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Abstract
Many proteins possess intrinsic disorder (ID) and lack a rigid three-dimensional structure in at least
part of their sequence. ID has been hypothesized to influence protein-protein and protein-ligand
interactions. We calculated ID for nearly 400 vertebrate and invertebrate members of the
biomedically important nuclear hormone receptor (NHR) superfamily, including all 48 known human
NHRs. The predictions correctly identified regions in 20 of the 23 NHRs suggested as disordered
based on published X-ray and NMR structures. Of the four major NHR domains (N-terminal domain,
DNA-binding domain, D-domain, and ligand-binding domain), we found ID to be highest in the D-
domain, a region of NHRs critical in DNA recognition and heterodimerization, coactivator/
corepressor interactions and protein-protein interactions. ID in the D-domain and LBD was
significantly higher in “hub” human NHRs that have 10 or more downstream proteins in their
interaction networks compared to “non-hub” NHRs that interact with fewer than 10 downstream
proteins. ID in the D-domain and LBD was also higher in classic, ligand-activated NHRs than in
orphan, ligand-independent NHRs in human. The correlation between ID in human and mouse NHRs
was high. Less correlation was found for ID between mammalian and non-mammalian vertebrate
NHRs. For some invertebrate species, particularly sea squirts (Ciona), marked differences were
observed in ID between invertebrate NHRs and their vertebrate orthologs. Our results indicate that
variability of ID within NHRs, particularly in the D-domain and LBD, is likely an important
evolutionary force in shaping protein-protein interactions and NHR function. This information
enables further understanding of these therapeutic targets.
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INTRODUCTION
Many proteins possess intrinsic disorder (ID) in some part of their sequence 1. Such disordered
areas of proteins do not have a rigid three-dimensional structure and frequently are not resolved
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in X-ray or NMR structures. At the same time these regions can perform various biological
functions 2 such as DNA binding, protein-protein interactions 3, cell signaling 4, and protein-
ligand interactions 5. It has also been suggested that the level of disorder in well connected
proteins in a network was expected to correlate with the number of interacting partners, as lack
of folded structure might enable binding to multiple targets 4. A survey of 26 diverse protein
families possessing at least one member with experimentally confirmed disordered sequence
of 30 or more amino acids (AA), indicated that these disordered proteins evolve more rapidly
than ordered proteins 6.

Several methods for prediction of protein disorder are widely available that assume the absence
of rigid structure is encoded in the primary amino acid sequence, and these include reliable,
experimentally validated software incorporating neural network and machine learning
approaches 1, 2, 5, 7, 8. Most published studies assess full length protein ID even in multi-
domain proteins 9–11, and although there is no consensus, several studies have focused on
disordered regions of ≥ 30 AA as predictions for smaller regions may be less relevant. For
example two studies 4, 12 looked at disorder in units of 10 AA from 30–100 AA, another study
1 focused on regions greater or equal to 50 AA, while a fourth study 13 looked at windows
from 10 – 100 AA. Analysis of nearly one million proteins for conserved predicted disorder
focused on windows of at least 20 AA and found that less than 10% were of greater than 30
AA in length 14. A genome wide survey of human proteins focused on intrinsically disordered
loops longer than 50 residues (with disorder in greater than 30 residues) and found these
disordered regions were generally on the surface of the protein 15.

As biology is complex, attempts to understand it frequently focus on scale-free network
approaches 16–18. The role of ID in protein interaction networks 5, cell signaling and cancer
associated proteins has been determined using an ID predictor 4. Proteins that are highly
connected (also known as “hubs”) are frequently seen in such networks and in 4 eukaryotic
genomes, such hub proteins with 10 or more interacting partners were significantly more
disordered than other non-hub or “end” proteins found at the termini of networks 12. Although
not widely studied in humans and other species, hub proteins tend to be involved in regulation,
transcription and development in yeast 12. In another study analysis of transcriptional factors
indicated over 80% of them have extended regions of ID (≥ 10 AA) relative to less than 54.5%
of other types of proteins, and the degree of disorder was significantly higher in eukaryotes
than prokaryotes 13. It has also been suggested that ID in transcription factors may contribute
to their localization in the nucleus. Disease-related mutations have been shown to map to
disordered regions 9. Protein disorder has also been associated with alternative splicing in
human genes that may function to enable regulatory and functional diversity, facilitating more
rapid evolution 19.

Nuclear hormone receptors (NHRs) are modular domain proteins that possess: 1. a structurally
flexible N-terminal domain (NTD; also called A/B domain) involved in transactivation and
protein-protein interactions; 2. a conserved zinc finger DNA-binding domain (DBD; also called
C-domain) involved in DNA recognition and binding; 3. a poorly conserved D-domain (‘hinge’
domain) involved in DNA recognition and heterodimerization 20, coactivator/corepressor
interactions 21 and protein-protein interactions 22 and 4. a ligand-binding domain (LBD; also
called E-domain) which can bind agonists or antagonists and serves as an ‘interior interaction
surface’23. There is also an F-domain that is not clearly defined and is absent in many NHRs;
therefore we have considered it as part of the LBD. In combination these domains allow this
diverse superfamily of key transcriptional regulators to be involved in important physiological
functions 24 affecting endogenous metabolism, cell growth, xenobiotic protection,
proliferation and oxidative stress.

