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Transcriptome analyses of the human retina
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3.5 Mb of novel transcribed sequence via
significant alternative splicing and novel genes
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Abstract

Background: The retina is a complex tissue comprised of multiple cell types that is affected by a diverse set of
diseases that are important causes of vision loss. Characterizing the transcripts, both annotated and novel, that are
expressed in a given tissue has become vital for understanding the mechanisms underlying the pathology of disease.

Results: We sequenced RNA prepared from three normal human retinas and characterized the retinal
transcriptome at an unprecedented level due to the increased depth of sampling provided by the RNA-seq
approach. We used a non-redundant reference transcriptome from all of the empirically-determined human
reference tracks to identify annotated and novel sequences expressed in the retina. We detected 79,915 novel
alternative splicing events, including 29,887 novel exons, 21,757 3′ and 5′ alternate splice sites, and 28,271 exon
skipping events. We also identified 116 potential novel genes. These data represent a significant addition to the
annotated human transcriptome. For example, the novel exons detected increase the number of identified exons
by 3%. Using a high-throughput RNA capture approach to validate 14,696 of these novel transcriptome features
we found that 99% of the putative novel events can be reproducibly detected. Further, 15-36% of the novel
splicing events maintain an open reading frame, suggesting they produce novel protein products.

Conclusions: To our knowledge, this is the first application of RNA capture to perform large-scale validation of
novel transcriptome features. In total, these analyses provide extensive detail about a previously uncharacterized
level of transcript diversity in the human retina.
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Background
The human retina is composed of a complex set of cell
types. It is estimated that this includes at least 60 types
of cells spread across 6 cell classes including: photo-
receptor, horizontal, bipolar, amacrine, glial and ganglion
cells [1,2]. Its normal function is dependent upon each
cell type working properly in a coordinated fashion.
Multiple disorders affect the retina and cause vision loss,
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including diabetes, age-related macular degeneration,
inherited retinal degenerations (IRDs) and cancer, which
are common causes of vision loss in patients of all ages
[3-6]. While research has lead to the development of
effective therapies for some of these disorders, such as
the successful application of gene augmentation therapy
to treat the severe, early onset form of inherited retinal
degeneration (IRD) Leber congenital amaurosis (LCA)
caused by mutations in the RPE65 (ENSG00000116745)
gene [7-9], therapies for many types of retinal disease
remain to be developed.
Sequencing of the 191 known IRD disease genes in pa-

tients with recessive IRDs can result in the identification of
a single mutant allele, but fail to identify a second mutation
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Table 1 Alignment statistics from RUM analysis with no
reference transcriptome

# of reads % of total reads

Total reads 314,649,719 n.a.

Uniquely aligned 280,138,816 89

Non-uniquely aligned 11,695,005 4

Total aligned 291,833,821 93
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[10,11]. Since these re-sequencing efforts are focused on
annotated exons, it is possible that unidentified transcribed
sequences harbor some of the missing mutations [12-14].
For example, identification of novel exons in the BBS8
(ENSG00000165533) and RPGR (ENSG00000156313)
genes lead to the detection of additional disease causing
mutations [12,13]. Specifically, the inclusion of exon 2a in
BBS8 is a retina-specific alternative splicing event [12].
Mutations in BBS8 cause Bardet-Biedl syndrome, a syn-
dromic form of IRD, characterized by rod-cone dystrophy,
obesity, and polydactyly, among other phenotypic disor-
ders [15,16]. An in-frame mutation in the splice acceptor
site results in skipping of exon 2A and leads to the non-
syndromic form of retinitis pigmentosa (RP) [12]. A retina-
specific novel exon 15a in RPGR contains a stop codon and
leads to a protein that is 55–169 amino acids shorter than
in other tissues, which was found to be required for normal
retinal function [13]. Mutations in this ORF15 are a com-
mon cause of X-linked RP [17].
RNA-seq is a powerful method for studying the tran-

scriptional landscape of a given cell or tissue. Unlike
microarrays, RNA-Seq is not limited to current anno-
tations of the transcriptome, allowing for the detection
of novel splicing events, including novel genes [18-21].
To date, tens of thousands of novel alternative splicing
events and hundreds of novel genes have been identified in
a variety of cell and tissue types by RNA-Seq analyses
[18,22,23]. A unique feature of RNA-Seq libraries generated
from poly-A RNA is the ability to detect certain types of
non-coding RNAs (ncRNAs), particularly long intergenic
non-coding RNAs (lincRNAs) [24]. lincRNAs resemble
protein-coding transcripts in that they are polyadenylated,
typically contain multiple exons, and are alternatively
spliced, containing 2.3 isoforms, on average. Functionally
they are not well characterized, but lincRNAs are known
to have important roles in X chromosome inactivation,
imprinting, maintaining pluripotency, and regulation
of transcription [25]. While not fully studied, over 9,000
lncRNAs (of which lincRNAs are a subgroup) have been
identified, and this number is expected to increase substan-
tially, given their high degree of tissue-specificity [24,26].
An analysis of the transcriptome of the human retina

using EST data was first reported in 2000 [27]. This work
was followed by studies using additional techniques aimed
at identifying the genes that were specific to the retina
[28-33]. These initial studies increased our understanding
of the normal function of the retina, and identified genes
involved in the pathogenesis of disease. We have used
RNA-Seq to more comprehensively interrogate the human
retinal transcriptome. The increased depth of sampling
provided by the RNA-Seq approach lead to the identifica-
tion of 79,915 novel alternative splicing events and over a
hundred potential novel genes. Using a targeted enrich-
ment RNA capture approach, we performed a technical
validation of 14,696 (18%) of the novel splicing events
found in the human retinal transcriptome data. To our
knowledge, this is the first application of targeted RNA
capture to perform large-scale validation of novel tran-
scriptome features. This method showed that 99% of
the putative novel events are real. Bioinformatic ana-
lyses indicate that between 15-36% of novel splicing
events maintain an open reading frame, and likely re-
sult in novel protein-coding transcript isoforms. These
analyses also identified 116 putative novel genes. We
validated the expression of the full-length gene for 10
of these using independent RT-PCR analyses. These data
provide an unprecedented level of information regarding
the human retinal transcriptome.

Results
Characterization of the annotated retinal transcriptome
We generated RNA-Seq libraries from 3 normal adult
human retinal total RNA samples using an adaptation of
a standard mRNA-Seq library preparation protocol [34].
The resulting libraries were sequenced using an Illumina
HiSeq 2000 instrument. In total, we generated 314 million
paired-end sequence reads that were 101 bp in length. We
aligned the reads to the human genome (hg19) using the
RNA-Seq Unified Mapper (RUM)[35]. RUM aligns RNA-
Seq reads in a two-step manner. The first step aligns reads
using Bowtie against a reference genome and transcriptome
[36]. Reads that do not align in this first step are then
aligned to the reference genome using BLAT [37]. Due to
the nature of our experiment, aiming to catalog both the
annotated human retinal transcriptome as well as novel
features, we chose to align our data without preference to a
given set of transcriptome annotation tracks. Using this
approach, we were able to align nearly 292 million reads
(93%), of which 280 million aligned uniquely (89%) (Table 1)
(GEO accession - GSE40524).
Currently, 12 annotation reference tracks exist for

the human transcriptome in the UCSC genome browser
[38]. Eight of these (UCSC, Refseq, CCDS, Vega, Ensembl,
Aceview, Gencode, and LincRNAs) are based on empirically-
observed EST or RNA-Seq data [24,39-45]. The remaining
four annotation tracks (N-Scan, Genscan, SGP, and GeneID)
are algorithm-based, generated by scanning the genome
for transcription start/stop sites, splice junction signals,
etc. [46-50]. Many studies that aim to characterize novel
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Figure 1 Depth of coverage plots for detected exons found in
a non-redundant database created from the eight empirically
determined human annotation tracks. This database included a
total of 1,016,490 unique annotated exons. A) Depth of coverage
determined from the combined set of annotation tracks by
detecting the number of annotated exons with an average of 1 and
5 read coverage at every 10 million reads. As shown, the plots
approach plateaus at 300 million reads, suggesting the transcriptome
is nearly fully covered at this level of sequencing. B) Depth of
coverage for the individual annotation tracks at 300 million reads.
The lincRNA and CCDS annotation tracks have the lowest (35%) and
highest (94%), respectively. On average, the other 6 annotation
tracks are covered near 80%.
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features often do so with only a subset of these annota-
tion tracks [19,20,23,51-53]. For our study, we chose an
inclusive approach and built a non-redundant reference
transcriptome from the 8 empirically-determined anno-
tation tracks. This reference transcriptome consists of
412,785 unique transcripts (unique CDS start and stop)
and over 1 million exons (Additional file 1). We chose not
to include the algorithm-based annotation tracks because
of their unknown biological relevance.
Using RPKM values, the distribution of transcript

