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Abstract

Proteins of the G-protein coupled receptor (GPCR) family present numerous attractive targets for
rational drug design, but also a formidable challenge for identification and conformational modeling
of their 3D structure. A recently performed assessment of blind predictions of adenosine A2a receptor
(AA2AR) structure in complex with ZM241385 (ZMA\) antagonist provided a first example of
unbiased evaluation of the current modeling algorithms on a GPCR target with ~30% sequence
identity to the closest structural template. Several of the 29 groups participating in this assessment
exercise (Michino et al., doi:10.1038/nrd2877) successfully predicted the overall position of the
ligand ZMA in the AA2AR ligand binding pocket, however models from only three groups captured
more than 40% of the ligand-receptor contacts.

Here we describe two of these top performing approaches, in which all-atom models of the AA2AR
were generated by homology modeling followed by ligand guided backbone ensemble receptor
optimization (LiBERO). The resulting AA2AR-ZMA models, along with the best models from other
groups are assessed here for their virtual ligand screening (VLS) performance on a large set of GPCR
ligands.

We show that ligand guided optimization was critical for improvement of both ligand-receptor
contacts and VLS performance as compared to the initial raw homology models. The best blindly
predicted models performed on par with the crystal structure of AA2AR in selecting known
antagonists from decoys, as well as from antagonists for other adenosine subtypes and AA2AR
agonists. These results suggest that despite certain inaccuracies, the optimized homology models can
be useful in the drug discovery process.
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Introduction

The current drug discovery process greatly benefits from analysis of 3D structures of the target
receptors and their interactions with ligands. Application of the structure based approach to
GPCR targets could be especially rewarding 1, given functional and clinical importance of
these receptors2—4. About 800 seven-transmembrane (7TM) proteins of the GPCR family are
involved in signaling and regulation in CNS, cardiovascular, immune and other major systems
in our bodies2. Moreover, GPCRs are targets for almost half of the existing drugs, and the
range of novel targets and investigational drugs in this field is rapidly expanding2:3.
Unfortunately, 3D modeling of GPCRs was long hampered by the lack of relevant structural
data, with rhodopsin (Rho) being the only GPCR with its crystal structure solved5. The
situation is rapidly changing thanks to the recently determined high resolution structures of 8-
adrenergic (B,AR®7, B;AR8) and adenosine A2a receptors (AA2AR)?, which enable accurate
3D modeling of whole families of clinically relevant GPCRs. In addition, these structures offer
excellent templates for virtual screening of antagonists, and with some modifications, agonists
of these GPCR targets10~12. Significant hurdles in GPCR crystallization still remain13:14,
however, which make “on demand” crystallization of a given receptor subtype with a given
drug scaffold much less accessible than for other large classes of drug targets, e.g. proteases
or kinases?®.

This inevitable sparseness of GPCR crystal structures highlights the role of 3D homology
modeling as the major source of structural models for rational drug design. In the first line of
modeling applications, minor differences between a crystal structure of a GPCR target and its
closely related subtypes can be predicted quickly and accurately, providing a powerful tool to
study ligand subtype specificity and helping the design of more selective and safer drugs.
However, structural templates for such “close-range” homology modeling (>50% sequence
identity, ID) are currently available only for a handful of receptors, while there is a high demand
for much more challenging applications involving “mid-range” (~30-50% ID) and “long-
range” (<30% ID) GPCR homology modeling.

