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Abstract
Background: How the transcription factor binding sites (TFBSs) are distributed in the promoter region have
implications for gene regulation. Previous studies used the translation start codon as the reference point to infer
the TFBS distribution. However, it is biologically more relevant to use the transcription start site (TSS) as the
reference point. In this study, we reexamined the spatial distribution of TFBSs, investigated various promoter
features that may affect the distribution, and studied the effect of TFBS distribution on transcriptional regulation.
Results: We found a sharp peak for the distribution of TFBSs at ~115 bp upstream of the TSS, but no clear peak
when the translation start codon was used as the reference point. Our analysis of sequence variation data among
63 yeast strains revealed very low deletion polymorphisms in the region between the distribution peak and the
TSS, suggesting that the distances between TFBSs and the TSS have been selectively constrained in evolution. As
in previous studies, we found that the nucleosome occupancy and the presence/absence of TATA-box in the
promoter region affect the TFBS distribution pattern. In addition, we found that there exists a correlation between
the 5’UTR length and the TFBS distribution pattern and we showed that the TFBS distribution pattern affects gene
transcription level and plasticity.
Conclusions: The spatial distribution of TFBSs obtained using the TSS as the reference point shows a much
sharper peak than does the distribution obtained using the translation start codon as the reference point. The TFBS
distribution pattern is affected by nucleosome occupancy and presence of TATA-box and it affects the transcription
level and transcription plasticity of the gene.

Background
The binding of gene-specific transcription factors (TFs)
to the TF binding sites (TFBSs) in the promoter region is
required for the initiation of gene transcription. In the
last decade, extensive efforts have been made to identify
TFBSs in Saccharomyces cerevisiae using both experimental and computational approaches [1-9]. These data
are useful for studying the spatial distribution of TFBSs
on yeast promoters. This distribution may be used to
address questions on gene regulation such as whether
there exists a “preferred zone” in the promoter for TF
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binding and how strongly the position of a TFBS affects
the transcriptional output of a gene.
In S. cerevisiae, several studies have revealed that
TFBSs are not uniformly distributed over the promoter
region [2-4,10,11]. For example, using computational
tools to search for over-represented binding motifs in
various groups of genes in S. cerevisiae, Hughes et al. [4]
found that TFBSs are highly enriched in the region
approximately between 50 and 150 bp upstream of the
translation start site. Similarly, Harbison et al. [3] found
from ChIP-chip data that 74% of the TFBSs are located
between 100 and 500 bp upstream of the translation start
site. These studies have provided a rough spatial distribution of TFBSs. However, improvements can be made.
First, since the transcription of a gene into mRNA begins
at the transcription start site (TSS), it is biologically more
relevant to study the TFBS distribution relative to the
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TSS than to the translation start codon. In this study we
have used the TSS as the reference point, taking advantage of the high-resolution TSS data recently generated
by RNA-seq [12]. Second, in previous studies the distribution was inferred using the number of TFBSs at each
site of the promoter region, but the promoter length varies greatly among genes [13]. For example, there are 4977
sequences at position -200 bp (i.e., 200 bp upstream of
the translation start site) but only 2494 sequences at
position -400 bp (Yeast Genome Database). Clearly, the
number of TFBSs at a site should be normalized by the
number of promoter sequences that cover that site.
Two factors have been known to affect the distribution
of TFBSs in eukaryotes: nucleosome positioning and presence of TATA-box [14-17]. As the primary building
block of eukaryotic chromatins, a nucleosome is formed
by tightly wrapping ~147 bp of DNA around a histone
octamer [18]. The presence of nucleosomes is a major
barrier for direct TF-TFBS interactions. Studies on
nucleosome positioning have revealed that many yeast
genes contain a nucleosome free region (NFR) in their
promoters, which exposes TFBSs to TFs [14,15,17].
TFBSs are mainly located in the NFR in NFR-containing
promoters but are more evenly distributed in NFR-less
promoters, suggesting a significant effect of nucleosome
positioning on TFBS distribution [15,19]. The TATA box
is usually located ~40-120 bp upstream of the TSS in
many yeast genes and facilitates in directing RNA polymerase II to the downstream TSS [20]. In S. cerevisiae,
~20% of the genes contain a TATA-box in their promoter regions [21]. The TATA box-containing genes and
TATA box-less genes are known to use different transcription initiation pathways [21-23]. It has been shown
that promoters with a TATA box have distinct structure
features, such as higher nucleosome occupancy and
higher DNA bendability near the TSS than do TATA
box-less promoters, which may affect the TFBS distribution [16,19,24]. In this study, we re-evaluated the effects
of nucleosome positioning and the presence/absence of
TATA-box on the distribution patterns of TFBS inferred
by our improved methods. In addition, we also studied
whether there is a relationship between TFBS distribution and the length of the 5’ untranslated region (5’UTR).
Although the average length of 5’UTRs is rather constant
among diverse organisms (100 - 200 bp), the length substantially varies among genes in the same genome
[12,25,26]. It is not known if this variation in 5’UTR
length has any relationship with the TFBS distribution
and other promoter structural features, although it is
well established that 5’UTR plays important roles in
post-transcriptional regulation, including modulation of
the mRNA subcellular localization, mRNA stability,
transport of mRNAs out of the nucleus and translation
efficiency [27-29]. Finally, we assessed the effects of the
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TFBS distribution on the output of gene transcription,
which can be measured in two ways: (i) transcription
abundance (level) under a given condition and (ii) transcriptional plasticity, which is defined as the capacity for
a gene to change its transcriptional level under different
conditions.

