we describe a simple pipeline method for using data generated through ChIP-seq to identify TE-derived
TFBS.
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1. Introduction

Transposable elements (TEs) are segments of DNA that possess
the ability to ‘transpose,” meaning that they can move themselves
to distant locations of the host genome and replicate when they
do so. TEs are present in all domains of life and are abundant in
the genomes of many sequenced eukaryotes accounting for a large
portion of non-coding DNA and the genomes as a whole (nearly
50%, ~1.4 Gb of the human genome) (1). Broadly speaking,
there are two types of TEs. Type I TEs, or retroelements, trans-
pose by a copy and paste mechanism via an RNA intermediate,
generating a new insertion. Type II TEs, or DNA transposons,
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1.1. Exaptation of
Transposable
Elements

1.2. Transposable
Elements Evolve
Rapidly

move by a ‘cut-and-paste’ mechanism where the actual insertion
is moved (2). Most TEs harbor their own promoters and regula-
tory sequences, and many active elements encode genes for their
own transposition. Active elements are a small minority, however,
and most TE insertions are unable to transpose.

TEs exist solely to continue their own existence; they do not,
simply by their replication, contribute anything to the host (3, 4).
It is likely that many, if not the large majority of TE insertions,
have little or no functional role for the host and are effectively
under neutral or nearly neutral selection. However, given the very
large number of TE insertions in eukaryotic genomes and the
opportunistic nature of evolution, it is only reasonable to expect
that some would be ‘exapted’ (5) over time to take on a functional
role that benefits the host, a process that could have a wide variety
of results (6, 7). A key factor in TE exaptation events is their
ability to promote their own transcription; without this ability,
they could not replicate themselves. Given this ability, it stands to
reason that TEs could be exapted to provide alternative promoters
for host genes; this has been seen a number of times (8, 9). Of
most importance to this chapter, however, is the ability of TEs to
provide new TEBS to the host. If there existed an active TE that
contained a TEFBS, then each new insertion that the TE generated
would also contain the TFBS. If the TE were highly active, it
could quickly spread the TFBS around the genome. Even if the
TE simply had a sequence that was only close to the TFBS, it
could still spread this ‘progenitor sequence’ around the genome.
Over time, point mutations in individual insertions could alter
the progenitor sequence so that it would now be bound by the
TF (10). Either way, the TE could spread the TFBS around the
genome over timer and create a network of TFBS, and in doing
so alter the expression patterns of host genes. For example, it was
recently shown that a large number of human c-myc binding sites
are located in TE insertions, possibly creating a sub-network for
c-myc control (11). For a comprehensive review of TE-derived
regulatory networks, see (12).

Transposable elements are generally the most rapidly evolving
part of a genome; so long as their insertions are not too deleteri-
ous to the host, TEs can quickly increase in copy number and then
are generally free to accumulate point mutations. The rapid activ-
ity of TEs relative to the host genome means that lineage-specific
insertions can be accumulated in a very short time frame. In the
6 million years since the human—chimpanzee divergence, for
example, there have been several thousand new TE insertions in
cach genome (13). There also appears to be very little selective
pressure on the deletion of most insertions, which can result in
their chance deletion from one lineage, while they are retained in
others. Between human and mouse, there is generally very little
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conservation of non-coding regions in the genome, including
TEs. Many insertions that appear to predate the human—mouse
divergence are present in one genome, but have been lost in the
other (Fig. 14.1) (14). The rapid insertion of TEs combined
with their rapid loss means that two lineages can develop distinct
TE complements in a relatively short time after divergence. Given
that two lineages can have very different TE complements, it
could be possible for a large number of lineage or even species-
specific exaptation events (Fig. 14.1). If the exaptation events
were the creation of new TFBS or promoters, then the spread

of TEs could create species-specific patterns of gene expression
(15, 16).
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Fig. 14.1. Evolutionary scenarios related to TE exaptation events. a An ancient insertion
is exapted and the resulting regulatory sequences are shared across multiple derived
evolutionary lineages. b An ancient insertion is exapted but only selectively conserved
in some of the derived evolutionary lineages. This could result in regulatory divergence
between lineages. ¢ A recent lineage-specific insertion is exapted resulting in regulatory
differences between lineages. TEs are particularly prone to this scenario given how
dynamic and rapidly evolving they are.