In fact, the common 7TM structure and the presence of universally conserved residues in each
of the TM helices make it possible to build rough models of the 7TM helical bundle for even
the most diverse GPCRs with as little as ~20% sequence identity (ID) to the structural template.
Automated tools for fast modeling of GPCRs have been developed based on Rho
homology16 and “ab initio” modeling’+18, Though accuracy of these models in terms of Ca
RMSD in the 7TM helical bundle (RMSD¢477Mm) Was estimated to be within 3 A, this
seemingly low RMSD value can be a rather deceptive measure of model quality. For example,
the overall structures of Rho, poAR and AA2AR®:? differ by only ~2 A RMSD¢,71m, but a
simple comparison shows that positions of some Ca atoms, especially in extracellular tips of
some TM helices can deviate as much as 6 A (see Figure 1). These deviations result from
various shifts, kinks, and local distortions in the secondary structures of TM helices. Even more
radical variations can be found in the extracellular loops of GPCRs (EL2 and EL3), which have
very different amino acid sequences and lengths, and form very distinct secondary structure
patterns. Also, N-terminal domains of various lengths that are present in many GPCRs can add
to the diversity. All of these elements can be involved in binding of natural and therapeutic
ligands, which is usually mediated by extracellular parts of GPCRs.
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Because of the remarkable diversity in the extracellular ligand binding regions of GPCRs, one
may wonder whether current tools can yield models useful for virtual screening and other drug
design applications based on mid-range and long-range homology predictions. A recently
performed assessment of GPCR modelingl19, based on blind predictions of AA2AR-ZMA
complex structure9 was very helpful in providing a first unbiased look at this problem. In this
exercise, organized similarly to CASP and CAPRI experiments20-21, twenty nine groups of
GPCR modeling experts submitted their blind predictions (up to 10 models per group, 206 total
models submitted) before the publication of the crystal structure. The assessment study
subsequently compared each model to the crystal structure (PDB code 3EML) in terms of
receptor and ligand RMSD values and of the number of correctly predicted contacts between
ligand and receptorl®.

According to Michino et all?, the three top-scoring groups in the assessment were able to
predict correctly more than 40% of the 75 receptor-ligand contacts (40 contacts for Katritch/
Abagyan, 34 for Costanzi, 33 for Lam/Abagyan best models), which is a dramatic improvement
over previous Rho-based modeling attempts?2=25, All these three groups used homology
modeling with B,AR and B, AR structural templates (~30% sequence identity) to generate
initial models; none of the top 10 predictions were obtained by using only Rho structural
template or ab initio modeling.

Two of the top three groups in the assessment (Katritch/Abagyan and Lam/Abagyan) employed
a so called Ligand guided Backbone Ensemble Receptor Optimization (LIBERO) approach,
where structure-activity information (SAR) for a representative series of ZMA analogues?3
was used to predict the binding site and optimize the receptor conformation. In general, the
ligand guided approaches are based on (i) generation of multiple conformations of receptor
and (ii) ranking conformations according to their performance in VLS enrichment for known
ligands in a random decoy set26:27. This concept has proved to be efficient in previous
applications to GPCR modeling, including modeling of dopamine D3, adrenergic B4,
cannabanoid CB2 and Neurokinin | receptors2831, as well as design of new chemical scaffolds
for Melanin-Concentrating Hormone Receptor 1 (MCH-R1)32. Recently, the approach was
also applied to prediction of agonist induced changes in B2AR binding pockets10:11. In the
application to AA2AR modeling? described in detail in this study, we have extended the ligand
guided method to generate significant variations of the protein backbone in multiple receptor
conformations by using either Monte Carlo sampling or elastic network normal mode analysis
(EN-NMA)33 techniques.

While Michino et all? analysis is focused on geometry of AA2AR models, submitted in the
course of the assessment exercise, here we analyze these models in terms of their performance
in a large scale virtual ligand screening (VLS) benchmark, which is directly related to their
potential usefulness for drug discovery applications. The top models from our group were found
highly efficient in the VLS based on a comprehensive GLIDA dataset of 14000 GPCR ligands
containing 345 AA2AR-specific antagonists 34. These results also show a good correlation
between improved VLS performance and the number of correctly predicted ligand-receptor
contacts, suggesting that ligand guided approach is capable of “adding value” to the initial
homology models19:35. On the other hand, certain differences between the ,AR template and
adenosine AA2AR receptor were not predicted by any of the groups participating in the
modeling assessment, suggesting that more advanced modeling methods and/or additional
experimentally derived spatial restraints would be beneficial for more accurate modeling of
GPCRs.
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Methods

The combined homology modeling and Ligand guided Backbone Ensemble Receptor
Optimization algorithm (LiBERO), employed by Katritch/Abagyan group includes the
following steps, illustrated in Figure 2.