Results
A TFBS distribution peak at ~115 bp upstream of the TSS

We defined the promoter region of a gene as the intergenic region of the gene from its translation start codon
to the coding boundary of the nearest upstream gene.
We used the TSS as the reference point to infer the spatial distribution of TFBSs by measuring the frequency of
TFBSs at each position in the promoter. For comparison,
we also obtained a distribution using the translation start
codon as the reference point. Since the total number and
content of TFBSs strongly depend on the criteria for
defining TFBSs, we analyzed four different sets of TFBS
data to ensure the robustness of our conclusions (see
Methods).
With the TSS as the reference point, we found TFBSs to
be highly enriched from ~80 to 200 bp upstream of the
TSS with a sharp peak at -115 bp; the four different TFBS
datasets yield highly consistent overall patterns (Figure 1A
and Additional file 1). The frequencies of TFBSs at the
peak are significantly higher than the average randomized
distribution of TFBSs, indicating a strong positioning bias
of TFBSs relative to the TSS (Figure 1A). In contrast, with
the start codon as the reference point, only a plateau, but
no sharp peak, is observed (Figure 1B and Additional file
1). Similar TFBS distributions were obtained when we
excluded bidirectional promoters, each of which is a promoter region shared by two divergently transcribed adjacent genes (Additional file 1), highlighting the robustness
of our results. To statistically evaluate if the TFBSs have
more biased distribution inferred using the TSS as the
reference point than does the distribution obtained using
the translation start codon as the reference point, we calculated the localization bias of the peak which is defined
as the ratio of the maximal value of the TFBS frequencies
divided by the average value of the TFBS frequencies (we
used 1000 bootstrap pseudoreplicates; see Methods). We
found that localization bias of the peak inferred by the
TSS (mean ratio = 1.69 ± 0.07) is significant higher than
that inferred by the start codon (mean ratio = 1.35 ± 0.05,
p-value < 10-15 , t-test) supporting the existence of a preferred range of distances from TFBSs to the TSS.
To ensure the robustness of the above results, we also
inferred the distribution of TFBSs retrieved from SwissRegulon [30], which contained 14001 high confidence
binding sites for 72 TFs with a posterior probability
> 0.5 (see Methods). Similar to the above results, the
TFBSs are highly enriched in the region of 80-200 bp
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Figure 1 The distribution of TFBSs in yeast promoters. (A) The frequency distribution of the distances from the TFBSs to the transcription
starting site (TSS) in genes. This figure shows the spatial distribution of TFBSs in the promoters of 4369 genes (using TFBS dataset IV). The value
at each position relative to the TSS is a moving average of a window of 41 bp. The distribution has a very sharp peak ~115 bp upstream of the
TSS and the TFBSs are strongly concentrated in the ~ 100 bp region from 180 to 80 bp upstream of the TSS. The blue solid line represents
observed values; The red solid and dotted lines represent the mean of randomization and 95% confidence intervals for 1000 randomized tests
(B) No sharp peak was found in the frequency distribution of TFBSs relative to the translation start codon. This figure was generated using the
same data as in (A) except that the translation start codon instead of the TSS was used as the reference point. (C) The frequency of deletion
polymorphisms in the TSS-proximal region is the lowest in the promoter region and is significant lower than random expectation. This figure
was generated using the same data as in (A).
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upstream of the TSS, and the distribution of TFBSs is
less biased when the start codon is used as the reference
(Additional file 2). Based on 1000 bootstraps, the localization bias of the peak of TFBS distribution inferred by
the TSS (mean ratio = 2.6764 ± 0.0708) is significant
higher than that inferred by the start codon (mean ratio
= 1.9391 ± 0.0610) (p-value <10-15, t-test). Therefore,
our analysis appearsto be robust.
Interestingly, the frequency of TFBSs immediately
downstream of the peak, including the 5’UTR region, is
significantly lower than random expectation and the frequency in any other intergenic regions and random
expectation, revealing a TFBS-depleted region from -80
bp to the 5’UTR (Figure 1A). This region roughly corresponds to the location of the core promoter [31]. The
core promoter contains DNA elements that directly
interact with the general transcription machinery and
can extend 35 bp upstream or downstream of the TSS
[31]. This TFBS-depleted region can be explained by the
selection against potential spatial competition between
TF binding and the general transcription complex. The
depletion of TFBS in the 5’UTR region indicates that
TFBSs strongly prefer the location upstream to the
region where the general transcription complex binds.
Strong selective constraints on the distances between TSS
and TFBSs