A lineage specific insertion
is exapted and exists only in
one lineage.

[

There are three widely used methods to find TFBS in genomes.
It should be noted that these approaches are not mutually exclu-
sive; indeed, the methods are often combined to more rigorously
predict and locate TEBS.
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1.3.1. Phylogenetic
Footprinting

1.3.2. Motif Search

The first approach, phylogenetic footprinting (17), can be done
solely computationally via comparative sequence analysis. A phy-
logenetic screen attempts to find regions of different genomes
that have been conserved over time and, in the case of TFBS,
looking for conserved non-coding elements (CNEs). Screens
looking for conserved non-coding elements (CNEs) represent a
very successful technique for identifying the oldest and, due to
their conservation most likely to be essential, non-coding parts
of the genome. Shortly after the sequencing of the human and
mouse genomes, it was shown that a larger than expected num-
ber of mouse MIR and L2 elements had human orthologs (14).
Subsequently, several thousand insertions or insertion fragments
near human genes were shown to be under purifying selection,
suggesting their exaptation and possible involvement in transcrip-
tional control (18). In recent years, a number of insertions have
been shown to be enhancers for human and vertebrate genes,
many identified with phylogenetic screens. An insertion from the
CORE-SINE family was shown to be conserved across the mam-
malian lineage and to be an enhancer of the POMC gene in mice
(19). The amniote SINE 1, AmnSINE], family of TEs is a very
old family that spread early in the amniote lineage. However, a
number of conserved AmnSINE] insertions exist in the human
genome, two of which were shown to be enhancers involved in
brain development (20-22). A mammalian interspersed repeat
(MIR) was shown to have enhancer ‘boosting’ activity, in that its
presence greatly increased the action of a nearby enhancer, while
the MIR could not on its own be an enhancer (23). The prob-
lem with an approach based on conservation is that, while it will
find many important regions, the screen will miss other regions
that are also important, but also lineage specific. Lineage-specific
TEBS, such as those that could be provided by lineage-specific
TE insertions, could generate lineage-specific expression, and this
would be missed by CNE screens (16). Another case in which
older elements may be overlooked in CNE screens is one in which
an old insertion has been lost, as many are, in several lineages, but
exapted in one (Fig. 14.1). Such an insertion may well play some
role in the lineage that kept it, but it will be completely missed in
CNE screens. CNE screens will miss not only new TE exaptations
but also other non-coding functional elements. It has been shown
previously that sequences with low conservation can play impor-
tant functional roles, such as rapidly evolving, long non-coding
RNAs (24).

The second of the three methods to identify TFBS is also com-
putational and involves scanning a genome for the sequence
motif that the TF in question recognizes. REST, the RE] silenc-
ing transcription factor, is known to repress neuronal genes
in non-neuronal cells. Using experimentally identified REST
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binding sites, which contain the RE1 motif, Johnson et al. (25)
created a position-specific scoring matrix, PSSM, for the motif
and used it to screen for possible REST binding sites in the human
genome. Johnson et al. were able to show that there are a num-
ber of TE-derived REST binding sites that had the ability to bind
REST in vitro, suggesting that TEs have helped to spread the
REST network. When a PSSM is used to search for new TEBS in
a genome, false positives are controlled by shuffling the sequence
in the PSSM, re-scanning the genome with the shuffled sequence,
and comparing the number of sites identified with the original
PSSM to those found with the shuffled PSSM (26). This approach
will not work, however, for TFs that recognize motifs smaller than
the RE1 motif as there will likely be many false positives. In addi-
tion, the presence of a TFBS sequence motif does not guarantee
that the sequence that bears it is actually bound by its correspond-
ing TFE, while sequences that lack similarity to the motif may in
fact be bound by that factor. These challenges to the sequence-
based computational approach necessitate an approach to iden-
tifying TFBS on a genome-wide scale that does not depend on
the sequence of the TFBS, only the binding of the TF to the
region.