Krasowski et al. Page 2

J Proteome Res. Author manuscript; available in PMC 2009 October 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Some NHRs, termed “orphan receptors”, do not have identified ligand activators and likely
function as ligand-independent transcription factors. Most NHRs, however, bind ligands,
which include a large array of endogenous and exogenous molecules and these ligand-activated
NHRs are often referred to as “classic” NHRs. Classic NHRs include a group of receptors with
narrow ligand specificity directed towards endogenous hormones or vitamins: thyroid hormone
receptors (TRα and TRβ representing families NR1A1 and NR1A2, respectively), vitamin D
receptor (VDR; family NR1I1), estrogen receptors (ERα and ERβ representing families
NR3A1 and NR3A2, respectively), glucocorticoid receptor (GR; family NR3C1),
mineralocorticoid receptor (MR; family NR3C2), progesterone receptor (PR; family NR3C3),
and androgen receptor (AR; family NR3C4). Some NHRs are activated by multiple ligands,
in some cases with uncertainty as to the identity of the physiologically important ligands as
compounds like phospholipids were found in the LBD by X-ray crystallography but are of
unknown significance. These receptors, sometimes termed ‘adopted orphans’ 25 include the
peroxisome proliferators-activated receptors (PPARα, δ, and γ representing families NR1C1,
NR1C2, and NR1C3, respectively), liver X receptors (LXRα, LXRβ representing families
NR1H3 and NRH2, respectively which are also know as ‘oxysterol receptors’), farnesoid X
receptor (FXR; family NR1H4 which is also known as the ‘bile acid receptor’), pregnane X
receptor (PXR; family NR1I2), and constitutive androstane receptor (CAR; family NR1I3).
NHRs themselves represent important targets for modulation of a variety of diseases 25–30

The functional importance of ID in NHRs has not been well-studied. Structural studies of
several receptors in the NR1H and NR1I subfamilies have demonstrated significant stretches
of disordered AA in the LBD. For example, PXR (NR1I2) is a transcriptional regulator of many
enzymes and transporters involved in the transport, metabolism and biosynthesis of bile acids
and a wide array of xenobiotics31, 32. PXR activators include prescription drugs, herbal
compounds, and possibly fat-soluble vitamins which may cause adverse effects by altering the
metabolism and transport of medications and hormones 33. X-ray crystallography of the LBD
of human PXR 34 includes regions that generally cannot be resolved at residues 178–197 35.
Binding of the agonist rifampicin induces structural disorder in human PXR at residues 178–
209, 229–235, 310–317 36. Disorder is also observed to some degree in other NHRs. The
LXRβ interloop region between helix-1 and helix-3 is difficult to resolve crystallographically
due to unclear electron density 37–39. Like PXR, VDR has an extensive disordered interloop
region between helices (H) 1 and 3 that is poorly conserved across species. This region is also
unresolved crystallographically in zebrafish VDR 40. Published crystal structures of human
VDR excised this disordered interloop region because the presence of it interferes with stable
crystal formation 41. The human FXR crystal structure also shows disorder in the region
between H1 and H3 consisting of a 15 residue insertion domain 42.

The aims of the current study were therefore to determine the extent of predicted ID across the
classical and orphan 24 NHR families in different species (vertebrates and invertebrates) and
relate this to observed experimental disorder, extent of protein-protein interactions, the co-
evolution with ligands, and overall function. We also sought to determine how ID varies
between NHR domains and the conservation patterns of ID across different animal species for
a given NHR.

METHODS
Calculation of protein structural disorder

NHR sequences were identified and downloaded from either Genbank
(http://www.ncbi.nlm.nih.gov/Genbank/) or Ensembl (http://www.ensembl.org/). Protein
sequences were used for all analyses. Fragmented sequences were not used. Where possible,
RefSeq sequences were used as these have undergone review and annotation by the National
Center for Biotechnology Information (NCBI) staff. The orthology of sequences to the human
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sequence was verified by reciprocal BLAST (http://blast.ncbi.nlm.nih.gov/Blast.cgi) analysis
using protein sequences. For some invertebrate receptors, the exact orthology to vertebrate
NHRs is not clear. In these cases, the receptors were simply assigned to a subfamily. There is
no consensus definition on the exact boundaries for the LBD and DBD for NHRs. Therefore,
we defined the DBD and LBD based on published crystallographic structures. Most of the
DBD crystallographic studies defined a ‘core DBD structure’; this was what was used to define
the DBD boundaries. The NTD was defined as all sequence N-terminal of the DBD. The D-
domain was defined as all sequence between the DBD and LBD. Although some NHRs are
said to have a short C-terminal F-domain 43, this domain was not considered in the analysis
as it is variably defined and not present in many NHRs. The LBD for all NHRs continued to
the end of the C-terminus. To align domains across NHRs within a family, protein sequences
were aligned by ClustalW (http://www.ebi.ac.uk/Tools/clustalw2/index.html) and refined as
needed by T-Coffee (http://www.ebi.ac.uk/t-coffee/).

For each NHR family, one representative crystal structure served as the template to define the
DBD and LBD boundaries for the other NHR sequences in that family. Given the absence of
crystallographic structures of NR6 and NR0 receptors, NR5 sequences were used as the guide
to define domains in NR6 and NR0 receptors. The following crystallographic structures were
used as templates: NR1 DBD – human NR1A2 44; NR1 LBD – human NR1C3 45; NR2 DBD
- human NR2B2 44; NR2 LBD - mouse NR2B1 LBD 46; NR3 DBD - human NR3A1 47; NR3
LBD - human NR3A1 48; NR4 LBD – human NR4A2 49; NR 4/5/6 DBD - mouse NR5A1
50; NR5/6/0 LBD – mouse NR5A1 51.