abundance was determined. Approximately, 97% of the
transcripts had an RPKM value less than 100, with the
most highly expressed transcripts having an RPKM value
greater than 10,000 (Additional file 2). Using the stand-
ard of 1–4 RPKM being equal to one transcript/cell, this
suggests that we have detected between 1 to 2500 tran-
scripts, at a minimum per cell [54]. Approximately 50%
of all expressed transcripts fall within the 5–25 RPKM
(5–25 transcripts/cell) range. As shown in Additional file 2,
the distribution of expression levels is very similar between
the three retinal RNA samples, with an overall concordance
of 91%. The most highly expressed transcripts correspond
to proteins involved in mitochondrial respiration with at
least 2500 transcripts/cell, which is not surprising given the
high metabolic demand of the retina.
At 314 million reads, we were able to detect 75% of all

exons annotated in the reference transcriptome at an aver-
age read depth of 5 or greater (Figure 1A). Some additional
exons can be observed at average read depth of 1 or greater,
with 83% of all exons detected, corresponding to approxi-
mately 160,000 unique transcripts. Detection of annotated
exons from the standpoint of the individual databases was
relatively consistent, aside from the lincRNA and CCDS da-
tabases (Figure 1B). We detected only 35% of the annotated
lincRNA exons, but 90% of the annotated CCDS exons, at
an average read depth of 5. We detected between 77-82%
of the annotated exons in the remaining 6 databases.

Visualization of the retinal transcriptome
The coverage and splice junction data for the human
retinal transcriptome can be viewed from our website at
http://oculargenomics.meei.harvard.edu/index.php/ret-trans/
110-human-retinal-transcriptome. Additional file 3 is a
representative image of our data with a detailed description
of each feature. These data provide the ability to interrogate
genes of interest for expression of individual isoforms,
novel features, and the relative abundance for both the
annotated and novel features.

A significant fraction of detected splice junctions are novel
We compared our aligned data to the eight empirically-
determined annotation tracks as previously mentioned.
We found that a total of 825,781 reads crossed 117,030
novel splice junctions, while a total of 105,911,729 million
reads crossed 229,906 annotated splice junctions (Table 2).
While this number of junctions is nearly identical to that
detected other transcriptome studies, it is fewer than the
438,000 junctions predicted to correspond to the tran-
scripts detected [54]. This is not surprising given that
nearly 50% of the detected transcripts have an RPKM level
of less than 5, and only one out of every three reads will
cross a splice junction. We have previously calculated that
the false positive/false negative rates for detection of splice
junctions using the RUM analysis algorithm are 1.41% and
2.48%, respectively suggesting that the majority of the
novel junctions detected are real [35].
Greater than 100-fold more reads cross annotated

splice junctions, relative to those reads crossing novel

http://oculargenomics.meei.harvard.edu/index.php/ret-trans/110-human-retinal-transcriptome
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Table 2 Statistics for reads crossing splice junctions

Junction type # of Reads # of Junctions

Annotated 105,911,729 229,906

Novel 825,781 117,030
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splice junctions. However, nearly 4% of the novel splice
junctions in our dataset have more reads crossing them
than reads crossing their annotated counterpart (Figure 2).
Roughly 9% of the novel and the corresponding annotated
splice junction have an equal number of reads crossing
each splice junction. Over 87% of the annotated splice
junctions have more reads crossing them relative to
the corresponding novel splice junction. A novel exon
in MLL2 (ENSG00000167548) is a clear example where
the novel junctions form a major transcript isoform of
the gene (Figure 3).

Characterization of the products of novel splice junctions
In order to better characterize the novel splice junctions,
we categorized them into three types of events: novel
exons, exon skipping, and alternate 3′ or 5′ splice sites.
In this case, only novel events that occur within an
annotated transcript (i.e. between two annotated exons)
were considered. We identified 29,887 novel internal
and terminal exons, 28,271 novel exon skipping events,
10
x

5-
10

x
2-

5x
0-

2x
2-

5x
5-

10
x

10
x

0

5

10
60

75

%
 o

f T
ot

al
 J

un
ct

io
ns

Novel > Annotated Annotated > Novel
Figure 2 The ratio of novel to annotated isoform abundance as
determined by reads crossing splice junctions. The number of
reads crossing a novel splice junction relative to the corresponding
annotated splice junction were used to calculate the ratio. This data
demonstrates that a relatively significant portion (~15%) of novel
isoforms in the human retinal transcriptome are at least as abundant
or more abundant than their annotated counterparts. The green
bars represent the percentage of total junctions in which the novel
isoform was more abundant than the annotated. The blue-green bar
represents the percentage of total junctions where the novel and
annotated isoforms are equal (< 2-fold change). The blue bars
represent the percentage of total junctions in which the annotated
isoforms are more abundant than the novel.
and 21,757 novel alternate 3′ or 5′ splice sites that fit
this criterion. Approximately half of these events occur
in transcripts with an RPKM in the 5–25 range, consist-
ent with the distribution of overall transcript abundance
(Additional file 4).
Similar to the depth of coverage plot for the detection

of annotated exons, we performed an analogous analysis
for the detection of novel splicing events (Figure 4). A
majority of the novel features are detected within the
first 100 million reads (71-92%). However, analogous to
the detection of annotated exons, as sequencing depth
increases more novel features are discovered. Between
200 and 300 million reads, the percentage of new novel
features detected is minimal, suggesting that we have
sampled the transcriptome sufficiently.
We next set out to characterize the three types of

novel events with respect to their effect on the coding re-
gions of the annotated transcripts. The novel exons ranged
in size from 8 to 482 bp with a mean of 118 bp. The 19,637
novel internal exons are found in 5,815 unique annotated
transcripts. Eighteen percent are in-frame and maintain the
coding sequence of the transcript (Figure 5A). Thirty
percent of the novel exons cause frame-shifts, which
are predicted to result in premature termination in the
novel exons. The remainder (52%) form exons within
the annotated untranslated regions (UTRs) of the tran-
scripts. We have determined that 34% of the novel
exons in UTRs maintain an ORF, while 66% result in a
frameshift or contain a stop codon. In total, 36% of the
19,637 novel internal exons are in frame.
Novel terminal exons are difficult to accurately identify

because they can be ambiguous. A general analysis of
the transcriptome identified over 34,000 novel terminal
exons. To determine the false positive rate for this ana-
lysis, we visually inspected 500 randomly selected puta-
tive novel terminal exons using the following criteria: 1)
if the terminal exon was part of a novel transcript, the
transcript had to be 3 or more putative exons in length,
2) in all cases, the coverage of the terminal exon had to
be consistent for at least 50 bp, and 3) a novel terminal
exon within an annotated transcript must lie outside of the
annotated UTR (An example novel terminal exon is shown
in Figure 6). Applying these criteria to our dataset, we esti-
mate that 30% (approximately 10,250 novel terminal exons)
of the identified novel terminal exons are real.
Combining the novel internal and putative terminal

exons, we have detected 29,887 previously unannotated
exons. Relative to the combined 8 transcript reference
tracks consisting of over 1 million exons, we have detected
an additional 3% of exons. Of the annotated exons
expressed in the retina, 4% of the exons detected in these
analyses are novel. Based only on the novel internal exons
(excluding novel terminal exons), these data contribute an
additional 2.7 Mb of novel transcribed sequence to the



Figure 3 MLL2 is a disease-relevant gene in which a novel exon that constitutes a major transcript isoform was detected. The scale is
provided by the bar at the top of the figure. The numbers shown indicate position on chromosome 12. The green bars in the junction track are
the novel splice junctions, the blue bars are the current annotation of the splice junction. The red coverage track shows depth of sequence
coverage, and the RefSeq track at bottom shows the current annotation for this portion of MLL2.