Initial homology model generation

Initial 3D models of the AA2AR were obtained with a standard homology modeling function
BuildModel36 using ZEGA alignment algorithm3” implemented in an ICM molecular
modeling package (ICM version 3.6.-1b, Molsoft LLC). High resolution structure of the
BoARS:” with removed TAL fusion domain (Figure 2B) was used as a template with about 30%
identical residues (ID). (Note that bovine rhodopsin has only ~19% ID with AA2AR). The
automatic ZEGA alignment was manually adjusted to eliminate minor gaps in TM1, TM5 and
TM7 domains, the final alignment is shown in Figure 2A. Also, an adjustment was made to
ensure alignment between the last cysteins in EL2 loops of AA2AR and B,AR (Cys166 and
Cys191 respectively, shown as red box); the unaligned portion of the extracellular loop 2 (EL2),
residues G142-A165, was not included in the initial AA2AR model. After 3D placement of
the AA2AR polypeptide chain according to the alignment and the 2rh1 PDB coordinates, a
limited energy-based optimization of side chain and loop conformations was performed.

Note on residue numbering

Amino acid residues in the models are numbered according to human AA2AR sequence
(accession # P29274). Superscript numbers for TM residues (as in Asn253%-5%) indicate their
corresponding TM helix and their relative position in this helix as described in ref.38. Briefly,
the positions are calculated relative to the most conserved reference residue in that helix, which
is assigned number 50; numbering decreases toward the N terminus and increases toward the
C terminus. The superscript numbering is not used in loop regions.

Generation of the pocket conformational ensemble

Multiple conformations of the model were generated using all heavy-atom Elastic Network
Normal Modes analysis3?, as described previously33. With this approach, the interaction
energy between two atoms is described by a Hookean potential where the initial distances are
taken to be at the energy minimum, and the spring constant assumes an inverse exponential
relationship with the distance. The force constant matrix of the system is described by the
Hessian (3N x 3N matrix, being N the number of atoms), obtained as the partial second
derivatives of the potential with respect to the coordinates. Diagonalization of the Hessian
yields 3N - 6 eigenvectors ranked according to their corresponding eigenvalues. The
eigenvectors provide the collective directive of motions of atoms, and the eigenvalues give the
energy cost of deforming the system along the eigenvectors.

We included in the EN-NMA calculation all the amino acids defining the 7 transmembrane
helices, including 2246 heavy atoms from 288 residues. More than 100 conformations (from
the important NMA subspace) were generated at each step of the ligand guided optimization
procedure, and the chemical distortions in each model were corrected by using 25 steps of
Cartesian minimization.

Flexible ligand receptor docking

For each of the conformations generated by EN-NMA, ZMA compound and its three high
affinity analogues (compounds #2, #3, #7 from ref.23, Figure 2C) were docked into the all atom
representation of the complete AA2AR model with flexible side chains.
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The set of AA2AR antagonists in ref.23 represents acomprehensive SAR for pyrazolo-triazolo-
pyrimidine (PTP) scaffold that yields highly specific ligands for both A1 and A3 adenosine
receptor subtypes. The analysis of the ligand affinity data in ref.23 points to the importance of
the H-bond donor in position N5 for the high affinity binding of (PTP) analogues, though an
acceptor partner for N5 cannot be unambiguously assigned from the experimental data. A
potential contact of the N5 donor with one of the five possible acceptors in the side chains,
His2506-52, Asn2536-55, His2787-43, Tyr2717-36 or Thrg883-3, all located in the pocket found
by ICM PocketFinder algorithm 40, was therefore used as an alternative harmonic distance
restraint to guide initial placement of the ligand. Energy optimization was performed for the
all atom models with flexible ligand and flexible receptor side chains in the 8 A proximity of
the binding pocket, using ICM biased-probability Monte Carlo algorithm*. The resulting
ligand-receptor models with acceptable conformational energy were clustered according to the
conformations of the binding pocket residues, yielding more than 400 non-redundant models.