Disorder prediction of protein sequences were performed using the previously experimentally
validated and widely used PONDR VL3H algorithm 8 available at
http://www.ist.temple.edu/disprot/predictor/php. Sequences were input as a text file and were
summarized by the fraction of residues with probability of disorder greater than 50% across
the full length protein 9–11. Disorder probabilities were also analyzed by domain (NTD, DBD,
D-domain, and LBD) or total protein sequence. The longest disorder stretch (longest
continuous stretch of 30 or more AA residues with disorder probability ≥0.5), and fraction of
NTD, DBD, D-domain, and LBD or total protein in disorder blocks ≥30 AA were also
calculated 4, 12. The disorder calculations for each amino acid residue are available as
Supplemental Table 1–5.

Calculation of Nuclear Hormone Receptor Networks
Ingenuity Pathways Analysis 5.0 (IPA, Ingenuity Systems, Redwood City, CA) software 52
was used to calculate the up- and downstream direct interactions with each human NHR
individually. It has been previously reported that the definition of a hub protein, in terms of a
number of interacting partners, has not been definitively defined 12. Previously, others have
used ten interactions as a cutoff value for hubs and we have also used the same value in this
study.

Statistics
Correlations were assessed between the predicted ID data for human NHR and the up-stream,
down-stream and total number of direct interactions derived from the Ingenuity software. Mean
± SD values were calculated for the predicted ID data across species. Differences that were
greater than 2 ± SD were considered significantly different from mean values determined for
vertebrates. The human disorder data was statistically analyzed with SPSS 14.0 (SPSS Inc.
Chicago IL) or JMP 7.0.1 (SAS, Cary, NC) and mean ±SD values for classic and orphan
receptors, 10 or less down-stream protein interactions or >10 interactions, and all species versus
human NHR were compared with the t-test.
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RESULTS
Quantitative analysis of NHR domains by species

ID was calculated for nearly 400 NHR (Supplemental Table 1–5) and analyzed by the NTD,
DBD, D-domain, LBD and across the full sequence (Supplemental Table 6). Analysis of ID
across the full length protein of all NHRs for all species revealed (Table 1) nearly 2.7 fold
higher mean ID probability in the NTD, DBD, and D-domain compared with the LBD, while
full length (average) disorder is intermediate and relatively consistent. Nearly identical results
were obtained when analysis was focused only on either the human or mouse receptors. The
rank order between human NHRs and all species is similar; however, ID in the DBD, LBD and
D-domain is statistically significantly lower for human NHRs compared with all species (Table
1). Even though the average ID probability in the LBD is significantly lower than that for the
other domains, there is substantial inter-receptor variability in ID in the LBD. Average ID
probability between human and mouse (r2 for DBD = 0.92, LBD = 0.79 and full length = 0.88)
and human and rat (r2 for DBD = 0.92, LBD = 0.70 and full length = 0.89) receptors correlated
tightly. The correlations between human and chicken (r2 for DBD = 0.90, LBD = 0.61 and full
length = 0.65), human and African clawed frog (r2 for DBD = 0.58, LBD = 0.60 and full length
= 0.57) and human and zebrafish (r2 for DBD = 0.85, LBD = 0.38 and full length = 0.57)
receptors generally decreased as the evolutionary distance increased.

As several published studies 4, 12 assessed disordered regions of greater or equal to 30 AA,
we analyzed the NTD, DBD, D-domain, LBD and full sequence for stretches of 30 or more
consecutive AA residues that each had a disorder probability of 0.5 or higher. We will refer to
these as “predicted disorder blocks.” We calculated fraction disorder in this way, across all
species and then for human alone. The fraction of sequence predicted to be in disorder blocks
in the NTD, DBD and D-Domain was 5–7 fold higher than in the LBD, with total fraction
disordered intermediate (Table 2). Similar results were obtained when analysis was confined
only to human receptors; in addition, the percent sequence in disordered blocks in the D-domain
is statistically significantly lower for human NHR compared to other species (Table 2).

Quantitative analysis of NHR protein-protein interaction networks and relationship to
disorder

It has been suggested that comparison of protein-protein interaction networks across species
could have potential for studying evolution 5, namely understanding those proteins that are the
major hubs in the networks with many connections. Network building tools and algorithms
have been used to connect NHRs to each other to visualize the current state of knowledge and
understand some of the complex interactions they have with other proteins and ligands 53,
54. Human NHRs were evaluated in this study using the IPA software which contains over a
million manually curated findings 52, to determine the number of published direct interactions
with each protein (Figure 1) and relate this to the predicted ID (Supplemental Table 7).
Preliminary analyses of 6 NHRs (LXRα, LXRβ, VDR, PXR, FXR and CAR) indicated that
IPA contains more direct interaction data than the HPRD or BOND (previously BIND)
databases (data not shown) and was therefore used for all human NHRs. Analysis of the data
for 46 human NHRs indicated that those with more upstream interactions tended to also have
more downstream interactions (Table 3) (r2 = 0.81, number of upstream interactions = 1.56 +
0.57* number of downstream interactions, p < 0.0001). This correlation may reflect that some
proteins are favored over others for research 55, resulting in more published interactions
discovered. Alternatively, it is possibly an artifact of the content acquisition process in the
software. If papers mention on average n-times as many downstream interactions of a receptor
than upstream interactions, this average is roughly independent of the receptor, and there is a
sufficiently large number of independent papers, then this would lead to the observed
correlation because of the central limit theorem. The notion of upstream/downstream is not
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always clearly defined in databases and in IPA it reflects the direction of the interaction
regardless of its nature (Andreas Krämer, personal communication). However for our purposes
in this study we generated direct networks around each NHR identically to determine any
relationship between ID in the different domains and upstream and downstream connections.