If the distance between a TFBS and the TSS is important
for the TF function, DNA insertion and deletion events in
this region should tend to be selectively disadvantageous.
To test this hypothesis, we estimated the frequency of
deletion polymorphisms using the genome-wide polymorphism data of 63 S. cerevisiae strains from diverse ecological niches and geographic locations [32]. For all
promoters with an identified TSS location, we computed
the average occurrence of deletion events per sequence at
each position relative to the TSS (see Methods). Figure 1C
shows that the frequency of deletion polymorphisms
monotonically decreases as the distance to the TSS
decreases. In addition, the frequency of deletion polymorphisms in the region from ~-200 bp to TSS is significantly lower than the random expectation. Fewer deletion
polymorphisms in the TSS proximal region suggest a
lower level of tolerance of deletion mutations. Our data
shows that most TFBSs are located within the first 200 bp
upstream of the TSS and that the number of TFBSs
decreases as the distance to the TSS increases. Therefore,
the frequency of deletion polymorphisms is negatively correlated with TFBS occurrence, suggesting that the distance
between a TFBS and the TSS is under purifying selection.
In contrast, no significant variation in SNP frequency is
detected among different promoter regions (Additional file
3), probably because the occurrence of SNP does not
change the TFBS-TSS distance.
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Effects of nucleosome occupancy and presence/absence
of TATA-box on the TFBS distribution

We calculated the average nucleosome occupancy in the
1201 bp region surrounding the TSS for all yeast genes
using the recently released nucleosome occupancy data
by Kaplan et al. [17] (see Methods). The genome average nucleosome occupancy reveals a NFR in the ~200
bp region immediately upstream of the TSS (Figure 2A),
which is consistent with a previous study based on different nucleosome data [15]. As shown in Figure 2A,
there is a negative correlation between TFBS density
and nucleosome occupancy. The peak of the TFBS distribution matches the valley of nucleosome occupancy,
indicating that TFBSs are predominantly enriched in the
NFR. The negative correlation between the TFBS distribution and nucleosome occupancy has been observed
on individual TFs, such as ABF1, REB1, MBP1 and
RSC3 [15,33]. The consistency between the genomewide scale TFBS distribution and the distribution for
individual genes suggests that the presence of NFR is an
important factor for the uneven spatial distribution of
TFBSs in S. cerevisiae.
To further investigate how low nucleosome occupancy
surrounding the TSS affects the distribution of TFBSs,
we used the k-means clustering algorithm to classify all
genes into four clusters based on their nucleosome positioning patterns in the promoter region [15] (see Methods). The four clusters (Type I to Type IV) contain 1,181,
927, 781 and 1,232 promoters, respectively (Figure 2B).
Type I promoters have the most conspicuous 200 bp
NFR with well defined boundaries, whereas Type IV promoters are mostly occupied by nucleosomes. Similar to
the Type I promoters, Type II and III promoters also
contain a nucleosome-depleted region upstream of the
TSS, but their NFRs lack a well positioned upstream
nucleosome (-1 nucleosome). Interestingly, these four
types of promoters display distinct TFBS distribution patterns (Figure 2C). Type I promoters have the most
uneven TFBS distribution among all groups, with a very
sharp peak at ~115 bp upstream of the TSS; whereas
Type IV promoters show no sharp peak and are broadly
distributed between -100 and -500 bp (Figure 2C). The
presence of a NFR close to the TSS results in the enrichment of TFBSs within the NFR. Although the TFBSs of
Type IV promoters are relatively broadly distributed in
the promoter region, the frequencies of TFBSs are significantly higher than in other types of promoters at most
positions. On average, more TFBSs are present in a Type
IV promoter than a promoter with a NFR, suggesting a
more sophisticated regulation for genes with Type IV
promoters. Tirosh et al. [19] identified two extreme
classes of promoters based on nucleosome occupancy:
depleted proximal-nucleosome (DPN) and occupied
proximal-nucleosome (OPN). They showed that TFBSs
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Figure 2 The effects of promoter architecture features on the TFBS distribution. (A) Strong negative correlation between the TFBS
frequency and the genome-wide average of nucleosome occupancy in the ~200 bp region upstream of the TSS. The intergenic regions were
aligned with reference to TSS. (B) The yeast genes were clustered into four groups by k-means clustering based on a 1201 bp region
surrounding the TSS. (C) The frequency distributions of TFBSs relative to the TSS in four clusters of genes with diverse nucleosome occupancy
patterns. The figure is presented in the same way as Figure 1A. (D) The TFBS distribution differs between TATA box-containing and TATA boxless genes. The TATA box-containing genes have more broadly distributed TFBSs and higher TFBS frequency in the promoter region. (E) The
distributions of TFBSs relative to the TSS in three categories of 5’UTR length: short, medium and long. The long 5’UTR genes have more broadly
distributed TFBSs and a higher TFBS frequency in the promoter region.
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are strongly enriched in the NFR of DPN promoters, but
are more evenly distributed throughout OPN promoters.
DPN and OPN genes are similar to the Type I and IV
genes, respectively, regarding the nucleosome occupancy
pattern and the TFBS distribution. However, our normalized distribution of TFBSs on the Type IV promoters
provides extra information: TFBSs of Type IV promoters
are not only more uniformly distributed, but with a significant higher density of TFBSs compared to Type I promoters. Therefore, our results suggest that although the
presence of a nucleosome may reduce the accessibility of
TFBSs for the TFs, it does not necessarily reduce the
occurrence of TFBSs. Indeed, more TFBSs are found in
nucleosome-occupied promoters, suggesting that genes
with nucleosome-occupied promoters tend to be regulated by more TFs.
We compared the TFBS distributions between 1,097
TATA box-containing and 5,649 TATA box-less genes.
As shown in Figure 2D, the TFBSs in TATA box-less
genes show a sharp peak upstream of the TSS, whereas a
high plateau instead of a clear peak of the TFBS distribution is observed in TATA box-containing genes. In addition, higher frequencies of TFBSs are observed in TATA
box-containing genes than in TATA box-less genes at all
positions, indicating that TATA box-containing promoters tend to contain more TFBSs. Therefore, the TATA
box-containing genes have a similar TFBS distribution
pattern to Type IV genes, suggesting that these genes
may be under more intricate regulation.
Association of different 5’UTR lengths with distinct TFBS
distributions and nucleosome occupancy patterns

