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Abstract

Background: The rabbit is an important model organism used in a wide range of biomedical research. However,
the rabbit genome is still sparsely annotated, thus prohibiting extensive functional analysis of gene sets derived
from whole-genome experiments. We developed a web-based application that provides augmented annotation
and orthologue analysis for rabbit genes. Importantly, the application allows comprehensive functional analysis
through the use of orthologous relationships.

Results: Using data extracted from several public bioinformatics repositories we created Better Bunny, a database
and query tool that extensively augments the available functional annotation for rabbit genes. Using the complete
set of target genes from a commercial rabbit gene expression microarray as our benchmark, we are able to obtain
functional information for 88 % of the genes on the microarray. Previously, functional information was available for
fewer than 10 % of the rabbit genes.

Conclusions: We have developed a freely available, web-accessible bioinformatics tool that enables investigators to

quickly and easily perform extensive functional analysis of rabbit genes (http://cptweb.cptwayne.edu). The software
application fills a critical void for a wide range of biomedical research that relies on the rabbit model and requires

characterization of biological function for large sets of genes.
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Background

The rabbit (Oryctolagus cuniculus) is an important model
organism used extensively in biomedical research. Offering
advantages over other organisms for a variety of physio-
logical systems, the rabbit has contributed to studies in a
wide range of disciplines, including embryology, ophthal-
mology, toxicology, pulmonary and cardiovascular research,
and neurology [1-4]. For example, the rabbit has proven to
be invaluable in neurodevelopmental research, largely due
to a temporal pattern of oligodendrocyte maturation and
myelination that closely parallels that of humans. In rabbit
brain development structural and functional changes occur
most rapidly during the perinatal period, generally starting
several days before birth and continuing in the postnatal
period [5]. This pattern is very similar to what occurs in
humans, where immature oligodendrocytes increase rapidly
in number in the third trimester followed by myelination
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that initiates around the time of birth, with maximum
increases during the first year of life [6]. Thus, structural
development of the rabbit brain is very similar to that of
humans, but within a more compressed time-frame. In
contrast, rodents are postnatal brain developers, while
sheep, pigs and monkeys are prenatal brain developers.
Consequently, the rabbit offers a preferred means to inves-
tigate the effects of perinatal events and environmental
exposures on brain development. This model has been
used extensively in one of our own laboratories to study
the relationship between maternal infection and neo-
natal brain injury [7,8], and by other investigators to
study the effects of various prenatal and perinatal insults
to the brain [9].

Despite the demonstrated importance of rabbits in
biomedical research, the rabbit genome is still poorly
annotated. This presents a significant challenge where
whole-genome technologies are used to characterize
molecular and cellular events. Using high-throughput
genomic methods such as microarrays, investigators
often obtain lengthy lists of differentially expressed

© 2012 Craig et al, licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative
Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited.


mailto:domski@wayne.edu

Craig et al. BMC Bioinformatics 2012, 13:84
http://www.biomedcentral.com/1471-2105/13/84

genes, and a commonly employed analysis paradigm is to
perform functional annotation analysis to identify enriched
ontologies, pathways, motifs, and other molecular details
associated with a set of genes. A variety of software is avail-
able for functional analysis of common model organisms;
however, this approach is currently impeded when using
rabbit data due to sparse annotation that is scattered
among various bioinformatics resources. Only 1076 rabbit
genes are annotated with biological process information
per the current database release of the Gene Ontology
Consortium (GO) [10]. This compares to more than
27,000 genes with an annotated biological process in
human, and approximately 16,000 and 24,000 genes in rat
and mouse respectively. Additionally, the rabbit is not well
represented in other informatics resources. For example,
rabbit is not included in the Kyoto Encyclopedia of Genes
and Genomes (KEGG) which is widely used for biological
pathway analysis [11]. These limitations are further exacer-
bated by the absence of rabbit in Homologene [12], an
NCBI resource that provides orthologous relationships
among model organisms. Such relationships can be effect-
ively used to infer functional details for genes having little
annotation, where an orthologue is better characterized in
another organism. In the case of rabbit, one could utilize
the well-annotated and highly homologous genes from
human, mouse, and rat for inferred functional annotation.
However, at this time investigators who depend on the
rabbit model for biomedical studies are confronted by the
obstacle of a time-consuming informatics effort to assem-
ble pertinent annotation and orthologue data, conse-
quently they risk overlooking potentially important
findings in their experiments.