When the ID data was split into those NHR (non-hubs or end proteins) with 10 or less
interactions (n = 12) or (hubs 12) >10 interactions (n = 32) (Table 4 and Table 5), for the D-
domain and LBD, the mean ID values were statistically significantly lower for those NHR with
10 or less downstream interactions compared with those with >10 downstream interactions,
respectively (Table 4). This would indicate that predicted ID in the D-domain and LBD
specifically may relate to human NHR promiscuity in that increased ID correlates with the
number of experimentally verified and published direct down-stream interactions available in
the IPA database. These NHR with >10 downstream interactions may also bind a wider array
of ligands and in turn, potentially be activated by them.

Quantitative analysis of classic versus orphan receptors and relationship to disorder
Classifying the receptors as either classic or orphan 24 and comparing the mean ID
(Supplemental Table 8) indicated the difference between the means for full length disorder for
classic and orphan were statistically significant. The ID in the LBD and D-domain was higher
in the classic NHR (Table 6). When the data were analyzed in blocks of greater or equal to 30
amino acids, again the LBD and D-domain were also statistically significant between classic
and orphan receptors (Table 7). This indicates that the LBD and D-domain may be responsible
for the aforementioned difference in the total full length disorder.

We also evaluated the published structures for NHR looking for evidence of disorder,
unstructured regions, poor or no electron density reported in the original publications. We have
shown that nearly half (23) of the NHR with regions of predicted ID have been shown to have
some regions of disorder in the X-ray or NMR structures (Supplemental Table 9). For 20 of
these 23 NHR (87 %) there was an excellent agreement for predicted versus experimentally
determined disordered residues or regions. While these published studies did not generally
analyze for ID across the full sequence, which would enable a direct comparison with our
predictions, we did however find that there are many more studies of the LBD, some on DBDs,
and little structural information on NTD or D-domain to date.

Qualitative analysis by NHR across species
To assess general patterns of ID, we analyzed all NHR sequences for stretches of 30 or more
consecutive AA residues that each had a disorder probability of 0.5 or higher, as described
above. Data for all human NHRs are plotted as bar graphs in Figure 2, showing the NHR
domains NTD, DBD, D-domain and LBD, from left to right. The black bars indicate likely
“ordered” sequence and grey bars indicate predicted disordered blocks. Due to the variability
in length of the NTDs for the various NHRs, sequences were aligned to the beginning of the
DBD to allow for better visual comparison between domains.

Several general patterns are readily noticeable in comparing across the human NHRs. First,
predicted ID in the NTD is highly variable (Figure 2), adding a further layer of complexity to
the substantial differences in NTD sequence lengths. Twelve human NHRs (NR1C3, 1F3, 1H4,
1I1, 1I2, 1I3, 2A1, 2A2, 2C1, 2E1, 5A1 and 5A2) have no predicted disorder blocks in the
NTD while the NTDs of eleven human NHRs (1A1, 1C2, 1D1, 1D2, 1F1, 1H2, 2B1, 2F1, 2F2,
2F6 and 3B1) are predicted to be entirely or nearly entirely disordered. Predicted ID within the
NTD is not even necessarily conserved within a subfamily. For example, the NTD of human
NR1H2 (LXRβ) is predicted to be entirely disordered whereas that of human NR1H4 (FXR)
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is predicted to be ordered. In contrast, the entire NTDs of all three human NR2F (2F1, 2F2,
and 2F6) receptors are predicted to be disordered.

Second, in every human NHR that has a DBD (i.e., except the ‘single domain’ NHRs NR0B1
and 0B2), at least a portion of the C-terminal end of the DBD is predicted to be disordered. A
common pattern is for the N-terminal half of the DBD to be ordered and the C-terminal half
of the DBD to be disordered (Figure 2). Typically, the C-terminal half of the DBD and an
adjacent portion of the D-domain are predicted to be part of a continuous disorder block.

Third, for 25 of the 48 human NHRs (including both classic and orphan NHRs), no disorder
blocks were predicted in the LBD (Figure 2). For those NHRs that had predicted disorder blocks
in the LBD, the blocks were often in the far C-terminal end or in discrete inter-helical domains
known to be disordered (e.g., H1-H3 helix of NR1H and 1I receptors) from biochemical
experiments or structural studies 35, 38, 42, 56.

We also compared patterns of disorder across species for each of the NHRs. With few
exceptions, we generally found that predicted disorder patterns were conserved between
vertebrate species but could be dramatically different when comparing vertebrate with
invertebrate orthologs. Focusing in detail on some of these NHRs will illustrate these
observations.