The observation of a higher variation in 5’UTR length
within species than between species motivated us to
investigate its relationship with promoter structures. To
study this question, we divided all S. cerevisiae genes into
three groups according to the lengths of 5’UTR: short
(x < 39 bp, 1460 genes), medium (39 ≤ x < 81, 1471
genes) and long (x ≥ 81 bp, 1483 genes). Distinct TFBS
distributions are observed among the three groups. As
shown in Figure 2E, the long 5’UTR genes have the highest frequency of TFBSs and most broadly distributed
TFBSs in the promoter region. Especially, long 5’UTR
genes contain a significant higher frequency of TFBSs in
the 5’UTR region than short 5’UTR genes (Figure 2E). In
contrast, the TFBSs of short 5’UTR genes are enriched in
a short region of 80-180 bp upstream of the TSS, showing a negative correlation between 5’UTR length and
uneven distribution of TFBSs. We repeated these analyses by dividing all genes in to four groups of 5’UTR
length and observed a similar trend.
To obtain further information about the relationship
between 5’UTR length and the distribution of TFBSs,
we studied the correlations of 5’UTR length with
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nucleosome positioning and the presence/absence
of TATA box. First, we found a significant positive correlation between 5’UTR length and the nucleosome
occupancy level near the TSS (Figure 3A and 3B). Specifically, the average 5’ UTR length of Type IV genes is
nearly as twice long as that of Type I genes (103.9 bp vs
60 bp, p < 10-40, t-test), while the Type II and III genes
have intermediate 5’ UTR lengths (Figure 3A). Second,
long 5’UTR genes tend to have much higher nucleosome occupancy near the TSS compared with short
5’UTR genes (Figure 3B). In addition, we also observed
a positive correlation between the 5’ UTR length and
presence of TATA-box (Figure 3C and 3D). TATA boxcontaining genes are enriched in long 5’UTR genes (p =
0.0002, Chi-square test), and TATA box-less genes tend
to have short 5’UTRs (p = 0.008) (Figure 3C). Therefore,
TATA box-containing genes have, on average, longer
5’UTRs than TATA box-less genes (p = 0.006, t-test)
(Figure 3D). We speculate that promoter structural features, such as nucleosome occupancy and presence/
absence of TATA box, affect the 5’UTR length, because
they play a more important role in transcription regulation than does the 5’UTR length. However, we cannot
rule out the possibility that the reverse is true.
Effects of promoter features on gene transcription
profiles

To test if the TFBS distribution pattern affects gene transcriptional regulation, we infer the TFBS distribution patterns for genes with different transcriptional plasticity
values and transcriptional abundances (levels). We calculated the transcriptional plasticity value for each gene
from over 1000 profiles of microarray data (see Methods)
and ranked all genes by their transcriptional plasticity
values. The TFBS distribution patterns were computed
for 500 genes with the highest plasticity and for 500
genes with the lowest plasticity, respectively. As shown in
Figure 4A, the TFBSs of low plasticity genes form a sharp
peak around 100 bp upstream of the TSS, showing a
highly uneven TFBS distribution. In contrast, the TFBSs
of high plasticity genes are broadly distributed in a 400
bp region, from -500 to -100 bp upstream of the TSS.
More importantly, the density of TFBSs in this region is
even higher for high plasticity genes. This result suggests
that the large number of TFBSs in the promoter is an
important factor for the plasticity of gene expression.
We also studied the TFBS distribution patterns for
genes with different expression levels under normal
growth conditions. Nagalakshmi et al. [12] used RNAseq data to divide yeast genes into three expression
groups: high, medium and low. We found that the
TFBSs of the three groups are not very different with
regard to the distribution shape in the promoter region
(Figure 4B). However, significant differences can be seen
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in terms of the frequency of TFBSs. Indeed, the overall
density of TFBSs is positively correlated with the expression abundance, suggesting that genes with more TFBSs
in their promoter regions tend to have a higher expression level.

Discussion
Our study reveals that TFBSs are highly enriched in a
narrow region ~115 bp upstream of the TSS, whereas
no clear distribution peak is observed when the translation start codon is used as the reference point (Figure1
and S1). This result differs from the observation of previous studies [3,4]. The difference arose because different methods were used to infer the distribution of
TFBSs. As mentioned above, previous studies did not
normalize the number of TFBSs observed at a position
by the number of promoters that covered that position.
One can easily imagine that the proximal regions of the
translation start site have the largest number of
sequences, whereas more upstream regions have fewer