Farkas et al. BMC Genomics 2013, 14:486 Page 5 of 14
http://www.biomedcentral.com/1471-2164/14/486
annotated transcriptome. A list of the novel internal exons
is provided as Additional file 5.
Exon skipping is reported to be the most common

alternative splicing event [55]. We identified 28,271 novel
skipping events found in 12,512 unique annotated tran-
scripts in the retinal transcriptome. One or two exons were
skipped the most frequently at 69% and 18% of the total
novel exon skipping events, respectively (Figure 5B).
Analyses of the ORFs for these events found that 15%
maintained the ORF, 53% caused a frameshift, and 32%
were located in annotated noncoding RNAs (ncRNA).
On average 1.2 exons were skipped in the cases where
the ORF was maintained, while an average of 2 exons
were skipped when a frameshift was induced.
Alternate 3′ and 5′ splice sites can both add and remove

sequence from a transcript [56,57]. We detected 21,757
novel alternate 3′ or 5′ splice sites in our dataset, which
are found in 11,860 unique transcripts. Specifically, we
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Figure 4 Depth of coverage plots for the detection of novel
splicing events in the human retinal transcriptome. The percent of
annotated features detected for 10 million read increments are shown.
For novel exons and alternate 3′ or 5′ splice sites, the coverage plots
nearly plateau at 300 million reads, suggesting that 300 million
sequence reads provides good depth of sampling for these features.
The slope of the exon skipping curve suggests that a majority of the
exon skipping events have been detected, but that additional events
could be detected with greater depth of sequencing.
detected 10,195 novel alternate 3′ splice sites and 11,562
novel alternate 5′ splice sites. We found that 23% of
the novel alternate splicing events maintained an ORF
(Figure 5C). Conversely, 56% caused a frameshift or intro-
duced a premature stop codon. We also detected alternate
3′/5′ splice sites in ncRNA in 21% of the cases. The 8,720
events that resulted in new transcribed coding sequence
are predicted to add 846 Kb of sequence to the transcrip-
tome. There were 13,037 novel events that removed pre-
viously annotated transcribed sequence, resulting in a loss
of 4.3 Mb of transcribed sequence in total. A list of
the novel alternate 3′ and 5′ splice sites is provided in
Additional file 4.

Targeted enrichment and high-throughput validation
Recently, the technology used for targeted DNA capture
and exome sequencing has been adapted for RNA capture
[58]. We used this approach to investigate the reproducibil-
ity of the detection of novel transcript features identified in
the RNA-Seq analyses, providing technical validation of our
approach. For these studies, we selected a total of 14,696
putative novel splicing events from the retinal transcrip-
tome data for capture, representing novel exons, exon skip-
ping, and alternate 3′ and 5′ splice sites. We applied the
capture technology to the original 3 retinal cDNA libraries
individually, the three RNA samples combined and pre-
pared specifically for the capture experiment, and to human
skeletal muscle, brain, and liver RNA samples. Since not all
14,696 of the novel splicing events were found in all three
samples, we performed individual capture analyses based
on the specific set of novel events from each sample. Using
sample-specific analyses, we were able to capture and valid-
ate 99% of the novel alternative splicing events in our target
set (Figure 7A). In the pooled retinal sample, we validated
93% of the targets, while the brain, liver, and muscle sam-
ples validated at lower levels of 71%, 61%, and 58%, respect-
ively. It should be noted that in these cases, unlike the
original 3 retinal samples, the validation rate was deter-
mined by using the total capture set as reference, rather
than the individual transcriptome as a reference. For every
novel event in our capture set, we were also able to identify



Figure 5 The effects of novel transcript features/splicing on
reading frame. A) Of the 19,637 novel internal exons, 18% maintain
an open reading frame (ORF), 30% result in a frameshift or contain a
stop codon, and 52% are found within an untranslated region of the
transcript. Of the 52% of novel exons that lie in an annotated UTR,
34% maintain an ORF (green bar) and 66% (gray bar) result in a
frameshift or contain a stop codon. B) Of the 28,271 novel exon
skipping events, 15% maintain an ORF, 53% result in a frameshift,
and 32% are located in non-coding RNA (ncRNA). C) Of the 21,757
novel alternate 3′/5′ splice sites, 23% maintain an ORF, 56% result in
a frameshift or contain a stop codon, and 21% are located in ncRNA.
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the corresponding annotated event. A list of the novel cap-
tured events and their corresponding rate of enrichment is
provided in Additional file 6.
Alternative splicing among individuals is known to be

variable [59-61]. As expected, the three retinal samples
used for our analysis showed variability with regards to
alternative splicing. This is likely a factor of gender, age,
and technical factors such as post-mortem time to
RNA isolation [62,63]. Among the novel events in the
RNA capture set, nearly 7,000 were common within
the three samples (Figure 7B). Of those 7,000 common
novel events, nearly 2,000 were specific to these retinal
samples, as they were not observed in the non-retinal
samples. While these data are not a comprehensive
analysis of the transcriptomes of all human tissues, the
results suggest that these novel events are, at a minimum,
enriched in the retina.

Identification of novel genes
To further characterize the novel elements within the
human retinal transcriptome, we also analyzed the data
for transcripts derived from potential novel genes. For
these analyses, we identified potentially novel genes
based on an ENCODE-inspired definition that a “gene is
a union of genomic sequences encoding a coherent set
of potentially overlapping functional products” [64]. This
definition is more broadly based and allows for inclusion
of non-coding RNAs. Using this definition as a guideline,
we developed the following rules to identify potentially
novel genes as those that are: 1) intergenic, 2) contain 3
or more putative exons, and 3) are of sufficient read
depth to provide consistent coverage across the exon
(average read depth > 5). Using these criteria, we iden-
tified 116 potential novel genes (Additional file 7). We
then manually curated the genes following the criteria
described by Jia, et al. (2010) to determine their protein
coding capacity [65]. Briefly, this method uses the length
of the ORF (>80 amino acids), homology to known pro-
teins, and conservation to other species as a foundation
for determining the potential protein-coding capacity of a
gene. We found that 16 of the genes contained an ORF
that was greater than 80 amino acids in length. For the 97
genes with an ORF less than 80 amino acids, we did not
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identify homology with proteins known in human and
non-human primates. For these 97 novel genes that had
ORFs of less than 80 amino acids in length and were not
found to have homology with known proteins, we classi-
fied them as encoding potential lincRNAs [24]. Figure 8A
depicts a novel gene that we believe to encode a lincRNA.
It is composed of 5 exons with an estimated length of
2184 bp, and no ORF. Figure 8B is an example of a gene
that is composed of 6 exons with an estimated length of
925 bp, and an ORF of 90 amino acids.

Validation of novel genes
We were able to validate up to 99% of the novel splicing
events detected in the RNA-Seq data in the RNA capture
experiment, suggesting that the identified novel genes are
real. In addition, we selected 10 of the potential novel
genes for further validation using RT-PCR and Sanger
sequencing. To do this, we designed primers to the puta-
tive terminal exons of the novel genes, without preference
to the abundance of the isoforms that contained these
exons. These novel genes varied from 925 to 10,205 bp in
length, represented by 3 to 7 exons (Additional file 8). RT-
PCR from human retinal RNA, followed by sequencing,
validated the expression and full-length sequence of all 10
of the novel genes.
To evaluate the distribution of expression of these

novel genes, we also tested the human brain, liver, and
muscle RNA samples for expression of the 10 novel genes
by RT-PCR. We found that 9/10 of the putative novel genes
were expressed in all tissues tested, with the only exception
being NG106, for which as noted in Figure 8B expression
was not detected in the muscle and liver samples.

Discussion
A more complex transcriptome
The data presented here indicate that the retinal transcrip-
tome is more complex than previously understood in at
least two ways. First, the RNA-Seq analyses of human ret-
inal RNA samples detected 75% of previously annotated
exons, based on the combined annotation track used for
these studies, which includes over 1 million unique exons.
This is a notable increase over earlier estimates of the num-
ber of genes expressed in the retina, which suggested that
26,355 transcripts were expressed in this tissue [32]. This
diversity of gene expression is not entirely surprising,
however, given the cellular diversity of the retina, with
at least 60 functionally distinct cell types [1]. Our results
are comparable to those found in the RNA-Seq analyses
of the ENCODE project [54]. In those studies, consortium
investigators used RNA-Seq to analyze the transcriptomes
of 15 cell lines, and determined that 85% of the anno-
tated exons in the Gencode V7 transcript database were
expressed in the aggregate data. As shown in Figure 1B, we
identified 80% of the annotated exons found in the same
reference transcriptome.
Our data suggest that the current annotations may

under represent the full extent of expressed exons in the
human genome. This is likely due to the conservative
approach used to build an annotation databases such as
the CCDS [42]. This conservative approach provides a very
high quality annotation set at the expense of non-coding re-
gions of protein coding genes, as well as genes that encode
non-coding RNAs. The lack of transcriptomes that have
been fully characterized in a wide variety of tissues is likely
to be another factor for incomplete annotation databases.
For example, we have identified over 29,000 novel exons in
a single tissue suggesting that RNA-Seq studies in other tis-
sues is warranted to truly understand the complexity of
gene expression at an organismal level [20,23,56,58,66-70].
We report here the first RNA-Seq based characterization