FXR (NR1H4) has been termed the ‘bile acid receptor’ and regulates enzymes and transporters
involved in bile acid biosynthesis and transport 42, 57. In humans and mice, FXRs are activated
best by primary bile acids. We have recently shown that FXRs have different ligand
specificities across species, in a pattern that likely reflects adaptation to cross-species
differences in bile salt structures 58. The predicted ID patterns of FXRs are generally similar
across vertebrate species with the exception of variability in the NTD (Figure 3). The most
extreme contrast in the FXRs was the ortholog from the sea squirt Ciona intestinalis, an
invertebrate urochordate. The sea squirt FXR is predicted to have an entirely disordered NTD
compared to the vertebrate FXRs, where less than half of the NTD is predicted to be ordered.
This may reflect an evolutionary shift in function for this receptor. Ciona and other invertebrate
animals do not utilize bile salts, implying that the sea squirt FXR has different ligands and
functions from vertebrate FXRs which we have recently confirmed 58.

LXRs are closely related to FXRs but are activated instead by oxysterols 57. Mammalian
LXRα and LXRβ have very similar ligand specificities but do differ in tissue expression
patterns. Most non-mammalian vertebrates have a single LXR. For non-mammalian species,
the pufferfish LXR has been the subject of the most detailed study 59. Pufferfish LXR is more
closely related to mammalian LXRα by sequence similarity, although it more closely resembles
mammalian LXRβ in the ubiquity of tissue expression. The current sequence data suggest that
a single LXR gene duplicated before or early in mammalian evolution 59, 60. If this hypothesis
is correct, then one of the duplicated genes maintained the ubiquitous tissue expression
(LXRβ) while the other (LXRα) carried out specific roles in cholesterol and lipid metabolism
with more restricted expression in adipose tissue, liver, and macrophages. The predicted ID
patterns of three non-mammalian vertebrate LXRs (chicken, African clawed frog, and
zebrafish) are intermediate between mammalian LXRα and LXRβ (Figure 4). Human and
mouse LXRβ have a predicted disorder block involving helices 9, 10, and 11 of the LBD not
found in LXRαs or the non-mammalian vertebrate LXRs (indicated by ** in Figure 4).
Mammalian LXRαs have a longer NTD than the other vertebrate LXRs with the N-terminal
end of the NTD predicted as being ordered. Interestingly, two putative invertebrate LXR
orthologs have contrasting predicted disorder patterns. The sea squirt LXR has a disorder
pattern nearly identical to non-mammalian vertebrate LXRs while the purple sea urchin LXR
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has a pattern of disorder very similar to mammalian LXRβ, including the predicted disordered
sequence in helices 9–11 of the LBD.

The NR2B subfamilies contain what are thought to be the evolutionarily oldest NHRs 61,
62. In some invertebrates, these receptors are termed Ultraspiracle receptors (USP). In other
animals, including all vertebrates, the NR2B receptors are termed retinoid X receptors (RXRs).
We compared the predicted ID patterns of RXRs and USPs across a wide range of vertebrate
and invertebrate species. Consistent with the high degree of sequence conservation of RXRs
and USPs across species, the disorder patterns of RXRs and USPs are remarkably similar
among nearly all vertebrate and invertebrate species analyzed (Figure 5). The only exception
was the RXR from the marine sponge 63 which has two predicted disorder blocks in the LBD
comprising over a third of the LBD sequence length (one in the N-terminal portion and the
other involving helices 9 and 10). There was also less predicted ID in the NTD of the sponge
RXR relative to the RXRs and USPs from other species. The high degree of conservation of
the RXRs/USPs may reflect strong negative evolutionary selection of these essential hub
proteins (e.g. human RXRα was calculated to have 226 downstream interactions, Table 3). For
example, RXRs/USPs are obligate heterodimers for NR1 receptors. The function of NR2B
receptors as heterodimeric partners for NR1 receptors is therefore likely to have a very long
evolutionary history, as RXRs and USPs have been shown to subserve this function in a
phylogenetically diverse array of vertebrate and invertebrate animals 61, 62. To our knowledge
the only published study of the sponge RXR indicated that this receptor mediated retinoic acid-
induced morphogenetic functions but heterodimeric complexes were not analyzed 63.

The invertebrate ecdysone receptors (EcRs, NR1H1) mediate a variety of developmental
functions in invertebrates 64 and showed much more variability in disorder patterns than their
NR2B heterodimeric patterns (Figure 6). The predicted disorder of NTD of the EcRs varied
across species. The Dipteran EcRs also differed from the rest in having a predicted disorder
block in the last C-terminal third of the LBD. The variability in predicted ID for EcRs is
consistent with both phylogenetic and functional studies demonstrating evolutionary
divergence of EcRs 65, 66.