The need for a freely available tool to perform functional
analysis of rabbit genes is highlighted by a recent report
that used a rabbit model to study the global gene expres-
sion response to Mycobacterium tuberculosis infection and
investigate the influence of immune system modulation on
treatment efficacy [4]. The authors used Agilent rabbit gene
expression microarrays to measure genome-wide expres-
sion changes in lung tissues. After obtaining lists of differ-
entially expressed genes through statistical analysis of the
microarray data, the authors sought to perform functional
classification of the identified genes. However, they noted
that functional annotation of most rabbit genes is currently
unavailable. So they performed extensive computational
work to extract orthologous relationships from a commer-
cial bioinformatics database, which were then used to infer
the function of rabbit genes based on annotation of their
human, mouse, and rat counterparts. While the authors of
the study were successful using this approach, many
research groups do not have access to such proprietary data
and/or the computational expertise to derive a functional
annotation database. To enable investigators to perform
functional analysis of rabbit genes, we have created a web-
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accessible functional annotation tool using data derived
from public repositories. The application is easy to use and
freely available.

Implementation
To address the paucity and dispersed state of available
rabbit annotations, with the ultimate goal of functional
analysis, we have created a web-based application for
augmented annotation and analysis of rabbit genes:
“Better Bunny.” Access to the web server is freely avail-
able at http://cptweb.cpt.wayne.edu. The server provides
annotation and orthologous relationships assembled
from public bioinformatics resources, including NCBI
[13] and Ensembl [14] databases. Importantly, compre-
hensive pathway, ontology, and functional analysis can
be instantly performed on rabbit gene lists using ortho-
logous relationships provided through Better Bunny.
Better Bunny is easy to use, allowing the user to submit
a list of rabbit gene identifiers and to select from a range
of available annotation options for output. The Better
Bunny query page is shown in Figure 1. A helpful guide to
using Better Bunny is available under the “Getting Started”
link, and additional information is found under the “FAQ”
link. The input gene set might be, for example, those iden-
tified as differentially expressed from a microarray experi-
ment and could include thousands of genes. Several types
of gene identifiers are allowed as input: NCBI Unigene,
NCBI Entrez, NCBI protein, Ensembl gene IDs, and Agi-
lent rabbit microarray probe identifiers. A wide range of
data from NCBI, Ensembl, and Agilent have been inte-
grated and cross-referenced within Better Bunny to pro-
vide a comprehensive resource, as shown in Figure 2. We
have included gene annotation, ontology, and orthologue
data for all rabbit entries in Ensembl. Likewise, we have
included Entrez gene, Unigene, and protein data for all
rabbit entries within the NCBI resources. Better Bunny
also includes all annotation available from Agilent Tech-
nologies for target genes of the only commercial gene ex-
pression microarray that is currently available. Cross-
referenced within Better Bunny, the aggregate of these
data are provided in response to user queries. Check boxes
enable the selection of the desired output, including gene
descriptions, ontologies, orthologues, and accession num-
bers. Original Agilent array descriptions and gene names
are also available for output. Most output identifier fields
include hyperlinks to their respective source database.
Variant annotation values, for example gene names, can
always be found in the source data repository by following
these hyperlinks. Search results can be exported as a
comma delimited file for use in any spreadsheet program.
An important feature of Better Bunny is the ability to
identify orthologues for queried rabbit genes. Very little
functional annotation is available in public databases for
rabbit genes. Therefore, the use of orthologues allows
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Figure 1 The Better Bunny query page. Better Bunny provides an easy to use interface that accepts several rabbit gene identifiers as input. The
user can select from a range of available output, including ontology classification and putative orthologues in human, mouse, and rat.
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investigators to perform functional annotation that may
otherwise be unavailable. Orthologues can be selected
from human, mouse, and rat. The orthologous relation-
ships in Better Bunny are derived from Ensembl and are
based on protein sequence similarity. Ensembl employs
an automated orthologue identification pipeline that per-
forms pairwise alignments (BLASTP) between all pairs
of proteins for all available species [15]. The alignment is
performed using the longest protein translation for each
gene, and the percent identity displayed in Better Bunny
is the value relative to the target (non-rabbit) species.
Functional annotation transfer based on sequence simi-
larity is widely used to establish putative function for
poorly characterized proteins. While high sequence simi-
larity is not a guarantee of similar function, studies have
demonstrated that a threshold of 50-60 % identity
ensures a high probability of similar function at the en-
zyme and gene ontology levels [16]. Better Bunny allows
users to specify a minimum required percent identity for
the selection of orthologues. An individual rabbit gene