The third major approach to finding TFBS is identifying in vivo
protein—-DNA interactions via chromatin immunoprecipitation
(ChIP) followed by microarray analysis (ChIP-chip) or sequenc-
ing of the captured DNA (ChIP-seq, se¢ Chapters 9, 10, and
11). Of the three approaches, this one offers the greatest sensi-
tivity and potential specificity. ChIP is able to find genomic DNA
that is bound by a transcription factor, not just those regions that
are conserved or for which there exists a well-defined TFBS motif.
ChIP is also distinguished from the other approaches in the sense
that it identifies sequences that are experimentally characterized to
be bound by transcription factors, i.e., not just computational pre-
dictions. Genome-wide ChIP assays such as ChIP-PET or ChIP-
chip have been used successfully in the past; however, a newer and
relatively inexpensive method, ChIP-seq, has quickly become the
dominant method of experimentally identifying TFBS, and it is
on ChIP-seq that we focus the rest of our discussion. The ChIP-
seq method combines ChIP with massively parallel sequencing
of the bound DNA (27). The sequencing is usually carried out
on one of the currently available short-read sequencers: Illumina
Genome Analyzer, ABI SOLiD, or Helicos HeliScope. ChIP-
seq has a number of advantages over ChIP-chip and ChIP-PET.
There is no cross-hybridization, as can occur in ChIP-chip, and
the ChIP-seq signal is a digital count of reads mapping to the
TEBS, rather than a fluorescence signal. ChIP-seq is also far less
costly than ChIP-PET, which typically relied on capillary sequenc-
ing. Using several ChIP-based data sets, including one derived
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with ChIP-seq, Bourque et al. (28) identified a large number of
TE-derived TFBS. The majority of TEBS they observed were not
well conserved, with many being lineage specific. This strongly
suggests that expansion of TEs within a genome can lead to
the concurrent expansion of transcription regulatory networks.
Below, we provide a specific example detailing how analysis of
ChIP-seq data can be used to identify TE-derived TFBS.

2. Software

All the software we describe and recommend here is publicly
available.
Bowtie (29) http://bowtie-bio.sourceforge.net/

MuMRescueLite (30) http: / /genome.gsc.riken.jp /osc/english
/dataresource/

UCSC Genome Browser (31) http://genome.ucsc.edu
UCSC Table Browser (32) http://genome.ucsc.edu

3. Methods

3.1. Methods Basics
3.1.1. Mapping

This section describes our choice of tools for the identification
of TFBS derived from TE insertions using ChIP-seq data, and we
show how these tools can be assembled into an analytical pipeline.
The tools presented were chosen for their speed, utility for anal-
ysis of TE-derived TFBS, ease of use, and good documentation.
To illuminate the use of these tools, we first provide an overview
of our analytical pipeline for the detection of TE-derived TFBS
(Fig. 14.2) and then we give a specific example of how ChIP-
seq data can be analyzed to yield genome-wide set of TE-derived
TFEBS.

The first step in finding TE-derived TFBS is to map reads gen-
erated by ChIP-seq back to the genome used. Massively parallel
sequencers generate millions of reads in run of a ChIP-seq exper-
iment. Mapping these reads in a genome as large as the human
or mouse genomes with traditional techniques like BLAST (33)
or BLAT (34) quickly becomes computationally overly expen-
sive. Fortunately, a number of programs have been developed
explicitly for the mapping of short-read data. The fastest of these
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Fig. 14.2. Schematic of the analytical pipeline presented here for finding TE-derived
TFBS with ChIP-seq. Each individual step is described in detail in the text along with
important caveats, which are listed in ‘Notes’ section.

are those that employ the Burroughs—Wheeler transform (35) to
build a very dense index of the genome, then map reads using the
index. We recommend Bowtie for general mapping because of its
speed and useful options (see Note 1). Bowtie is generally the
fastest of these aligners, and it can utilize read quality information
in the FASTQ format data generated from Illumina sequencing.
However, it cannot currently use colorspace reads generated from
SOLID sequencing (sec Note 2).