The NR1I subfamily (VDR, PXR, and CAR) showed the highest variability in predicted ID
across species for any NHR subfamily. As discussed in the Introduction, the H1–H3 interhelical
domain of human VDR, zebrafish VDR, and human PXR has been shown to be disordered
based on biochemical and/or structural studies. We found that the H1–H3 interhelical domain
had a predicted disorder block in every VDR analyzed, including the putative sea squirt VDR/
PXR (Figure 7a), a receptor that we have preliminarily classified as a VDR 67. Interestingly,
this same domain was not predicted to be disordered in some of the PXRs. In the case of the
African clawed frog and Western clawed frog PXRs, this is a result of a much shorter H1–H3
interhelical domain relative to other PXRs (these are similar in length to CARs which also lack
any predicted disorder block between H1 and H3). But for mouse and rat PXRs, no stretch of
10 or more residues in the H1–H3 interhelical domain was predicted to be disordered, despite
the H1–H3 interhelical domain being the same length in these receptors as that for human PXR
(Figure 7b). In pig, rabbit, and zebrafish PXRs, the possibly disordered sequence length was
only approximately 20 residues, shorter than the predicted disorder blocks in the H1–H3
interhelical domain of human, pig, and medaka PXRs (Figure 7b). It is also worth noting that
multiple residues within the H1–H3 interhelical domain were shown to have nucleotide
variation consistent with positive evolutionary selection in a previous published phylogenetic
analysis of the vertebrate NHR superfamily 68. Consequently, variability in ID may be a
contributing factor to the marked differences in pharmacology between PXRs from different
species 69–71. In contrast to VDRs and PXRs, all of the CARs analyzed were predicted to
have no disorder blocks in the LBD (Figure 7).
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A previous study has examined ID in the NTD of NR3C receptors (GR, MR, PR, and AR)
10. As shown in Figure 8, the NTDs of the NR3C receptors differ in length and predicted
disorder blocks. The LBDs of the NR3C receptors in general were predicted to be ordered. The
exceptions occurred in the non-mammalian GRs. The extreme C-terminal portion of the
chicken and African clawed frog GRs were predicted to be disordered. In addition, the
pufferfish GR and two splice variants of a single Atlantic hagfish (Myxine glutinosa) corticoid
receptor (CRα and CRβ; 72) had a predicted disorder block in the region where helices 6, 7,
and 8 are located in the mammalian NR3C receptors. Phylogenetic analysis indicates that GRs
and MRs are likely the result of duplication and then divergence of a single CR gene (as found
in Agnathan species like hagfish and the sea lamprey) 72. It is interesting to find that pufferfish
GR is predicted to have retained the predicted disordered sequence involving helices 6 to 8
found in hagfish CRα and CRβ while other GRs and the MRs do not have any predicted ID in
this region of the LBD. These results may reflect evolutionary changes in ID during the co-
evolution of the NR3C receptors and their cognate ligands 72.

Similar to the NR3C receptors, the ERs (NR3A1 and 3A2) showed variability in predicted ID
in the NTD, with human ERα and ERβ being predicted as more ordered than most of the other
ERs (Figure 9). As with the chicken and African clawed frog GRs, the extreme C-terminal
portion of the chicken ERα, Western clawed frog ERα, zebrafish ERα, human ERβ, and
California sea slug (Aplysia californica) ERα was predicted to be disordered. In addition, the
zebrafish ERα and Florida lancelet (Branchiostoma floridae) ERα both had a predicted disorder
block in the region of helices 9, 10, and 11.

The predicted disorder patterns of NHRs in families 4, 5, 6, and 0 did not vary noticeably across
species. One of the more extreme variations was however seen in comparing the sea squirt
NR6A1 (germ cell nuclear factor, GCNF) to the vertebrates GCNFs. The sea squirt GCNF had
a predicted disorder block of more than 100 amino acid residues in the C-terminal end of the
LBD whereas no ID was predicted in any of the vertebrate GCNFs analyzed (Figure 10).

DISCUSSION
The increasing generation of biological data using high throughput methods in drug discovery
increasingly necessitates the application of computational technologies. Computational models
are also becoming widely available for individual proteins known to have some relationship
to toxicity 73 such as drug metabolizing enzymes, transporters, ion channels and receptors
74. Many of these proteins are known to be regulated by NHRs which represent a large diverse
superfamily of key transcriptional regulators involved in important physiological functions
affecting endogenous metabolism, cell growth, proliferation, xenobiotic protection, and
oxidative stress 75, 76. Our knowledge and understanding of NHRs is however in the early
stages. This ultimately has implications for our ability to predict and modulate the transcription
of key genes in humans for therapeutic advantage.

With the exception of one other study focused on NR3C receptors only (discussed below), to
date there has been little evaluation of predicted ID for other NHRs. The analyses performed
in this study therefore represents a novel approach to understanding the changes in ID in
different regions of the protein that may impact protein-protein interactions, DNA-binding,
ligand binding, co-activator/co-repressor recruitment and binding, while also reflecting NHR
co-evolution driven by the selectivity or promiscuity of ligand interactions.

In this study we have quantitatively determined the extent of predicted ID across the NHR
families in different vertebrate and invertebrate species. This was achieved by focusing on
measures of ID for the NHR, namely using the NTD, DBD, D-domain, LBD and full length
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protein. We have observed some significant differences between these measures of disorder
across NHR and across species for nearly all NHRs.

Analysis of the complete NHR for all species and the human NHR datasets both showed
approximately 2.7 fold higher disorder in the NTD, DBD or D-domain compared with the LBD
while full length disorder is intermediate. ID in the DBD, LBD and D-domain is statistically
significantly lower for human NHR compared with all species. It was also noted that there was
more variability in the disorder in the LBD across species and across NHRs for human. These
differences were magnified when we focused on the fraction of sequence in disorder blocks
≥30 AA residues, with ID in the NTD, DBD or D-domain being 5–7 fold higher than for the
LBD. Only ID in the D-domain was statistically significantly lower in human compared with
other species. The significance of lower ID in this domain of human NHR is unclear at present.
The analysis of disorder blocks also drew our attention to the generally completely ordered (by
this measure) LBD of the NR3 receptors (GR, AR, PR, MR and ERα). We speculate that the
physiological important roles of these receptors require selectivity in ligand binding and
therefore limiting ID may prevent conformational flexibility in the LBD that could enable
promiscuity and more diverse ligand binding, thereby impacting its evolution 23. These
receptors do, however, have significant disorder in the NTD 77.