of the human neural retina transcriptome, although there
have been previous RNA-Seq analyses of the mouse retinal
transcriptomes [35,71,72]. Brooks, et al. (2011) noted that
between 16,000 and 34,000 transcripts are expressed in
the mouse retina, which is in line with earlier EST and
microarray based estimates in the human retina [32,71].
From a functional and disease standpoint, Gamsiz, et al.
(2012) determined that 24% of the retinal genes are alter-
natively spliced and genes implicated in IRDs are among
some of the most highly expressed [72]. While these data
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Figure 7 High throughput validation of novel alternative
splicing features. From the novel features identified in the analyses
of the human retinal transcriptome, 14,696 novel exons, exon skipping,
and alternate 3′/5′ splice events were selected for capture using a
custom Agilent SureSelect RNA Capture System. RNA samples from
human retina, brain, muscle, and liver were enriched using baits
designed against the novel features. The enriched samples were
sequenced and aligned to the genome using the RUM pipeline.
Following alignment, the samples were analyzed for the detection of
the novel and annotated transcripts associated with the putative novel
feature. A) 99% of the novel features detected by the RNA-Seq
analyses were detected by the RNA capture in the individual retinal
samples. 93% of all novel features were detected in a pooled library
prepared from all three retinal RNA samples. Fewer of the novel
transcript features were detected in RNA brain (71%), muscle (58%),
and liver (61%). B) 6696 novel features were detected in all 6 RNA
samples, while 1968 were detected only in the retina samples.
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are interesting, they lack sufficient read depth to fully
cover the retinal transcriptome. We previously reported
that not only were 100 million reads necessary to fully
cover the mouse retinal transcriptome, but tens of thou-
sands of novel splicing features can be identified as well
[35].These data combined provide detailed insight into the
mouse retinal transcriptome, but it should also be noted
that there is considerable variation in gene expression and
alternative splicing among species, thus increasing the
importance of a thoroughly characterized human tran-
scriptome [57,73,74].
At present, it is not possible to determine how the

complexity of the retinal transcriptome compares to
other tissue types, since this is the first reported use of a
complete annotation track for transcriptome analyses.
Further, other reported transcriptome analyses may
overestimate the number of novel features discovered
due to the incompleteness of the reference annotation
tracks used [20,23,51,53,75]. For example, we have incor-
porated the lincRNA annotation track into our study and
detected approximately 35% of the more than 50,000
known lincRNA exons, thus preventing incorrect identifi-
cation of 17,500 lincRNA exons as novel [38]. Kim, et al.
(2012) identified as many as 1007 novel transcripts using
Refseq, Ensembl, UCSC and Vega as their annotation
database, however a quick review of some of the novel
genes shows that they are lincRNAs, while others partially
overlap annotated protein coding genes [23].
Questions have been raised about the biological im-

portance of novel transcript features detected at low
abundance by RNA-seq. For example, it has been sug-
gested that “noisy,” or inaccurate splicing can account
for rare novel splicing events detected by RNA-Seq
[52,76]. RNA-Seq studies evaluating novel splice site
location and conservation of the splice junction have
shown that splicing errors occur at a rate of 0.7% [52].
The authors of this study conclude that low abundance
novel splice junctions may be due to erroneous splicing
because they are often enriched around annotated
splice junctions, suggesting that the spliceosome mis-
ses its intended target. In addition, because many of
these events are not evolutionarily conserved, it has
been suggested that splicing errors render the resulting
transcript isoforms non-functional due to nonsense
mediated decay (NMD) [77,78].
A large majority (97%) of the retinal transcriptome

is found to be expressed at a low to mid-level range
(25 or fewer transcripts per cell). Djebali, et al., 2012,
noted 80% of the detected transcripts existed as 1 or fewer
copies per cell in the 15 cell lines studied in the ENCODE
project, whereas 24% of the transcripts in the neural retina
transcriptome exist at this level [54]. This can likely be
explained by the cellular diversity of the neural retina [1].
Approximately 75% of the novel features are found in
transcripts expressed between 5–100 transcripts per cell.
This is interesting given this class represents 47% of
the expressed transcripts, the other 48% are expressed
at fewer than 5 transcripts per cell, yet contain only
16% of the novel features.
While up to 15% of the novel features in the retinal

transcriptome compose the major isoform, or are expressed



Figure 8 Identification and tissue distribution of novel genes. Using the novel splice junctions (green bars) and coverage data (red),
transcripts with 3 or more novel exons located in intergenic regions were identified as putative novel genes (transcript models in black). A) An
example of a five exon gene (NG78) with multiple isoforms that does not contain an ORF. B) An example of a six exon gene (NG106) that
contains an ORF and is believed to be protein coding. C) Primers were designed in the putative terminal exon regions of the novel genes, and
subject to RT-PCR and Sanger sequencing for validation of expression. NG78 was found in the original 3 retinal samples, an independent retinal
sample (retina 4), as well as in the brain, liver, and muscle. NG106 was not found in the liver and muscle.
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at the same level as the annotated isoform, the remaining
85% constitute the minor isoform. The analyses reported
here suggest that at least a portion of low abundance novel
transcript features detected in the retina produce novel
protein-coding transcripts, which may have functional
importance in the retina. Since the NMD machinery is
thought to help regulate expression of transcripts with
premature stop codons, we hypothesize that novel tran-
script isoforms which maintain an ORF are likely to encode
proteins and be functional [77,79]. We found that 15-36%
of the novel splicing events detected in our dataset main-
tain the ORFs of the transcripts they affect. It has also been
suggested that alternative splicing events which do not
maintain an ORF may play roles in the regulation of gene
expression and genomic evolution [78,80,81]. Additional
studies of the novel transcript isoforms identified will be
needed to test these hypotheses.
The more comprehensive human retinal transcriptome

described here will likely be beneficial to studies of the
genetics of retinal dystrophies and other inherited retinal
disorders. Novel exons in the BBS8 and RPGR genes
were discovered to harbor mutations that lead to IRDs
[12,13]. Our analyses identified 206 novel exons in 99 of
the 191 known IRD disease genes. The novel features in
the retinal transcriptome can also be applied to genes
that cause disease in other tissues. For example, we have
identified novel exons in MLL2, which harbors mutations
known to cause Kabuki Syndrome [82,83]. Our transcrip-
tome data offers a unique resource in which genes can be
quickly screened for novel features that can be incorporated
into genetic analyses. To fully utilize this resource, we have
included as separate files lists of all novel internal exons
identified in our analyses (Additional file 2). These data, in
combination with the coverage and splicing data viewable
on UCSC, provide easy access for researchers to identify
novel splicing features in genes or loci of interest.
RNA-Seq has become the standard approach for studying

the transcriptomes in a variety of organisms and the
changes in gene expression that occur in a wide range of
diseases [84-88]. Many RNA-Seq studies have reported the
identification of thousands of novel features with the as-
sumption that a certain percentage of these are real, based
on low-throughput validation studies of selected transcript
variants via RT-PCR and sequencing [23,66,67,75,86,89]. In
a previous study, we had identified over 12,000 novel
features in the mouse retina, and attempted to validate 75
(0.63%) of the features [35]. While we were able to validate
64% of the 75 novel features, this question remains: can val-
idation of a small number of novel transcript features be
extrapolated to the thousands of novel transcript variants?
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One approach to answer this question is to validate
the results of RNA-Seq studies on a large scale. High-
throughput targeted RNA capture is a novel approach
that offers enhanced specificity and scale over more
traditional validation methods such as RT-PCR. Where
RT-PCR uses primers designed to a specific region of a
transcript, targeted RNA capture uses hybridization
baits that are tiled over a specific region of interest. In
our study, we used 3X tiling of baits for each of the
14,696 novel features to provide specificity for the
targeted transcript features. The data obtained show
that 99% of the novel transcript features identified in
the RNA-Seq analyses were detected in the RNA cap-
ture experiments. This result provides robust technical
validation of the RNA-Seq analyses. To our knowledge,
this is the first report of such a validation of RNA-Seq
data. Because the RNA capture set incorporated 19% of
the novel transcript features detected by RNA-Seq, we
believe these data can be more reliably extrapolated to
the whole RNA-Seq dataset.
The RNA capture experiments demonstrated that 7,000

of the novel transcript features studied were shared be-
tween all three retinal RNA samples, further confirming
their presence in the human retinal transcriptome.
Approximately 2,000 of these novel transcript features
were not detected in the RNA capture experiments using
human brain, liver and muscle RNA, suggesting that these
splicing alterations may be specific to the retina. Extrapo-
lation of these data indicate that up to 2.5% of the novel
transcript features detected in the RNA-seq analyses may
be retina specific, with the potential to provide insight into
retinal biology.
As a corollary, the RNA capture experiments also

showed that 63-71% of the novel transcript features
identified in the retina were shared with brain, liver and
muscle. These results provide biologic validation for these
novel transcript features, with their detection in other
tissues. They also suggest that transcriptome annotation
in other tissues such as brain, liver and muscle may also
be incomplete, since the non-redundant reference tran-
scriptome we used is not tissue-specific. In total, these
data suggest that RNA-Seq experiments analyzed by the
RUM pipeline produce high quality and reliable results
that are applicable to other tissues [35]. This further
supports the conclusion that RNA-Seq experiments do
not require large-scale validation once the experiment
and analysis pipeline have been thoroughly validated.
We suggest that it would be both worthwhile and in-
formative to apply a similar comprehensive empiric
validation methods to other analysis pipelines.
Finally, we identified 116 potential novel genes. These

novel genes are located in regions of the genome that
are currently annotated as intergenic, and varied in the
number of exons, length, alternative isoforms, and coding
potential. In an attempt to be conservative with our
definition of a novel gene, we identified only those that
were three or more putative exons, of which all exons of
the putative gene were completely intergenic. A majority
(81%) of the novel genes identified showed little to no
coding potential. We have identified these genes as encod-
ing putative lincRNAs. Many potential lincRNAs have also
been identified in transcriptome analyses of other tissues
[84]. lincRNAs are typically classified as non-coding RNAs
that are longer than 200 bp, intergenic, spliced, and
polyadenylated [24]. Functionally, lincRNAs are best
known for their role as regulators of gene expression
through associations with chromatin modifying complexes
[90-92]. Additional studies will be required to investigate
the function of the putative novel genes lincRNAs identi-
fied by these studies in the retina.