Were genomes fully random sequences of the four bases, then
almost any ChIP-seq read would be mappable to a unique region
of the genome. However, due in large part to the vast number of
TE insertions, this is not the case. There are numerous repeated
sequences in eukaryotic genomes, and sequence tags derived from
these regions may not map unambiguously back to the genome,
i.e., they may map to multiple genomic regions with equal prob-
ability. The problem of such multiple-mapping ChIP-seq reads
arises in part due to their short length. ChIP-seq reads must nec-
essarily be short in order to provide good resolution protein bind-
ing locations in the genome; a 500 bp read from ChIP-seq would
be easy to unequivocally map to the genome, but would give very
little information about the exact location of the DNA—protein
interaction. A shorter read, on the order of <50 bp, as most
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3.1.3. Different Methods
of Rescue

3.1.4. Peak Calling

ChIP-seq data sets contain, gives good resolution regarding the
location of the DNA binding, but will have a much greater prob-
ability of mapping to multiple locations in the genome. If a TE
insertion provides a TFBS, the insertion is very young, and there
are many similar TEs in the genome, then it may not be possi-
ble to map the ChIP-seq reads from that insertion. For slightly
older elements, there will be far fewer possible places to map the
reads. Many studies have simply discarded multi-mapping reads
for both simplicity of analysis and a desire to be conservative in
their findings. However, this becomes an obvious problem when
studying TEs, as this will result in the loss of many of the reads
coming from TE insertions. To appropriately analyze ChIP-seq
data in regard to TEs, some ‘rescue’ method must be used to
resolve reads of the map to multiple locations.

There are currently several different schools of thought regarding
‘rescuing’ reads that map to multiple genomic locations. MAQ
(36) is a very commonly used mapping utility for short-read data.
When it encounters reads that map to multiple locations with
equal probability, it randomly chooses one of the locations to map
the tag. This poses problems for TE-derived sequences, as it will
dilute the signal from legitimate TEBS, potentially resulting in
both false positives and false negatives. This method also ignores
information on the local context of potential map positions given
by uniquely mapping reads. MUMRescueLite (30, 37) takes this
information into account and assumes that multi-mapping reads
are more likely to come from regions which already have more
uniquely mapping reads and probabilistically determines where
a read most likely came from. We recommend that MuMRes-
cueLite be used after the initial mapping to resolve multi-mapping
reads.

Quality mapping is critically important for downstream analysis,
and once this has been achieved, the first step is often finding
‘peaks’ or, more generally speaking, regions that have a density of
mapped ChIP-seq reads significantly higher than the background
(see Note 3). These peaks are the regions bound by the TF that
are being looked at in the ChIP assay and should contain the
TFEBS. Methods for peak calling, and indeed the area itself, are
still new, and while there is work to be done in the area, there
are several quality software choices available for identifying peaks
in ChIP-seq data. Quantitative Enrichment of Sequence Tags
(QuEST) is reviewed in Chapter 10 and CisGenome in Chap-
ter 9. PeakSeq (38) and SISSRs (39) are two widely used utili-
ties, and in this review, we recommend SISSRs due to its good
documentation.
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SISSRs attempts, and in general is highly successtul at, finding the
TEBS to within a few tens of base pairs based on the strand orien-
tations of reads forming the peak, as well as the density of reads
in the region. Ideally, the TFBS would always be at the point of
highest read density. In reality, it is very often co-located with
the highest density or if not that then very near by, and SISSRs
is correct in its predictions the large majority of the time. What
this means, practically, is that finding those regions identified by
SISSRs that are contained within TEs will tell us which TFBS are
TE derived (see Note 4). This can be accomplished in a number
of ways, the simplest being the creation of two BED-formatted
custom tracks for the UCSC Genome Browser (31), one from
the predicted TFBS and one from the TEs, and uploading them
to the browser. Then, the table browser can be used to inter-
sect the tracks (see Note 5). Below, we provide a specific step-by-
step example of how this can be done using the software cited in
Section 2.