may have multiple orthologues in another genome that
meet the minimum percent identity requirement. The
user can specify whether the output is to include all
orthologues meeting the minimum identity requirement,
or only the single orthologue having the highest percent
identity for each gene. An example of Better Bunny out-
put is shown in Figure 3. Each row represents a gene
from the input set, and each column provides a selected
annotation element. Each selected orthologue species
will have a corresponding set of annotation columns.
One of the most comprehensive and widely used appli-
cations for functional annotation analysis is the Database
for Annotation, Visualization and Integrated Discovery
(DAVID) [17,18]. This well-maintained resource provides
extensive functional analysis of input gene sets, including
enrichment of pathways and ontologies, annotation clus-
tering, and identification of protein interactions and
domains. We have seamlessly integrated DAVID analysis
into the Better Bunny application. The output from Better
Bunny includes a “David Annotations” link at the top of
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Figure 2 Better Bunny architecture. Better Bunny integrates all
available rabbit data from Ensembl, NCBI, and Agilent (gene
expression microarray) for rabbit gene annotation and
augmentation. Data sources are shown along with the number of
records drawn from each source.
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the Ensembl Gene ID column for each species selected.
This link automatically submits the gene list from the
selected species to DAVID and opens a new browser win-
dow with the results. Adjacent to the “David Annotations”
link is a “?” that provides information on using DAVID for
functional annotation. Readers are encouraged to explore
the ample help available at the DAVID web site for add-
itional information on this valuable resource. While very
little functional information is typically obtained when
rabbit gene identifiers are submitted to DAVID, using
orthologues via Better Bunny quickly provides a rich
source of inferred functional information for most rabbit
genes in a list.

Results and discussion

To assess the value of Better Bunny in the context of a
whole-genome experiment, we examined the annotations
associated with the entire set of probes on the Agilent
rabbit gene expression oligonucleotide microarray. There
are 43,603 probes on the microarray, with many genes
targeted by redundant probes. The following discussion
reflects annotation of the unique set of target genes. Of
the 12,118 unique genes represented on the microarray
(based on Ensembl gene ID), only 916 genes have a gene
name per the vendor’s annotation, 2324 have a Unigene
identifier, and no gene ontology information is provided.
The remaining genes include many uncharacterized
clones. Using the augmented annotation available through

~« RESULTS

Download All

H 4 Rows1-14of 14 » N

NEW Search

Rabbit Ensembl Gene ID Rabbit Gene Name Rabbit Description UniGene ID Human Ensembl Gene ID % Identity Human Gene Name Human Description
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Oryctolagus cuniculus cDNA clone naf20c12 5, mRNA
sequence [DNBE4167]
2 naf13fi2.x1 Rabbit eye comea. Unnormalized (naf) Ocu.1504
Oryetolagus cuniculus cONA clone naf13i02 3, mRNA
sequence [DNB83254]
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[4 | ENSOCUG00000025711 BMP7 Bone morphogenetic protein 7 0cu.2601
[Source:UniProtKB/TrEMBL; Acc :A7LCKE)
5 Onyctolagus cuniculus clone mp170VH  antibody Ocu. 3008
variable domain mRNA, partial eds [AY175507)
6 ENSOCUGO0000016275 BEVRSS_RABIT Neuropeptide Y receptor ¥2 0cu.3199 ENSGO0000 185149 9% NPY2R neuropeptide Y  receptor Y2 [Source:HGNC
[Source:UniProtKB/TrEMBL; Acc:BEVRSS) SymbolAcc:7957)
7 naf22d03.x1 Rabbit eye cornea. Unnormalized (nafj Ocu.3485
Onyctolagus cuniculus CONA clone naf22d03 ¥, mRNA
sequence [DNBB4432)
8 ENSOCUG00000014188 B6VRS6_RABIT Neuropeptide Y receptor ¥4 0cu.3200 ENSGO0000204 174 82 PPYR1 pancreatic polypeptide receptor 1 [Source:HGNC
[Source:UniProtkB/TrEMBL; Acc:BEVRSE) Symbol;Acc:9329]
9 ENSOCUGO0000010565 BBQZWO_RABIT Two pore channel 3|0cu. 7463
[Source:UniProtKB/TrEMBL; Acc:B3Q2WD]
0 nbc39g04.x1 Rabbit trigeminal nerve. Unnormalized Ocu 4546
(nbe) Oryctolagus cuniculus ¢DNA clone nbe39g04 3,
mRMA sequence [EB378284]
n nbd06al2.x1 Rabbit lens. Unnormalized (nbd) Ocu.t478
Oryctolagus cuniculus cDNA <lone nbd06ai2 3, mRNA
sequence [EB331123)
12 ENSOCUGD0000017199 B6VISY_RABIT Cl T-complex beta Ocu.549 ENSGO0000 166226 99 ccr2 chaperonin containing TCP1, subunit 2 (beta)
subunit [Source:UniProtkB/TrEMBL; Acc:BEV9SY) [Source:HGNC Symbal;Acc: 1615]
13 |ENSOCUG00000010227 BSTGH7_RABIT Prestin [Source:UniProtKB/TrEMBL; Ace:B5TGH7] Ocu.7515 ENSG00000 170615 95 SLC26A5 solute carrier family 26, member § ([prestin)
[Source:HGNC Symbal; Ace:9359]
1 nag25e03.x1 Rabbit eye minus lens and cornea. Ocu.b674
Unnormalized (nag) Oryctolagus cuniculus ¢DNA clone
nag25e03 3, mRNA sequence [DN839508]