Conclusions
Novel transcriptome features, both alternative splicing of
annotated genes and transcription of novel genes, is
more abundant than previously understood in the human
neural retina. Further, by identifying tens of thousands
novel alternative features, and validating a significant por-
tion of them, these transcriptome data have increased our
understanding of transcription, in general. Ultimately, these
data have the potential to influence disease research. By
elucidating the specific isoforms present in the retina,
disease genes can be more appropriately studied.

Methods
RNA-seq library preparation and sequencing
Total RNA samples from normal human retina from a
male and two females of ages 42, 44, and 46 years old,
respectively were purchased from Biochain. No post-
mortem time information was available, although all
samples had a RIN between 7–8, suggesting the RNA
was slightly degraded. The individuals from which these
samples were obtained were not reported to have ocular
disease, although detailed medical information is not avail-
able. RNA-Seq libraries were prepared from 5 μg total
RNA following a modified Illumina mRNA-Seq protocol
(Illumina). Briefly, mRNA was purified using oligo-dT beads
(Invitrogen). The purified mRNA was then fragmented
for 2 minutes at 94°C on a thermalcycler with the addition
of 2 μl of 10X fragmentation buffer (1 mM ZnCl2, 1 mM
Tris–HCl, pH 7.0). The reaction was stopped with the
addition of 4 μl of 100 mM EDTA, pH 8.0. First strand
cDNA was synthesized using SuperScript II reagents
following manufacturer’s instructions (Invitrogen). The
remaining steps: second strand cDNA synthesis, end-repair,
monoadenylation, and adapter ligation were performed
following Illumina’s mRNA-Seq protocol. All reagents,
excluding paired-end adapters, were purchased from New
England Biolabs. Paired-end adapters and PCR primers
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were purchased from Illumina. cDNA libraries were size
selected using a 2% agarose gel and fragments between
300–350 bp were selected. Size selected samples were
then PCR amplified using 15 cycles. cDNA library quan-
tity and quality were determined using DNA 1000 chips
on a Bioanalyzer 2100 (Agilent). Each of the three samples
were clustered at 10 pM in individual lanes of a flow cell.
101 bp paired-end sequencing was performed on an
Illumina HiSeq 2000. For quality control, PhiX was spiked
into each sample at 1% of the sample concentration.
Additional normal human brain, muscle, liver, and the

retina samples described above were prepared for targeted
capture using a modified Nextera DNA library preparation
protocol (Illumina). Total RNA for all samples was pur-
chased from Biochain. To prepare cDNA libraries, 185 ng
of total RNA was first converted to double stranded cDNA.
First strand cDNA was prepared using Superscript III with
anchored oligo-dT primers according to manufacturers
protocol (Invitrogen). Second strand cDNA was produced
using RNase H, DNA polymerase I, dNTPs, and Second
Strand buffer (New England Biolabs). The reaction was
incubated for 2.5 hours at 16°C. Following the incubation,
the samples were purified using Clean and Concentrator-5
spin columns (Zymo). The samples were eluted with 25 μl
of molecular biology grade water. Fragmentation, PCR
amplification, and bead purification of the cDNA libraries
was performed according to the Nextera protocol. Finally,
the libraries were size selected using a 1% agarose gel and
fragments between 400–600 bp were selected.

Alignment and post-processing of RNA-seq reads
All data was aligned using the RNA-Seq Unified Mapper
(RUM v1.10) pipeline using the default settings against
the hg19 genome and no transcriptome database. Due
to aligning the data without a transcriptome, the files
containing the splice junctions (both novel and annotated)
were generated manually using the make_RUM_junctions_
file.pl script that is downloaded with the RUM pipeline.
The annotation file used to generate the splice junctions
was a non-redundant transcriptome database generated
from the 8 empirically-determined transcriptome anno-
tation tracks (UCSC, Refseq, Vega, Aceview, Ensembl,
Gencode V7, CCDS and lincRNA) [32,42-48].

Identification of novel features
Novel exons, alternate 3′/5′ splice sites, and exon skip-
ping events were identified using the splice junction file
generated using RUM. The splice junction files contain
both novel and annotated splice junctions based on the
8-track annotation file, which can be parsed to identify
each of the novel features. Novel exons were determined
by pairing a left coordinate of a novel splice to the right
coordinate of a novel splice junction, if they are within
15–650 bp of each other. Novel alternate 3′/5′ splice sites
were identified where either the 3′ or 5′ coordinate is
shared with an annotated exon and the novel site is
15–350 bp upstream or downstream of the corresponding
site of the annotated exon. Novel exon skipping events
were determined by identifying novel splice junctions that
share are within annotated transcripts and span at least
one annotated exon.

Determination of open reading frame
Custom scripts were developed to determine the open
reading frames of novel features within annotated tran-
scripts. For each novel feature, the script determined the lo-
cation of the feature within the annotated transcript found
in the 8-track transcriptome. Each type of novel feature
(novel exons, exon skipping, and alternate 3′/5′ splice sites)
first required the addition or removal of sequence from
the annotated transcript sequence, depending on the
novel feature. Using the CDS start coordinate, the novel
transcript isoforms were translated and the position of the
stop codon determined.

Targeted RNA capture and high-throughput validation
Using the RUM_Unique and splice junction files, 14,696
novel internal exons (novel exons found between two
annotated exons), exon skipping, and alternate 3′/5′
splice sites were selected for high-throughput validation.
Selection of novel features was dependent on a few criteria:
1) novel exon and alternate 3′/5′ slice site length was
between 15–400 bp, 2) the novel features had to be flanked
by at least 50 bases of annotated sequence, and 3) the total
region to be captured (novel + annotated) had to be between
300–500 bases in length. Baits to the regions of interest were
generated using Agilent’s eArray software. Blockers designed
specifically to the Nextera adapters were provided separately
by Agilent. Capture was performed following the manufac-
turer’s protocol on the human retina, brain, muscle, and
liver samples. Sequencing and alignment was performed as
described above. However, the data was aligned using both
the hg19 genome and the 8-track transcriptome.

Identification and coding potential of novel genes
The list of novel exons was parsed to identify exons that
were intergenic based on the 8-track transcriptome. This
list was used to manually determine if they belonged to a
putative novel gene. The criteria used to determine if an
exon belonged to a novel gene were: 1) based on splice
junction data, the novel exon was not connected to another
exon that overlapped an annotated gene, 2) at least 3 novel
exons were connected to form a novel gene, and 3) there
was sufficient coverage data (average read depth of 5).
Open reading frames of the novel genes were determined

for all six frames. Homology for ORFs that contained both
a methionine as a start codon and an in-frame stop codon
were determined using BLAST [93].
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Validation of novel genes
First-strand cDNA was produced from the 3 human ret-
inal tissues, brain, liver, and muscle used in the previous
transcriptome studies, as well as a fourth retinal tissue
(Biochain) using SuperScript III following the manufac-
turer’s instructions (Invitrogen). Primers were designed to
the putative terminal exons of the novel genes and ampli-
fied using Phusion polymerase (New England Biolabs).
The PCR products were visualized on a 1% agarose gel.
Amplicons of the expected size were excised and purified
using the Zymoclean Gel DNA Recovery Kit (Zymo). The
products were Sanger sequenced, and confirmation of the
novel gene was performed by aligning the output against
the retinal transcriptome data hosted at UCSC using BLAT.
Additional files

Additional file 1: Non-redundant reference transcriptome. Complete
annotation database consisting of all 8 human databases.

Additional file 2: Distribution of expression of annotated
transcripts. Graph of the RPKM values of all expressed transcripts.

Additional file 3: Description of data on UCSC Genome Browser.
Description of transcriptome data on the UCSC Genome Browser.