sequences. Our revised distribution of TFBSs suggests
that the distance between TFBSs and TSS is important
for transcriptional regulation. The distribution pattern
of TFBSs can be valuable for binding motif prediction
because candidate TFBSs at different locations should
be given different weights. When genome-wide TSS and
TFBS data becomes available for other closely related
species of S. cerevisiae, it will be interesting to see
whether the spatial distribution of TFBSs have been
conserved in evolution.
Our observation that both nucleosome positioning and
presence/absence of TATA box affect the distribution of
TFBSs is consistent with previous studies [15,16,19,21].
The DNA sequence in the NFR is exposed and therefore
accessible for TFs, because no chromatin remodelling
and no DNA unwrapping are required for TF-TFBS
interaction, which is an advantageous structure for constantly transcribed genes. Therefore, it is believed that
there are more TFBSs in the NFR than in a nucleosome
occupied region [15]. This is true in general, but the
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Figure 4 The distribution patterns of TFBSs among genes with different expression profiles. (A) High expression plasticity genes have
distinct TFBS distribution patterns compared to the low plasticity genes. (B) The density of TFBSs has a positive correlation with gene expression
level under rich media.

nucleosome occupancy pattern in the promoter region
does not strongly affect the total number of TFBSs in
the promoter. In fact, the TFBS density for nucleosomeoccupied promoters (e.g. Type IV) tends to be even
higher than the peak of NFR-containing promoters (e.g.
Type I genes, Figure 2C). More TFBSs are also observed
in the TATA-box containing genes (Figure 2D).

It has been shown that the genes with nucleosome
occupied promoters and TATA-box containing genes
have higher expression variability under different conditions, compared to the other types of genes [16,19]. Our
Gene Ontology analysis reveals that Type IV genes are
significantly enriched in oxidation reduction and
response to various stimuli (Additional file 4), similar to
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the TATA box-containing genes [21]. Stress-response
genes need to be finely regulated, and so their expression level can be dramatically changed under different
conditions. In addition, genes with high expression plasticity also contain more TFBSs in the promoter region
(Figure 4A). Therefore, the presence of more TFBSs in
the promoters of these genes provides higher flexibility
for different TFBS combinations under different
conditions.

Conclusions
Our study showed that the spatial distribution of TFBSs
has a sharp peak at 115 bp upstream of the TSS, which is
inside the nucleosome-depleted region. In contrast, no
clear peak of the TFBS distribution was observed using
the translation start codon as the reference point. The
frequency of deletion polymorphisms monotonically
decreases as the distance to TSS decreases, while no significant variation in nucleotide polymorphism frequency
was observed along the promoter region, suggesting that
the distance between TFBSs and the TSS is functionally
constrained. Our study further indicated that the TFBS
distribution pattern is affected by nucleosome occupancy
and presence of TATA-box and that the distribution
pattern affects the transcription level and transcription
plasticity of the gene.
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related yeast species in combination with a collection of
experimentally known binding sites from the yeast promoter database SCPD, and ChIP-chip binding data. We
retrieved 14001 high confidence binding sites for 72 TFs
with a posterior probability > 0.5 from this database and
used them to inferred TFBS distribution relative to the
TSS and the start codon, respectively.
The genomic coordinates of TSS, RNA expression level,
and 5’UTR length were obtained from Nagalakshmi et al.
[12], in which a high-resolution transcriptome of the yeast
genome was generated by a high-throughput RNA-seq
method. The lists of TATA box-containing genes and
TATA box-less genes were obtained from Basehoar et al.
[21]. The nucleosome occupancy data were determined by
deep sequencing under three different in vivo conditions,
YPD, galactose and ethanol [17]. The nucleosome occupancy data obtained under YPD were used in this study,
because the TSS data was also obtained under this condition. The transcriptional or expression plasticity was estimated as the average of the squared log2 expression ratio
from over 1000 microarray experiments, which reflects the
capacity for a gene to change its transcriptional level
under different conditions [34]. The gene lists of all
defined promoter structural groups are provided in Additional file 5. The data (TFBS, TSS, TATA box, nucleosome
occupancy) used in this paper were organized in an online
browser at http://zoro.ee.ncku.edu.tw/ypa/.

Methods
Data sources

Determining the distribution of TFBSs

The TFBS locations for 117 TFs were determined
according to the motif-discovery algorithm of MacIsaac
et al. [6], which is based on genome-wide Chip-chip
data [3] and sequence conservation among species. We
used four TFBS data sets that are defined in MacIsaac
et al. by using different combinations of TF binding
confidence of the ChIP-chip data and TFBS conservation level: (I) a stringent TF binding criterion (p <
0.001) and strong evolutionary conservation of TFBS
(conserved in at least three of the four yeast species:
S. cerevisiae, S. paradoxus, S. mikatae and S. bayanus);
(II) a stringent binding criterion (p < 0.001) and moderate conservation (conserved in at least two yeast species); (III) a moderate binding criterion (p < 0.005) and
strong conservation (conserved in at least three yeast
species), and (IV) a moderate binding criterion (p <
0.005) and moderate conservation (conserved in at least
two yeast species). Dataset (I) represents the most stringent one, whereas dataset (IV) is the most relaxed and
contain the largest number of predicted TFBSs.
To ensure the robustness of our analysis, we also used
the TFBS dataset from SwissRegulon database [30]. This
TFBS dataset was produced using the MotEvo TFBS
prediction algorithm, which operates on multiple alignments of orthologous intergenic regions from 5 closely