Here we provide an example using ChIP-seq data for the
CCCTC-binding factor (CTCF) from the human ENCODE
(ENCyclopedia of DNA Elements) project (40). CTCF is
zinc finger binding protein with multiple regulatory func-
tions including both transcriptional activation and repres-
sion as well as insulator and enhancer blocking activity
(41). The ChiP-seq data for CTCF are available at http://
hgdownload.cse.ucsc.edu/goldenPath /hgl8/encodeDCC/wg
EncodeChromatinMap/. For this example, we will be using the
first repetition of CTCF and the control. The majority of the
steps in this procedure are done from the command line in the
Unix/Linux operating system environment.

The program Bowtie requires an index for the genome that the
user wishes to map the tags to. This is accomplished with the
‘bowtie-build” utility. It takes as input a FASTA file that contains
the genome in question, the human genome in our example:

Sbowtie-build <human genome FASTA> <index name>

Building the index typically takes several hours depending on
the machine, though once built there is no need to build it again
for different samples. Bowtie takes as input a FASTQ file and the
parameters to control the mapping (see Note 1), as well as the
index to use for the mapping:

Sbowtie -g -k 10 -m 10 --best --strata <index name>
<FASTQ> <bowtie output>

The mapping should be done for both the CTCF ChIP-seq
set and the control set. Bowtie is capable of mapping several thou-
sand reads per second, or far more, depending how many cores it
is allowed to use (see Note 1).
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3.2.2. Multi-mapping
Read Rescue

3.2.3. Peak Calling

3.2.4. Identification of
TE-Derived TFBS

MuMRescuelLite takes all of the information that the Bowtie out-
put has, but the information needs to be rearranged to meet the
requirements of MuMRescuelL.ite:

Sawk '/./ (print $1"\t"$7 + 1"\t"$3"\£"$2"\t"$4"\t"$4 +
length($5) "\tl"}' < <bowtie output> > <MuM Input>

While the above command may appear daunting, it is simply
using awk to rearrange the columns of the Bowtie output and
put tabs between them. MuMRescuelLite is invoked with a much
simpler command:

SMuMRescueLite.py <MuM Input> <MuM Output><Window Size>

Keeping the window size small will prevent distant reads from
rescuing reads that do not really come from the location. We sug-
gest keeping the window size under 100. MuMRescueLite pro-
duces output that is the same as the input, with an additional
column that represents the calculated probability that the read in
question is from that site. Using the desired probability cutoff
for multi-mapping read, use awk to create a BED track from the
MuMRescueLite output for analysis with SISSRs:

Sawk ’$8 > <cut off> {print $3"\t"$5"\t"S$6"\t"S$4}’
< <MuM Output> > <Mapping BED>

The output should then be sorted by chromosome, then start,
then stop:

Ssort -k 1,1 -k 2n,2n -k 3n,3n -o <Mapping BED>
<Mapping BED>

As with the mapping, the rescue should be done for both sets.