Additional file 4: Distribution of transcript abundance containing a
novel feature. Graph of the RPKM values of annotated transcripts which
contain a novel feature.

Additional file 5: List of novel genes identified in the human retinal
transcriptome. Novel internal exons and alternate 3′/5′ splice sites. List
of novel internal exons and alternate 3′/5′ splice sites.

Additional file 6: Table of validated novel genes. Validation of novel
features. List of novel alternate splicing features used for capture/
validation and corresponding enrichment.

Additional file 7: Novel genes. List of novel genes identified in the
human retinal transcriptome.

Additional file 8: Validated novel genes. Table of validated novel genes.
Abbreviations
IRD: Inherited retinal degeneration; lincRNA: Long intergenic non-coding
RNA; UCSC: University of California, Santa Cruz; BLAT: Blast-like alignment
tool; ORF: Open reading frame; RUM: RNA-Seq Unified Mapper; NMD: Non-
sense mediated decay.

Competing interests
The authors declare no conflict of interest.

Authors’ contributions
MHF and EAP conceived and designed the experiments. MHF, JAW, and GRG
analyzed the data. MHF, MBC, and MES performed the experiments. MHF
and EAP wrote the manuscript. All authors read and approved the final
manuscript

Acknowledgements
We thank the Penn Genome Frontiers Institute at the University of
Pennsylvania for sequencing the retinal transcriptome samples. This work
was supported by grants from the National Institutes of Health
RO1-EY020902 (EAP), RO1-EY012910 (E.A.P.), F32-EY020747 (M.H.F.); the
Foundation Fighting Blindness USA; the Penn Genome Frontiers Institute.
The content is solely the responsibility of the authors and does not
necessarily represent the official views of the funding organizations or the
National Institutes of Health.
Data access
We have made our data publically available in two formats. First, we have
uploaded our RNA-Seq data to GEO (GSE40524). We have also made our
data viewable on the UCSC Genome Browser (http://oculargenomics.meei.
harvard.edu/index.php/ret-trans/110-human-retinal-transcriptome). A
description of the browser features can be found in Additional file 3.

Author details
1Ocular Genomics Institute, Department of Ophthalmology, Massachusetts
Eye and Ear Infirmary, Harvard Medical School, Boston, MA, USA.
2Berman-Gund Laboratory for the Study of Retinal Degenerations,
Department of Ophthalmology, Massachusetts Eye and Ear Infirmary, Harvard
Medical School, Boston, MA, USA. 3Penn Center for Bioinformatics, University
of Pennsylvania, Philadelphia, PA, USA.

Received: 9 January 2013 Accepted: 15 July 2013
Published: 18 July 2013
References
1. Masland RH: Cell populations of the retina: the proctor lecture. Invest

Ophthalmol Vis Sci 2011, 52(7):4581–4591.
2. Jadhav AP, Roesch K, Cepko CL: Development and neurogenic potential

of Mueller glial cells in the vertebrate retina. Prog Retin Eye Res 2009,
28(4):249–262.

3. Antonetti DA, Klein R, Gardner TW: Diabetic retinopathy. N Engl J Med
2012, 366(13):1227–1239.

4. Khandhadia S, Cherry J, Lotery AJ: Age-Related Macular Degeneration
Neurodegenerative Diseases. In Advances in Experimental Medicine and
Biology, Volume 724. Edited by Ahmad SI. US: Springer; 2012:15–36.

5. Lohmann D: Retinoblastoma Diseases of DNA Repair. In Advances in
Experimental Medicine and Biology, Volume 685. Edited by Ahmad SI.
New York: Springer; 2010:220–227.

6. Bramall AN, Wright AF, Jacobson SG, McInnes RR: The genomic,
biochemical, and cellular responses of the retina in inherited
photoreceptor degenerations and prospects for the treatment of these
disorders. Annu Rev Neurosci 2010, 33:441–472.

7. Bennett J, Ashtari M, Wellman J, Marshall KA, Cyckowski LL, Chung DC,
McCague S, Pierce EA, Chen Y, Bennicelli JL, et al: AAV2 Gene therapy
readministration in three adults with congenital blindness. Sci Transl Med
2012, 4(120):120ra115.

8. Maguire AM, Simonelli F, Pierce EA, Pugh EN, Mingozzi F, Bennicelli J, Banfi
S, Marshall KA, Testa F, Surace EM, et al: Safety and efficacy of gene
transfer for Leber’s congenital amaurosis. N Eng J Med 2008,
358(21):2240–2248.

9. Bainbridge JWB, Smith AJ, Barker SS, Robbie S, Henderson R, Balaggan K,
Viswanathan A, Holder GE, Stockman A, Tyler N, et al: Effect of gene
therapy on visual function in Leber’s congenital amaurosis. N Eng J Med
2008, 358(21):2231–2239.

10. Fritsche LG, Fleckenstein M, Fiebig BS, Schmitz-Valckenberg S, Bindewald-Wittich
A, Keilhauer CN, Renner AB, Mackensen F, Müner A, Pauleikhoff D, et al:
A subgroup of age-related macular degeneration is associated with
mono-allelic sequence variants in the ABCA4 gene. Invest Ophthalmol
Vis Sci 2012, 53(4):2112–2118.

11. Bonnet C, Grati M, Marlin S, Levilliers J, Hardelin JP, Parodi M, Niasme-Grare
M, Zelenika D, Delepine M, Feldmann D: Complete exon sequencing of all
known usher syndrome genes greatly improves molecular diagnosis.
Orphanet J Rare Dis 2011, 6(1):21.

12. Riazuddin SA, Iqbal M, Wang Y, Masuda T, Chen Y, Bowne S, Sullivan LS,
Waseem NH, Bhattacharya S, Daiger SP, et al: A splice-site mutation in a
retina-specific exon of BBS8 causes nonsyndromic retinitis pigmentosa.
Am J Hum Genet 2010, 86(5):805–812.

13. Kirschner R, Rosenberg T, Schultz-Heienbrok R, Lenzner S, Feil S, Roepman R,
Cremers FPM, Ropers H-H, Berger W: RPGR transcription studies in mouse
and human tissues reveal a retina-specific isoform that is disrupted in a
patient with X-linked retinitis pigmentosa. Hum Mol Genet 1999,
8(8):1571–1578.

14. Baala L, Audollent S, Martinovic J, Ozilou C, Babron M-C, Sivanandamoorthy
S, Saunier S, Salomon R, Gonzales M, Rattenberry E, et al: Pleiotropic effects
of CEP290 (NPHP6) mutations extend to meckel syndrome. Am J Hum
Genet 2007, 81(1):170–179.

http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S1.zip
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S2.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S3.docx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S4.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S5.txt
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S6.txt
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S7.txt
http://www.biomedcentral.com/content/supplementary/1471-2164-14-486-S8.docx
http://oculargenomics.meei.harvard.edu/index.php/ret-trans/110-human-retinal-transcriptome
http://oculargenomics.meei.harvard.edu/index.php/ret-trans/110-human-retinal-transcriptome


Farkas et al. BMC Genomics 2013, 14:486 Page 13 of 14
http://www.biomedcentral.com/1471-2164/14/486
15. Zaghloul NA, Katsanis N: Mechanistic insights into Bardet-Biedl syndrome,
a model ciliopathy. J Clin Invest 2009, 119(3):428.

16. Mockel A, Perdomo Y, Stutzmann F, Letsch J, Marion V, Dollfus H: Retinal
dystrophy in Bardet‚ÄìBiedl syndrome and related syndromic
ciliopathies. Prog Retin Eye Res 2011, 30(4):258–274.

17. Gan DK, He CL, Shu HR, Hoffman MR, Jin ZB: Novel RPGR-ORF15 mutations
in X-linked retinitis pigmentosa patients. Neurosci Lett 2011, 500(1):16–19.

18. Toung JM, Morley M, Li M, Cheung VG: RNA-sequence analysis of human
B-cells. Genome Res 2011, 21(6):991–998.

19. Trapnell C, Williams BA, Pertea G, Mortazavi A, Kwan G, van Baren MJ,
Salzberg SL, Wold BJ, Pachter L: Transcript assembly and quantification by
RNA-Seq reveals unannotated transcripts and isoform switching during
cell differentiation. Nat Biotechnol 2010, 28(5):511–515.

20. Sultan M, Schulz MH, Richard H, Magen A, Klingenhoff A, Scherf M, Seifert
M, Borodina T, Soldatov A, Parkhomchuk D, et al: A global view of gene
activity and alternative splicing by deep sequencing of the human
transcriptome. Science 2008, 321(5891):956–960.