We are aware of one other study that has looked at ID in these steroid hormone receptors, 78
specifically at the NTD in AR and GR and showed predicted ID in the NTD (AF-1 region) that
was also indicated by the experimental mutational studies of regions controlling gene
expression performed by others 10 78. These authors suggested that plasticity in the AF-1
region due to ID was important for its function. It has also been suggested that ID facilitates
more rapid evolution of gene products (and may result in alternative splicing) as these
sequences themselves evolve more rapidly than ordered ones due to fewer structural constraints
requiring limited AA substitutions 9, 19. Within a NHR family it would appear that different
members alternate the level of disorder in each domain and this may drive the evolution in
different directions depending on the function of the NHR. For example, increased ID in the
LBD may increase promiscuity of ligand binding while increased disorder in the D-domain
may alter DNA recognition and heterodimerization 20, coactivator interactions 21, corepressor
and protein-protein interactions.

One of our hypotheses was that ID could impact function and protein interactions. Network
building tools and algorithms have been used to connect human NHR to each other to
understand some of the complex interactions with other proteins and ligands 53, 54, and
compare protein-protein interaction networks across species 5. This has enabled further
understanding of those proteins that are the major hubs in the networks with many connections.
In our study human NHR were further evaluated to determine the number of published direct
interactions with each protein upstream and downstream (for example Figure 1) and relate this
to the average predicted ID (Supplemental Table 7).

We found that for 46 human NHRs with data in the IPA database, after separating NHRs with
10 or less down-stream interactions (likely end proteins) and those with >10 down-stream
interactions (likely hub proteins 12), then the D-domain and LBD in those NHRs with 10 or
less down-stream interactions had significantly lower ID. Our observations in human would
tend to agree with other studies of transcription factors showing those with more partners or
target genes tended to be more disordered in yeast 11, 12 and the degree of disorder was
significantly higher in transcription factors in eukaryotes than prokaryotes 13. To our
knowledge this is the first such analysis with human NHR only. It should be noted that the
definition of a distinct cut-off for protein interactions that specifies a “hub” is ill defined 12.
In this study we used 10 as a cutoff which had been previously used 12. Others have used the
top 20% of proteins when looking at a heterogeneous set of yeast transcriptional factors 11
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based on the assumption that protein-protein interactions maintain a scale free architecture. It
has been suggested that there is no conclusive proof that protein-protein interactions are indeed
scale free throughout their full interactome as all studies have been reliant on simulations 5.
We therefore propose that 10 represents a good cutoff. For example the estrogen receptor α
has previously been suggested as a hub with between 12–116 interactions (depending on the
database protein interaction database used) 5 and in our current study this protein has 198
downstream interactions (Table 3).

Orphan receptors do not have identified ligand activators and likely function as ligand-
independent transcription factors while classic receptors are ligand-activated NHRs. When we
divided the human NHRs using this classification we found the ID in the LBD and D-domain
was higher in the classic NHRs when using disorder calculated as either full length or in blocks
of greater or equal to 30 AA (Table 6 and Table 7). The importance of the ID in the LBD and
D-domain may relate to a degree of plasticity or flexibility with functional importance for
ligand activation as described previously for the classic NHR (NTD plasticity in AR and GR
10, 78). Whereas disorder in the orphan receptors may be less useful if they function as ligand-
independent transcription factors and may not require structural flexibility for ligand binding
or DNA binding. A previous study has looked at human proteins and found that the intrinsically
disordered loop region of the vitamin D receptor was on the surface of the protein 15. We have
not investigated this further for the human NHR in this study but we would add that PXR is
known to have an experimentally disordered region on the surface 36.

The differences we have observed in ID in this study are most frequent in the D-domain. It is
interesting also to note that several of the published studies (Supplemental Table 9) also found
experimentally determined disorder in the D-domain e.g. TRα 22, RARβ 79 and RXR α 80
and these NHR have 69, 42 and 226 downstream protein interactions in the human IPA
database, therefore clearly representing hub proteins. The NTD of NHR are less conserved
than the other regions 81. While others have shown experimentally and theoretically the role
of disorder in the AF-1 domain (residing in the NTD), for interactions with transcription factors
10, 82 this would appear to be reasonably comparable across NHR which serve as hubs or non-
hubs (ends) based on our study, and therefore does not enable discrimination. Previous ID
analysis of transcription factors suggested the DBD may either be well structured (ordered) or
highly unstructured (disordered) in regions such as AT-hooks and basic motifs 13. Our results
comparing classic and orphan NHRs indicate that ID in the LBD may have a relationship with
the structural diversity of molecules that bind to the receptor though further study is needed.

We have also shown by a thorough literature analysis that at least 23 different NHR have been
determined experimentally by either X-ray crystallography, NMR and/or circular dichroism
spectroscopy, to possess some disordered regions frequently between 10–15 AA in length and
in some cases longer (Supplemental Table 9). Other studies have shown regions to be
disordered in solution. The disorder predictor used in the present study is also known to be
capable of identifying experimentally determined regions of disorder 2, 4, 7, 8. Our results
therefore provide further validation of this PONDR algorithm and highlight its utility for
defining disorder in NHRs. Other studies have not focused on intra-domain differences in
transcription factors to a large extent and instead looked mainly at comparisons between species
9, 11. The closest studies focused on a narrow subset of human NHRs like the steroid receptors,
and in particular the function of disorder in the NTD 77, 78, 82 while our studies greatly expand
upon these.