We constructed the distribution of TFBSs at a position
by dividing the number of TFBSs at that position with
the number of promoter sequences that cover that position, rather than just counting the total number of
TFBSs at the position, because the numbers of promoter
sequences at different positions vary greatly. Let G be a
set of genes of interest. Let x be the position relative to
TSS. For each x in the promoter region of a gene in G,
we checked whether a TFBS is located at that position
or not by using the TFBS data in MacIsaac et al. [6].
The same process was applied to all genes in G. Then
we counted the total number, n(x), of TFBSs located at
position x for all genes in G. Finally, the TFBS frequency d(x) at position x was obtained by dividing n(x)
by the total number of promoter regions r(x) that contain position x. The frequency of TFBSs at each position
was smoothed by a moving average of a window of size
41 bp. The binding sites in each promoter region of the
4369 genes were redistributed randomly and independently in the promoter region to generated a “randomized” TFBS dataset which was then used to infer the
random expectation of the TFBS frequency by following
the approach in [3]. The randomization process was
repeated 1000 times to obtain 95% confidence intervals
of random expectation values at each position. The
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observed frequency of TFBSs relative to the start codon
and its randomized expectation were inferred using the
same method.
To determine if TSS-based TFBS distribution is more
biased than the distribution based on the start codon,
we compared the localization bias of the peak which is
defined as the ratio of the maximal value of the TFBS
frequencies divided by the average value of the TFBS
frequencies [19]. We used bootstrapping to generate
1000 ratio values. For each bootstrap pseudoreplicates,
4369 resamples were obtained by random sampling with
replacement from the original gene set used in this
study. Then these 4369 resamples were used to calculate
the TFBS frequency for each position in the promoter
region. We obtained 1000 peak-to-average ratios for
TSS-inferred and the start codon-inferred TFBS distributions, respectively, and we conducted 2-sample t test
to determine if there is a significantly different localization bias between the two distributions.
Estimating the frequency of deletion polymorphisms and
SNPs in promoter region

The SNP and deletion polymorphism data were obtained
from Schacherer et al [32]. The frequency of deletion at
each position relative to the TSS was calculated in an 800
bp region upstream of the TSS. If the length (L) between
the TSS and coding region boundary of nearest upstream
gene was > 800 bp, only the first 800 bp region was used.
The actual length was used if L < 800 bp. We counted
the total number of detected deletion events (Nd) at each
position relative to the TSS. The frequencies of deletion
events (Fd) were calculated through dividing Nd by total
number of sequences at each position. The frequencies of
SNPs were also estimated for the same 800 bp region.
The total number of SNPs at each position relative to the
TSS was counted for all intergenic sequences using data
from the same source [32]. The genome-wide average
frequency of SNP was calculated through dividing the
total number of SNPs by the total number of sequences
at each position relative to the TSS and then smoothed
by moving average of a window of 41 bp. We inferred the
random expectation frequency of the deletion polymorphism and SNPs based on the randomized data
which was generated by randomly shuffling the locations
of deletion polymorphisms and SNPs in all intergenic
regions. This process was repeated 1000 times to obtain
the 95% confidence intervals of the random frequency of
deletion polymorphisms and SNPs at each position.
Yeast gene clustering, estimation of average nucleosome
occupancy, and gene transcriptional plasticity and
abundance

We retrieved nucleosome occupancy data of the 1,201
bp region surrounding TSS (-1000 to 200 bp) for the
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4,556 genes with identified TSS locations [17]. The position of nucleosome occupancy in each gene was aligned
relative to the TSS. The total nucleosome occupancy
values (log2 mean) of each position in the 1201 bp
region were calculated for all genes in a defined group.
The average nucleosome occupancy per position was
then calculated by dividing the number of genes in each
group. Because nucleosome occupancy data are not
available in some genomic regions, we only used promoters with at least 80% coverage of nucleosome occupancy data in the clustering of genes. In total, 4121
genes were used in k-means clustering with Cluster 3.0
using the Euclidean distance metric and 20 repetitions
[35]. Clusters were visualized with Java Treeview [35].
The transcriptional plasticity for each gene was quantified as the average of the squared log2 expression ratio.
We used the same method of transcriptional plasticity
estimation that was described in Tirosh and Barkai [19].
We used the transcription abundance data from Nagalakshmi et al. [12] to evaluate the effects of promoter
architecture on the transcription level, because the
nucleosome occupancy and the TSS data used in this
study were also measured during vegetative growth in
rich media.