Figure 3 Example of Better Bunny output. Each row represents an input query gene, and each column provides a selected annotation
element. Hyperlinks are available to Ensembl resources. Gene identifiers from selected orthologue species are provided, and the output gene sets
can be seamlessly submitted to DAVID with one mouse click for extensive functional analysis.
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Better Bunny, more than 10,000 genes are provided a
name, largely through Ensembl resources, and 9470
genes have a molecular function assigned from the Gene
Ontology Consortium, most established by Better Bunny
through orthologous relationships.

Of great utility, Better Bunny identifies 11,026 putative
human orthologues with at least 50 % identity to the cor-
responding rabbit sequence, and a similar number are
available for mouse and rat. This enables instant and ex-
tensive functional annotation for most genes on the
microarray via the integrated DAVID analysis available in
Better Bunny. To demonstrate the functional informa-
tion that is gained through Better Bunny, we submitted
the probe list for all genes on the Agilent microarray to
Better Bunny and specified the output to include human
orthologues having a minimum of 50 % identity. The set
of 11,026 orthologous human genes was then submitted
to DAVID using the integrated link available in Better
Bunny. Using default settings in DAVID, functional anno-
tation was obtained for 10,731 genes, representing a wide
range of functional information. For example, SwissProt
(UniProt) comments were obtained for 10,221 genes; Gene
Ontology Biological Process annotation was obtained for
8285 genes; 3184 genes were associated with KEGG path-
ways; and Interpro protein classification information was
obtained for 9697 genes. This compares to only one rabbit
gene with functional annotation when rabbit gene identi-
fiers are submitted to DAVID. The dramatic difference in
results obtained for the two species reflects the scarcity of
rabbit gene annotation available in the underlying data-
bases, as exemplified by the GO biological process annota-
tion for rabbit which currently covers only approximately
1,000 genes, and the results demonstrate the benefit of
using orthologous relationships for functional annotation.

Conclusions

In summary, we have developed a freely available and
web-accessible bioinformatics tool that enables investiga-
tors to quickly and easily perform extensive functional
characterization of lengthy lists of rabbit genes. The soft-
ware application fills a critical void for investigators who
employ the rabbit model in their research and who wish to
characterize the biological function and cellular role asso-
ciated with sets of genes. Using the complete set of target
genes from a commercial rabbit microarray, we were able
to obtain functional information for 88 % of the genes,
whereas functional information was previously available
for fewer than 10 % of the rabbit genes on the microarray.
The augmented gene annotation, orthologue identification,
and integrated functional analysis available through Better
Bunny are expected to greatly enhance the knowledge
gained from a wide variety of biomedical research projects
using the rabbit model.
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Availability and requirements

Project name: Better Bunny

Project home page: http://cptweb.cpt.wayne.edu
Operating system(s): Platform independent
Programming language: PHP / Python / MySQL
Other requirements: none

License: none

Any restrictions to use by non-academics: none
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