SISSRs takes as input the two BED files created in the previous
step and creates another file with peak calls:

$sissrs.pl -i <CTCF File> -b <Control File> -o
<Output File>

Use the -1 option to specify the ChIP set as the input and
the -b option to specify the control set as the background. The
-o option tells SISSRs where to write the output. Formatting the
output into a BED file will allow overlap of the identified TFBS
with TEs in the UCSC genome browser:

Sawk ’‘/"“chr/ {print 1,2,3}’ < <Output File> >
<TFBS BED>

The final step is to upload the SISSRs-identified TEBS,
BED-formatted track to the UCSC genome browser as a cus-
tom track. The name of the track should be changed so as not to
be overwritten by later tracks. Once that is done, create another
custom track that will contain only TEs using the table browser.
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This can be done by filtering the RepeatMasker track for only
those repeats which have a ‘repClass’ of ‘LINE,” ‘SINE,” ‘LTR,’
or ‘DNA.’ Intersecting the track of CTCF TFBS with this TE-
only track will give those TFBS that reside in TE insertions. If
everything has gone right, then there should be examples like that
shown in Fig. 14.3. Here, two distinct CTCF binding sites are
shown for a solo long terminal repeat sequence from the endoge-
nous retrovirus family K (ERVK). Although these particular bind-
ing sites were identified solely based on ChIP-seq data, they can
also be seen to possess known CTCEF binding site sequence motifs
at the bound genomic intervals. Thus, a computational survey of
TE sequences that possess TFBS motifs may have turned up this
example.

Genome wide there are 326 CTCF-bound sites located
within ERVK sequences, and ERVK elements show more than an
order of magnitude greater likelihood to be bound by CTCF than
members of other ERV families. The number of CTCF-bound
ERVK sequences suggests that these TE-derived TFBS may play
some role in regulating human genes, and in fact many ERVs

500 bases} |
1430200 14303E|D| 14GU4DEI| 1430500| 1430600) 1430700 14GUEEIEI| 14305EID| 1431000| 1431100| 1431200| 1431300
CTCF TFBS identified by SISSRs
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Fig. 14.3. An example of two TE-derived CTCF binding sites found using ChIP-seq data. a Two CTCF TFBS identified
by the SISSRs program are found within the long terminal repeat sequence of an endogenous retrovirus TE (ERVK). The
ChIP-seq read density shows two peaks in the ERVK that correspond to the CTCF-bound regions. Analysis of the bound
regions with a CTCF position weight matrix (PWM) (45) using the program CLOVER (46) confirms the presence of two
conserved CTCF binding site sequence motifs in the regions identified with the ChIP-seq data. The sequences of the
binding sites are shown compared to the sequence logo representing position-specific variation in the CTCF PWM. b
Regions orthologous to the ERVK insertion site from completely sequenced mammalian genomes were compared using
the vertebrate Multiz alignment. Sequence regions conserved between species are shown. Regions flanking the ERVK
element are conserved in other mammalian genomes, but the insertion itself is human specific.

ERVK
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are located in close proximity to genes. For instance, the CTCE-
bound ERVK shown in Fig. 14.3 is located in the 5" regulatory
region ~6 kb upstream of the ATAD3A gene.

ERV sequences in general and members of the ERVK
family in particular are young lineage-specific elements that
are poorly conserved across species. Phylogenetic analyses
revealed that the ERVK family invaded the primate lineage
subsequent to the diversification between New World and
Old World monkeys (42). Consistent with their recent evo-
lutionary origin in the human genome, ERVK sequences
have a mean PhyloP (http://www.genome.ucsc.edu/cgi-bin/
hgTrackUirhgsid=147315896&c=chrl&g=phyloPCons28way)
base-wise conservation score of 0.22, while the genome as
a whole has a mean score of 0.47. Therefore, phylogenetic
footprinting approaches, which identify regulatory sequences in
non-coding DNA by virtue of their sequence conservation, would
be exceedingly unlikely to turn up any cases of ERVK-derived
TEBS. Indeed, comparison of the CTCF-bound ERVK insertion
shown in Fig. 14.3 with orthologous mammalian genomic
regions indicates that this particular ERVK insertion is human
specific and missing in all other mammals. Such lineage-specific
TE-derived regulatory sequences may be of particular interest in
the sense that they could be responsible for driving regulatory
divergence between species (15, 16).