Additional material
Additional file 1: The spatial distribution of TFBSs in different TFBS
datasets from MacIsaac et al.’s. (A). The overall distribution of TFBSs
relative to the TSS. This figure shows distribution pattern based on four
datasets from MacIsaac et al.’s including all genes in the yeast genome.
(B) The overall distribution of TFBSs relative to the TSS. This figure shows
distribution pattern based on four datasets excluding bidirectional
promoters. (C) The overall distribution of TFBSs relative to the translation
start codon. This figure shows the distribution pattern based on four
datasets including all genes in the yeast genome. (D) The frequency
distribution of TFBSs relative to the translation start codon. This figure
shows distribution patterns based on four datasets excluding
bidirectional promoters.
Additional file 2: The spatial distribution of TFBSs based on the
SwissRegulon dataset. (A) The distribution of TFBSs relative to the TSS
based on ~14000 high confidence binding sites for 72 TFs with a
posterior probability > 0.5 from SwissRegulon. (B) The distribution of
TFBSs relative to the translation start codon based on the same dataset.
Based on 1000 bootstraps, the peak-to-average ratio of TFBS distribution
inferred by the TSS (mean ratio = 2.6764, std = 0.0708) is significant
higher than that inferred by the start codon (mean ratio = 1.9391, std =
0.0610) with p-value <10-15 , t test.
Additional file 3: Frequency of SNP in the 1201 bp region
surrounding the TSS. The frequency of SNP was calculated through
averaging the total number of SNPs at a given position relative to the
TSS by the number of sequences, which is shown in blue dots. The
trend of SNP frequency is generated by moving averages of 41 bp
window. No significant difference in the frequency of SNPs can be
observed between different promoter regions. The solid cyan line
represents moving average; the solid and dot red lines indicate,
respectively, the mean and 95% confidence intervals for 1000
randomized tests
Additional file 4: The GO Term Finder results of the Type I-Type IV
genes. The significant GO terms (top 10 hits) shared among each group
of Type I-Type IV genes from S. cerevisiae were found by using
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GOTERMFINDER (http://go.princeton.edu/cgi-bin/GOTermFinder). Only top
10 hits in each type of genes were shown in the table.
Additional file 5: A complete list of genes used in this study. This
table includes the lists of genes of each group of TATA box-containing,
TATA box-less, Type I-Type IV and the data of 5’UTR length,
transcriptional level (log2) and gene expression plasticity that were used
in this study.

Acknowledgements
We thank three anonymous reviewers for valuable comments. This work was
supported by the National Institutes of Health grants GM081724 and
GM30998 to WHL.
Author details
1
Department of Ecology and Evolution, University of Chicago, 1101 East 57th
Street, Chicago, IL 60637, USA. 2Department of Electrical Engineering,
National Cheng Kung University, Tainan, Taiwan. 3Biodiversity Research
Center and Genomics Research Center, Academia Sinica, Taipei, Taiwan.
4
Department of Bioinformatics and Computational Biology, University of
Texas M. D. Anderson Cancer Center, Houston, TX 77030, USA.
Authors’ contributions
ZL, WW, HL and WHL designed the study. ZL, WW and YW performed the
data analysis. WHL, ZL, WW and HL wrote the paper. All authors read and
approved the final manuscript.
Received: 8 June 2010 Accepted: 19 October 2010
Published: 19 October 2010
References
1. Chen CY, Tsai HK, Hsu CM, May Chen MJ, Hung HG, Huang GT, Li WH:
Discovering gapped binding sites of yeast transcription factors. Proc Natl
Acad Sci USA 2008, 105:2527-2532.
2. Hansen L, Marino-Ramirez L, Landsman D: Many sequence-specific
chromatin modifying protein-binding motifs show strong positional
preferences for potential regulatory regions in the Saccharomyces
cerevisiae genome. Nucleic Acids Res 2010, 38:1772-1779.
3. Harbison CT, Gordon DB, Lee TI, Rinaldi NJ, Macisaac KD, Danford TW,
Hannett NM, Tagne JB, Reynolds DB, Yoo J, Jennings EG, Zeitlinger J,
Pokholok DK, Kellis M, Rolfe PA, Takusagawa KT, Lander ES, Gifford DK,
Fraenkel E, Young RA: Transcriptional regulatory code of a eukaryotic
genome. Nature 2004, 431:99-104.
4. Hughes JD, Estep PW, Tavazoie S, Church GM: Computational
identification of cis-regulatory elements associated with groups of
functionally related genes in Saccharomyces cerevisiae. J Mol Biol 2000,
296:1205-1214.
5. Lee TI, Rinaldi NJ, Robert F, Odom DT, Bar-Joseph Z, Gerber GK,
Hannett NM, Harbison CT, Thompson CM, Simon I, Zeitlinger J,
Jennings EG, Murray HL, Gordon DB, Ren B, Wyrick JJ, Tagne JB, Volkert TL,
Fraenkel E, Gifford DK, Young RA: Transcriptional regulatory networks in
Saccharomyces cerevisiae. Science 2002, 298:799-804.
6. MacIsaac KD, Wang T, Gordon DB, Gifford DK, Stormo GD, Fraenkel E: An
improved map of conserved regulatory sites for Saccharomyces
cerevisiae. BMC Bioinformatics 2006, 7:113.
7. Pilpel Y, Sudarsanam P, Church GM: Identifying regulatory networks by
combinatorial analysis of promoter elements. Nat Genet 2001, 29:153-159.
8. Roth FP, Hughes JD, Estep PW, Church GM: Finding DNA regulatory motifs
within unaligned noncoding sequences clustered by whole-genome
mRNA quantitation. Nat Biotechnol 1998, 16:939-945.
9. Tharakaraman K, Marino-Ramirez L, Sheetlin S, Landsman D, Spouge JL:
Alignments anchored on genomic landmarks can aid in the identification
of regulatory elements. Bioinformatics 2005, 21(Suppl 1):i440-448.
10. Spellman PT, Sherlock G, Zhang MQ, Iyer VR, Anders K, Eisen MB, Brown PO,
Botstein D, Futcher B: Comprehensive identification of cell cycleregulated genes of the yeast Saccharomyces cerevisiae by microarray
hybridization. Mol Biol Cell 1998, 9:3273-3297.
11. Tavazoie S, Hughes JD, Campbell MJ, Cho RJ, Church GM: Systematic
determination of genetic network architecture. Nat Genet 1999, 22:281-285.