Conclusions
The results in this study indicate ID may have had a key role in the evolutionary shifts of NHR.
Future studies may relate this ID to other proteins and their co-evolution with diverse ligands,
extent of protein-protein interactions and overall function across species. This could also have
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potential implications for studying evolution of these proteins and their associated networks
of interactions with therapeutic targets in human. This would suggest a broader application of
the techniques for calculation of ID across protein classes both in human and other species.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
A. Downstream and B. Upstream direct interaction networks for human FXR (NR1H4)
showing connected genes using Ingenuity Pathways Analysis 5.0 (Ingenuity Systems). Human
receptors (rectangles), transporters (trapezoid) and enzymes (diamonds) are shown connected
to FXR.
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Figure 2.
Patterns of predicted ID in human NHRs. In the bar graphs, stretches of 30 or more consecutive
amino acids that each had a disorder probability of 0.5 or higher (“predicted disorder blocks”)
are colored grey. Black bars indicate “ordered” sequence. The NHRs are aligned to the
beginning of the DBD to allow for easier comparison between domains. The DBD and LBD
domains are annotated. The NTD and D-domain regions are to the left of the DBD and LBD,
respectively.
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Figure 3.
Cross-species comparisons of predicted ID for the FXRs. See Figure 2 for details on the color
coding and annotation of the plots. The NTD of the sea squirt FXR, which has a predicted ID
pattern different from vertebrate FXRs, is indicated by *.
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Figure 4.
Cross-species comparisons of predicted ID for the LXRs. See Figure 2 for details on the color
coding and annotation of the plots. A segment of LBD predicted as disordered in some LXRs
is indicated by **.
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Figure 5.
Cross-species comparisons of predicted ID for the USPs and RXRs. See Figure 2 for details
on the color coding and annotation of the plots.
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Figure 6.
Cross-species comparisons of predicted ID for the ecdysone receptors (EcRs). See Figure 2
for details on the color coding and annotation of the plots.
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Figure 7.
Cross-species comparisons of predicted ID for the NR1I (VDR, PXR, and CAR) receptors.
(A) Cross-species comparisons of predicted ID for the NR1I receptors. See Figure 2 for details
on the color coding and annotation of the plots. Disordered sequence in the H1–H3 interhelical
domain is indicated by *. (B) Comparison of the longest predicted disorder block in the H1–
H3 interhelical domain of VDRs and PXRs. For the mouse, rat, African clawed frog, and
Western clawed frog PXRs, no stretch of 10 or more amino acid residues were identified in
the H1–H3 interhelical domain that had disorder probabilities of 0.5 or more.
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Figure 8.
Cross-species comparisons of predicted ID for the NR3C (GR, MR, PR, and AR) receptors.
See Figure 2 for details on the color coding and annotation of the plots.
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Figure 9.
Cross-species comparisons of predicted ID for the ERs. See Figure 2 for details on the color
coding and annotation of the plots.
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Figure 10.
Cross-species comparisons of predicted ID for the GCNFs. See Figure 2 for details on the color
coding and annotation of the plots. Differences in the predicted ID for the sea squirt NTD and
LBD compared to vertebrate GCNFs are indicated by *.
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Table 3
Direct interactions for human NHR obtained from Ingenuity Pathways Analysis.

NHR family NHR Upstream direct interactions Downstream direct interactions Total direct interactions

1A1 TR α 32 69 101

1A2 TR β 59 114 173

1B1 RAR α 72 106 178

1B2 RAR β 46 42 88

1B3 RAR γ 12 29 41

1C1 PPAR α 65 127 192

1C2 PPAR β/δ 28 46 74

1C3 PPAR γ 84 179 263

1D1 Rev-Erb α 8 6 14

1D2 Rev-Erb β 2 4 6

1F1 ROR α 9 14 23

1F2 ROR β N/A N/A N/A

1F3 ROR γ N/A N/A N/A

1H2 LXR β 9 19 28

1H3 LXR α 18 37 55

1H4 FXR 14 36 50

1I1 VDR 47 69 116

1I2 PXR 17 37 54

1I3 CAR 18 35 53

2E1 TLX 1 3 4

2E3 PNR 0# 0# 0#

2A1 HNF4 α 49 163 212

2A2 HNF4 γ 1 4 5

2B1 RXR α 94 226 320

2B2 RXR β 24 49 73

2B3 RXR γ 15 32 47

2C1 TR2 9 10 19

2C2 TR4 8 20 28

2F1 COUP TFI 20 43 63

2F2 COUP TFII 13 37 50

2F6 EAR 2 5 6 11

3A1 ER α 162 198 360

3A2 ER β 54 73 127

3B1 ERR α 12 55 67

3B2 ERR β 6 7 13

3B3 ERR γ 8 8 16

3C1 GR 109 178 287

3C2 MR 16 21 37

3C3 PR 49 51 100

3C4 AR 148 163 311

4A1 Nur77 29 34 63
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NHR family NHR Upstream direct interactions Downstream direct interactions Total direct interactions

4A2 Nurr1 9 9 18

4A3 NOR-1 13 10 23

5A1 SF1 38 55 93

5A2 FTZ-F1b 28 45 73

6A1 GCNF 2 6 8

NR0B1 DAX1 15 17 32

NR0B2 SHP 35 44 79

Mean (± SD) 33 ± 37 55 ± 59

N/A data not available for these individual receptors.

#
This nuclear receptor is in the database but there are no reported interactions.
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