4. Notes

1. Bowtie is currently the fastest short-read aligner available
and our preference for mapping short-read data, such as
that generated by ChIP-seq or RNA-seq. It has many of
the same advantages of MAQ, such as taking quality infor-
mation into account, but also has other features useful for
looking at TE-derived sequences that MAQ currently lacks.
Bowtie is also quite memory efficient and it scales well with
genome size. Bowtie can be run with the human genome on
a computer with 4 GB of RAM, though on such a com-
puter nothing else should be started in the meantime, as
when Bowtie is forced out of memory it tends not to recover.
Bowtie has a large number of options for controlling map-
ping and output, which can be listed by executing bowtie
with no arguments. The more important options are listed
and explained here:

-k <integer> this option is critically important among
those available. This option tells bowtie that it should
report more than one mapping, as by default it reports
only the first. At the current time, MAQ will not report
more than one mapping. Currently, MAQ will use the
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quality scores to choose a location and assign the mapping
a quality of 0. Output of multi-mapping reads and their
possible location is essential for the rescue and analysis of
TE-derived sequences.

--best giving this option will cause bowtie to report only
those mappings which have the highest quality and is rec-
ommended if you have the FASTQ data and not just the
FASTA data of base calls. This can greatly reduce the num-
ber of multi-mapping reads.

--strata This option is used along with the --best
option and will cause bowtie to return only the highest
quality mappings.

-m <integer> will eliminate reads that map more than
m times. We suggest making it the same as k. This will
remove reads that map to so many places in the genome
that they could likely never be placed with confidence.

One major advantage of Bowtie is that it allows for the easy

use of multiple cores, which every desktop shipped in the

last ~3 years has. Speed will become increasingly important

as the number of reads generated per run increases. On a

dual-core machine, such as a machine with an Intel Core

Duo, only one core is advisable. However, on a quad-core

machine, it is generally advisable to use two or three cores.

On an eight-core machine six cores are recommended. The

number of cores (processors) is set with the -p option. In

some unfortunate cases, FASTQ files from a ChIP-seq exper-
iment are not available, and only the base calls are supplied.

In this case, you would not supply the ‘-q’ flag to indicate

FASTQ format. It is in these cases that the rescue is espe-

cially important.

. The ABI SOLIiD sequencing platform does not produce base
calls like the Illumina platform, but rather ‘color’ calls that
represent transitions between two bases. Bowtie cannot cur-
rently map colorspace reads, and we suggest the SOCS pro-
gram for this purpose (43). Like Bowtie, it has generally low
memory requirements and is also capable of using multiple
cores when available.

. Though many peaks from ChIP-seq data will be quite large
and obvious, others may be closer to the background noise.
Complicating this is that the background in ChIP-seq is
non-random and tends to form peaks of its own. Most peak-
finding utilities will look for peaks with just the ChIP-seq
data alone, but many also allow the use of both the ChIP-
seq data and a control set. By comparing the control set and
the experimental set, false positives that result from peaks
not related to the ChIP can be removed.



While SISSRs and other peak finders do a very good job of
finding the actual TFBS from ChIP-seq data, they may still
be off on occasion. A more accurate way to find the exact
TFEBS is to scan the identified TFBS, along with their flanks,
with a PSSM for the TFBS motif with a program such as
MAST (44). This will give the exact location of the TFBS if
it exists in the peak region.

. In this chapter, we suggest using the UCSC Genome

Browser and table browser for the overlap of the identified
TFBS and transposable elements. This is very simple to do,
but requires loading BED-formatted tracks to the browser
and (relatively) lots of manual work. ‘Kent Source Tree’
is a large series of utilities, many of which form the back
end of the browser. One such utility, ‘bedOverlap,” will
overlap two sets of tracks without having to upload them
to the browser. Numerous other useful utilities include the
‘bedItemOverlapCount’ utility that can produce custom
‘wiggle’ tracks for the UCSC Genome Browser, which
visualize the density of ChIP-seq reads, and hence protein
binding intensity, along the genome. Compilation and
installation of the Kent Source Tree is not always easy, but
is recommended if possible.
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