Page 11 of 11

12. Nagalakshmi U, Wang Z, Waern K, Shou C, Raha D, Gerstein M, Snyder M:
The transcriptional landscape of the yeast genome defined by RNA
sequencing. Science 2008, 320:1344-1349.
13. David L, Huber W, Granovskaia M, Toedling J, Palm CJ, Bofkin L, Jones T,
Davis RW, Steinmetz LM: A high-resolution map of transcription in the
yeast genome. Proc Natl Acad Sci USA 2006, 103:5320-5325.
14. Yuan GC, Liu YJ, Dion MF, Slack MD, Wu LF, Altschuler SJ, Rando OJ:
Genome-scale identification of nucleosome positions in S. cerevisiae.
Science 2005, 309:626-630.
15. Lee W, Tillo D, Bray N, Morse RH, Davis RW, Hughes TR, Nislow C: A highresolution atlas of nucleosome occupancy in yeast. Nat Genet 2007,
39:1235-1244.
16. Tirosh I, Berman J, Barkai N: The pattern and evolution of yeast promoter
bendability. Trends Genet 2007, 23:318-321.
17. Kaplan N, Moore IK, Fondufe-Mittendorf Y, Gossett AJ, Tillo D, Field Y,
LeProust EM, Hughes TR, Lieb JD, Widom J, Segal E: The DNA-encoded
nucleosome organization of a eukaryotic genome. Nature 2009,
458:362-366.
18. Jiang C, Pugh BF: Nucleosome positioning and gene regulation:
advances through genomics. Nat Rev Genet 2009, 10:161-172.
19. Tirosh I, Barkai N: Two strategies for gene regulation by promoter
nucleosomes. Genome Res 2008, 18:1084-1091.
20. Struhl K: Yeast transcriptional regulatory mechanisms. Annu Rev Genet
1995, 29:651-674.
21. Basehoar AD, Zanton SJ, Pugh BF: Identification and distinct regulation of
yeast TATA box-containing genes. Cell 2004, 116:699-709.
22. Giardina C, Lis JT: DNA melting on yeast RNA polymerase II promoters.
Science 1993, 261:759-762.
23. Kuehner JN, Brow DA: Quantitative analysis of in vivo initiator selection
by yeast RNA polymerase II supports a scanning model. J Biol Chem
2006, 281:14119-14128.
24. Field Y, Kaplan N, Fondufe-Mittendorf Y, Moore IK, Sharon E, Lubling Y,
Widom J, Segal E: Distinct modes of regulation by chromatin encoded
through nucleosome positioning signals. PLoS Comput Biol 2008, 4:
e1000216.
25. Pesole G, Mignone F, Gissi C, Grillo G, Licciulli F, Liuni S: Structural and
functional features of eukaryotic mRNA untranslated regions. Gene 2001,
276:73-81.
26. Mignone F, Gissi C, Liuni S, Pesole G: Untranslated regions of mRNAs.
Genome Biol 2002, 3:REVIEWS0004.
27. van der Velden AW, Thomas AA: The role of the 5’ untranslated region of
an mRNA in translation regulation during development. Int J Biochem
Cell Biol 1999, 31:87-106.
28. Bashirullah A, Cooperstock RL, Lipshitz HD: Spatial and temporal control of
RNA stability. Proc Natl Acad Sci USA 2001, 98:7025-7028.
29. Jansen RP: mRNA localization: message on the move. Nat Rev Mol Cell Biol
2001, 2:247-256.
30. Pachkov M, Erb I, Molina N, van Nimwegen E: SwissRegulon: a database of
genome-wide annotations of regulatory sites. Nucleic Acids Res 2007, 35:
D127-131.
31. Smale ST, Kadonaga JT: The RNA polymerase II core promoter. Annu Rev
Biochem 2003, 72:449-479.
32. Schacherer J, Shapiro JA, Ruderfer DM, Kruglyak L: Comprehensive
polymorphism survey elucidates population structure of Saccharomyces
cerevisiae. Nature 2009, 458:342-345.
33. Badis G, Chan ET, van Bakel H, Pena-Castillo L, Tillo D, Tsui K, Carlson CD,
Gossett AJ, Hasinoff MJ, Warren CL, Gebbia M, Talukder S, Yang A,
Mnaimneh S, Terterov D, Coburn D, Li Yeo A, Yeo ZX, Clarke ND, Lieb JD,
Ansari AZ, Nislow C, Hughes TR: A library of yeast transcription factor
motifs reveals a widespread function for Rsc3 in targeting nucleosome
exclusion at promoters. Mol Cell 2008, 32:878-887.
34. Ihmels J, Bergmann S, Gerami-Nejad M, Yanai I, McClellan M, Berman J,
Barkai N: Rewiring of the yeast transcriptional network through the
evolution of motif usage. Science 2005, 309:938-940.
35. de Hoon MJ, Imoto S, Nolan J, Miyano S: Open source clustering software.
Bioinformatics 2004, 20:1453-1454.
doi:10.1186/1471-2164-11-581
Cite this article as: Lin et al.: The spatial distribution of cis regulatory
elements in yeast promoters and its implications for transcriptional
regulation. BMC Genomics 2010 11:581.