21. Pickrell JK, Marioni JC, Pai AA, Degner JF, Engelhardt BE, Nkadori E, Veyrieras
J-B, Stephens M, Gilad Y, Pritchard JK: Understanding mechanisms
underlying human gene expression variation with RNA sequencing.
Nature 2010, 464(7289):768–772.

22. Rowley JW, Oler AJ, Tolley ND, Hunter BN, Low EN, Nix DA, Yost CC,
Zimmerman GA, Weyrich AS: Genome-wide RNA-seq analysis of human
and mouse platelet transcriptomes. Blood 2011, 118(14):e101–e111.

23. Kim J, Zhao K, Jiang P, Lu Z-x, Wang J, Murray J, Xing Y: Transcriptome
landscape of the human placenta. BMC Genomics 2012, 13(1):115.

24. Cabili MN, Trapnell C, Goff L, Koziol M, Tazon-Vega B, Regev A, Rinn JL:
Integrative annotation of human large intergenic noncoding RNAs
reveals global properties and specific subclasses. Genes Dev 2011,
25(18):1915–1927.

25. Ulitsky I, Shkumatava A, Jan CH, Sive H, Bartel DP: Conserved function of
lincRNAs in vertebrate embryonic development despite rapid sequence
evolution. Cell 2011, 147(7):1537–1550.

26. Derrien T, Johnson R, Bussotti G, Tanzer A, Djebali S, Tilgner H, Guernec G,
Martin D, Merkel A, Knowles DG, et al: The GENCODE v7 catalog of human
long noncoding RNAs: analysis of their gene structure, evolution, and
expression. Genome Res 2012, 22(9):1775–1789.

27. Bortoluzzi S, d’Alessi F, Danieli GA: A novel resource for the study of genes
expressed in the adult human retina. Invest Ophthalmol Vis Sci 2000,
41(11):3305–3308.

28. Swaroop A, Zack D: Transcriptome analysis of the retina. Genome Biol
2002, 3(8):reviews1022.1021–reviews1022.1024.

29. Schulz H, Goetz T, Kaschkoetoe J, Weber B: The retinome - defining a
reference transcriptome of the adult mammalian retina/retinal pigment
epithelium. BMC Genomics 2004, 5(1):50.

30. Wistow G: The NEIBank project for ocular genomics: data-mining gene
expression in human and rodent eye tissues. Prog Retin Eye Res 2006,
25(1):43–77.

31. Blackshaw S, Fraioli RE, Furukawa T, Cepko CL: Comprehensive analysis of
photoreceptor gene expression and the identification of candidate
retinal disease genes. Cell 2001, 107(5):579–589.

32. Sharon D, Blackshaw S, Cepko CL, Dryja TP: Profile of the genes expressed
in the human peripheral retina, macula, and retinal pigment epithelium
determined through serial analysis of gene expression (SAGE). Proc Natl
Acad Sci 2002, 99(1):315.

33. Rickman CB, Ebright JN, Zavodni ZJ, Yu L, Wang T, Daiger SP, Wistow G, Boon K,
Hauser MA: Defining the human macula transcriptome and candidate retinal
disease genes using EyeSAGE. Invest Ophthalmol Vis Sci 2006, 47(6):2305–2316.

34. Bullard JH, Purdom E, Hansen KD, Dudoit S: Evaluation of statistical
methods for normalization and differential expression in mRNA-Seq
experiments. BMC Bioinforma 2010, 11(1):94.

35. Grant GR, Farkas MH, Pizarro AD, Lahens NF, Schug J, Brunk BP, Stoeckert CJ,
Hogenesch JB, Pierce EA: Comparative analysis of RNA-Seq alignment
algorithms and the RNA-Seq unified mapper (RUM). Bioinformatics 2011,
27(18):2518–2528.

36. Natoli R, Zhu Y, Valter K, Bisti S, Eells J, Stone J: Gene and noncoding RNA
regulation underlying photoreceptor protection: microarray study of
dietary antioxidant saffron and photobiomodulation in rat retina. Mol Vis
2010, 16:1801–1822.

37. Kent WJ: BLAT‚The BLAST-Like Alignment Tool. Genome Res 2002,
12(4):656–664.
38. Rosenbloom KR, Dreszer TR, Long JC, Malladi VS, Sloan CA, Raney BJ, Cline
MS, Karolchik D, Barber GP, Clawson H: ENCODE whole-genome data in
the UCSC genome browser: update 2012. Nucleic Acids Res 2012,
40(D1):D912–D917.

39. Curwen V, Eyras E, Andrews TD, Clarke L, Mongin E, Searle SMJ, Clamp M:
The ensembl automatic gene annotation system. Genome Res 2004,
14(5):942–950.

40. Thierry-Mieg D, Thierry-Mieg J: AceView: a comprehensive cDNA-supported
gene and transcripts annotation. Genome Biol 2006, 7(Suppl 1):S12.

41. Wilming LG, Gilbert JGR, Howe K, Trevanion S, Hubbard T, Harrow JL: The
vertebrate genome annotation (Vega) database. Nucleic Acids Res 2008,
36(suppl 1):D753–D760.

42. Pruitt KD, Harrow J, Harte RA, Wallin C, Diekhans M, Maglott DR, Searle S,
Farrell CM, Loveland JE, Ruef BJ, et al: The consensus coding sequence
(CCDS) project: identifying a common protein-coding gene set for the
human and mouse genomes. Genome Res 2009, 19(7):1316–1323.

43. Coffey AJ, Kokocinski F, Calafato MS, Scott CE, Palta P, Drury E, Joyce CJ,
LeProust EM, Harrow J, Hunt S, et al: The GENCODE exome: sequencing
the complete human exome. Eur J Hum Genet 2011, 19(7):827–831.

44. Fujita PA, Rhead B, Zweig AS, Hinrichs AS, Karolchik D, Cline MS, Goldman
M, Barber GP, Clawson H, Coelho A, et al: The UCSC genome browser
database: update 2011. Nucleic Acids Res 2011, 39(suppl 1):D876–D882.

45. Pruitt KD, Tatusova T, Brown GR, Maglott DR: NCBI reference sequences
(RefSeq): current status, new features and genome annotation policy.
Nucleic Acids Res 2012, 40(D1):D130–D135.

46. Burge C, Karlin S: Prediction of complete gene structures in human
genomic DNA. J Mol Biol 1997, 268(1):78–94.

47. Korf I, Flicek P, Duan D, Brent MR: Integrating genomic homology into
gene structure prediction. Bioinformatics 2001, 17(suppl 1):S140–S148.

48. Blanco E, Parra G, Guigó R: Using geneid to Identify Genes. In Current
Protocols in Bioinformatics. John Wiley & Sons, Inc; 2002.

49. van Baren MJ, Brent MR: Iterative gene prediction and pseudogene
removal improves genome annotation. Genome Res 2006, 16(5):678–685.

50. Parra GÃ, Agarwal P, Abril JF, Wiehe T, Fickett JW: Guig√ ≥ R: comparative
gene prediction in human and mouse. Genome Res 2003, 13(1):108–117.

51. van Bakel H, Nislow C, Blencowe BJ, Hughes TR: Most “Dark Matter” transcripts
are associated with known genes. PLoS Biol 2010, 8(5):e1000371.

52. Pickrell JK, Pai AA, Gilad Y, Pritchard JK: Noisy splicing drives mRNA
isoform diversity in human cells. PLoS Genet 2010, 6(12):e1001236.

53. Maher CA, Kumar-Sinha C, Cao X, Kalyana-Sundaram S, Han B, Jing X, Sam L,
Barrette T, Palanisamy N, Chinnaiyan AM: Transcriptome sequencing to
detect gene fusions in cancer. Nature 2009, 458(7234):97–101.

54. Djebali S, Davis CA, Merkel A, Dobin A, Lassmann T, Mortazavi A, Tanzer A,
Lagarde J, Lin W, Schlesinger F, et al: Landscape of transcription in human
cells. Nature 2012, 489(7414):101–108.

55. Meena Kishore S, Bagavathi SP, Yun Ping L, Lee Pern C, Yiting Y, Pandjassarame
K: Alternatively Spliced Human Genes by Exon Skipping - A Database
(ASHESdb). In Silico Biol 2005, 5(3):221–225.

56. Wang ET, Sandberg R, Luo S, Khrebtukova I, Zhang L, Mayr C, Kingsmore SF,
Schroth GP, Burge CB: Alternative isoform regulation in human tissue
transcriptomes. Nature 2008, 456(7221):470–476.

57. Nilsen TW, Graveley BR: Expansion of the eukaryotic proteome by
alternative splicing. Nature 2010, 463(7280):457–463.

58. Mercer TR, Gerhardt DJ, Dinger ME, Crawford J, Trapnell C, Jeddeloh JA,
Mattick JS, Rinn JL: Targeted RNA sequencing reveals the deep
complexity of the human transcriptome. Nat Biotech 2012, 30(1):99–104.

59. Xu Q, Modrek B, Lee C: Genome‚Äêwide detection of tissue‚Äêspecific
alternative splicing in the human transcriptome. Nucleic Acids Res 2002,
30(17):3754–3766.

60. Yeo G, Holste D, Kreiman G, Burge C: Variation in alternative splicing
across human tissues. Genome Biol 2004, 5(10):R74.

61. Gonzalez-Porta M, Calvo M, Sammeth M, Guigo R: Estimation of alternative
splicing variability in human populations. Genome Res 2012, 22(3):528–538.

62. Koppelkamm A, Vennemann B, Lutz-Bonengel S, Fracasso T, Vennemann M:
RNA integrity in post-mortem samples: influencing parameters and
implications on RT-qPCR assays. Int J Legal Med 2011, 125:1–8.

63. Golden-Mason L, Stone AEL, Bambha KM, Cheng L, Rosen HR: Race- and
gender-related variation in NKp46 expression associated with differential
anti-HCV immunity. Hepatology 2012, 56(4):1214–1222.

64. Snyder M: What is a gene, post-ENCODE. History and updated definition
Genome Res 2007, 17(6):669–681.



Farkas et al. BMC Genomics 2013, 14:486 Page 14 of 14
http://www.biomedcentral.com/1471-2164/14/486
65. Jia H, Osak M, Bogu GK, Stanton LW, Johnson R, Lipovich L: Genome-wide
computational identification and manual annotation of human long
noncoding RNA genes. RNA 2010, 16(8):1478–1487.

66. Mortazavi A, Williams BA, McCue K, Schaeffer L, Wold B: Mapping and
quantifying mammalian transcriptomes by RNA-Seq. Nat Meth 2008,
5(7):621–628.

67. Pan Q, Shai O, Lee LJ, Frey BJ, Blencowe BJ: Deep surveying of alternative
splicing complexity in the human transcriptome by high-throughput
sequencing. Nat Genet 2008, 40(12):1413–1415.

68. Blencowe BJ, Ahmad S, Lee LJ: Current-generation high-throughput
sequencing: deepening insights into mammalian transcriptomes.
Genes Dev 2009, 23(12):1379–1386.

69. Chen G, Li R, Shi L, Qi J, Hu P, Luo J, Liu M, Shi T: Revealing the missing
expressed genes beyond the human reference genome by RNA-Seq.
BMC Genomics 2011, 12(1):590.

70. Ivliev AE, t Hoen PAC, van Roon-Mom WMC, Peters DJM, Sergeeva MG:
Exploring the transcriptome of ciliated cells using in silico dissection of
human tissues. PLoS One 2012, 7(4):e35618.

71. Brooks MJ, Rajasimha HK, Roger JE, Swaroop A: Next-generation sequencing
facilitates quantitative analysis of wild-type and Nrl−/− retinal transcriptomes.
Mol Vis 2011, 17:3034.

72. Gamsiz ED, Ouyang Q, Schmidt M, Nagpal S, Morrow EM: Genome-wide
transcriptome analysis in murine neural retina using high-throughput
RNA sequencing. Genomics 2012, 99(1):44–51.

73. Pan Q, Bakowski MA, Morris Q, Zhang W, Frey BJ, Hughes TR, Blencowe BJ:
Alternative splicing of conserved exons is frequently species-specific in
human and mouse. Trends Genet 2005, 21(2):73–77.

74. Matlin AJ, Clark F, Smith CWJ: Understanding alternative splicing: towards
a cellular code. Nat Rev Mol Cell Biol 2005, 6(5):386–398.

75. Trapnell C, Williams BA, Pertea G, Mortazavi A, Kwan G, van Baren MJ,
Salzberg SL, Wold BJ, Pachter L: Transcript assembly and quantification by
RNA-Seq reveals unannotated transcripts and isoform switching during
cell differentiation. Nat Biotech 2010, 28(5):511–515.

76. Eddy SR, van Bakel H, Nislow C, Blencowe BJ, Hughes TR: Most “Dark Matter”
transcripts are associated with known genes. PLoS Biol 2010, 8(5):e1000371.

77. Chang YF, Imam JS, Wilkinson MF: The nonsense-mediated decay RNA
surveillance pathway. Annu Rev Biochem 2007, 76:51–74.

78. Durand C, Roeth R, Dweep H, Vlatkovic I, Decker E, Schneider KU, Rappold
G: Alternative splicing and nonsense-mediated RNA decay contribute to
the regulation of SHOX expression. PLoS One 2011, 6(3):e18115.

79. Nitz I, Kruse ML, Klapper M, Doring F: Specific regulation of low-abundance
transcript variants encoding human Acyl-CoA binding protein (ACBP)
isoforms. J Cell Mol Med 2011, 15(4):909–927.

80. Ip YY: Investigating the Integration of Alternative Splicing and Transcriptional
Regulation in Mammalian Gene Expression, PhD thesis. University of Toronto:
Department of Molecular and Medical Genetics; 2011.

81. Bradley RK, Merkin J, Lambert NJ, Burge CB: Alternative splicing of RNA
triplets is often regulated and accelerates proteome evolution.
PLoS Biol 2012, 10(1):e1001229.

82. Ng SB, Bigham AW, Buckingham KJ, Hannibal MC, McMillin MJ, Gildersleeve
HI, Beck AE, Tabor HK, Cooper GM, Mefford HC: Exome sequencing
identifies MLL2 mutations as a cause of Kabuki syndrome. Nat Genet
2010, 42(9):790–793.

83. Hannibal MC, Buckingham KJ, Ng SB, Ming JE, Beck AE, McMillin MJ,
Gildersleeve HI, Bigham AW, Tabor HK, Mefford HC: Spectrum of MLL2
(ALR) mutations in 110 cases of Kabuki syndrome. Am J Med Genet A
2011, 155A(7):1511–1516.

84. Prensner JR, Iyer MK, Balbin OA, Dhanasekaran SM, Cao Q, Brenner JC,
Laxman B, Asangani IA, Grasso CS, Kominsky HD, et al: Transcriptome
sequencing across a prostate cancer cohort identifies PCAT-1, an
unannotated lincRNA implicated in disease progression. Nat Biotech
2011, 29(8):742–749.

85. Rosenberg BR, Hamilton CE, Mwangi MM, Dewell S, Papavasiliou FN:
Transcriptome-wide sequencing reveals numerous APOBEC1
mRNA-editing targets in transcript 3′ UTRs. Nat Struct Mol Biol
2011, 18(2):230–236.

86. Courtney E, Kornfeld S, Janitz K, Janitz M: Transcriptome profiling in
neurodegenerative disease. J Neurosci Methods 2010, 193(2):189–202.

87. Ding L, Wendl MC, Koboldt DC, Mardis ER: Analysis of next-generation
genomic data in cancer: accomplishments and challenges. Hum Mol
Genet 2010, 19(R2):R188–R196.
88. Sutherland GT, Janitz M, Kril JJ: Understanding the pathogenesis of
Alzheimer’s disease: will RNA-Seq realize the promise of transcriptomics?
J Neurochem 2011, 116(6):937–946.

89. Halvardson J, Zaghlool A, Feuk L: Exome RNA sequencing reveals rare and
novel alternative transcripts. Nucleic Acids Res 2012, 41(1):e6.

90. Gingeras T: Missing lincs in the transcriptome. Nat Biotech 2009, 27(4):346–347.
91. Croce CM: LINCing chromatin remodeling to metastasis. Nat Biotechnol

2010, 28(9):931–932.
92. Mattick JS: Linc-ing long noncoding RNAs and enhancer function.

Dev Cell 2010, 19(4):485–486.
93. Johnson M, Zaretskaya I, Raytselis Y, Merezhuk Y, McGinnis S, Madden TL: NCBI

BLAST: a better web interface. Nucleic Acids Res 2008, 36(suppl 2):W5–W9.

doi:10.1186/1471-2164-14-486
Cite this article as: Farkas et al.: Transcriptome analyses of the human
retina identify unprecedented transcript diversity and 3.5 Mb of novel
transcribed sequence via significant alternative splicing and novel
genes. BMC Genomics 2013 14:486.
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


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Characterization of the annotated retinal transcriptome
	Visualization of the retinal transcriptome
	A significant fraction of detected splice junctions are novel
	Characterization of the products of novel splice junctions
	Targeted enrichment and high-throughput validation
	Identification of novel genes
	Validation of novel genes

	Discussion
	A more complex transcriptome

	Conclusions
	Methods
	RNA-seq library preparation and sequencing
	Alignment and post-processing of RNA-seq reads
	Identification of novel features
	Determination of open reading frame
	Targeted RNA capture and high-throughput validation
	Identification and coding potential of novel genes
	Validation of novel genes

	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Data access
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