Small scale VLS assessment

These models of the AA2AR binding pocket were assessed in virtual ligand screening (VLS)
benchmark!! for their ability to discriminate 64 AA2AR subtype specific antagonists from 26
AAS3R antagonist and 500 decoys randomly selected from the ChemDiv drug-like compound
database (www.chemdiv.com). The dataset of AA2AR and AA3R antagonists derived by
removing excessive redundancy from ligands described in ref.23 and ref.2>, represents diverse
compounds built on both adenine-like and PTP scaffolds (see Supplementary Materials).

The ligand and decoy compounds were docked into the AA2AR models, represented as pre-
calculated potential grids, and then sorted according to their ICM binding scores. No distance
restraints or any other experimentally derived information was used in the ligand docking
procedure at the model assessment stage.

We used several different metrics to assess VLS performance, including Area Under ROC

Curve (AUC) and enrichment factor at 1% dataset cutoff, EF(1%). However, these commonly
used metrics have their own deficiencies, widely discussed in literature (see e.g.42). Recently,
we devised a new Normalized Square root AUC (NSQ_AUC) metric which combines overall
selectivity of AUC with “early enrichment” of EF(1%) measures. We used NSQ_AUC to select
the best models at each optimizations step and to rank the final models (see definition below).

A model with the best NSQ_AUC values, chosen out of 200 models at the first iteration of the
ligand guided optimization procedure was used as a starting model for a second iteration. In
the second iteration, the three best out of 200 models were selected according to their
NSQ_AUC values. These three models with the corresponding poses of ZMA compound were
used to generate a full model of the AA2AR complete with loops.

Note that while the optimization and model selection/ranking procedure relies on
experimentally derived SAR data for a series of adenosine receptor antagonists, our approach
does not use mutagenic data in modeling or decision making (see Discussion).

NSQ_AUC definition

Similar to AUC, the value of NSQ_AUC is based on a calculation of the area under the ROC
curve®2, The difference is that the area (AUC*) is calculated for the ROC curve plotted with
X coordinate calculated as the square root of “False Positive %”, X=Sqrt(FP). The Normalized
Square root AUC (NSQ_AUC) is then calculated as:

NSQ— AUC=1 OOX((AUCX _AUC*random)/(AUC*perfecl —-AUC ran(lom)
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Thus, the value of NSQ_AUC is more sensitive to initial enrichment than the commonly used
linear AUC. The NSQ_AUC measure returns the value of 100 for any perfect separation of
signal from noise and values close to O for a random subset of noise.

Full model generation and EL2 modeling

The backbone conformations generated with EN-NMA methodology can deviate significantly
(-2 A) from the original homology model both in the ligand binding region and in the
cytoplasmic part of the 7TM bundle. In order to avoid unjustified deviations in the cytoplasmic
half of the receptor, we used the following procedure. The homology model was superimposed
onto a selected EN-NMA model, and heavy atoms of all residues within 8 A distance from the
ligand in the homology model were tethered by harmonic distance restraints to the
corresponding heavy atoms of the EN-NMA model. At the same time, the cytoplasmic half of
the homology model was tethered to a rigid copy of itself. The homology model was
subsequently optimized with respect to both conformational energy and distance restraints.
This fast procedure results in a “hybrid” model that reproduces both the ligand-optimized
binding pocket residue conformations of the EN-NMA model and the original template-based
conformation of the cytoplasmic half of AA2AR with an RMSD deviation lower than 0.2 A.

Modeling of the non-conserved part of the extracellular loop EL2 (residues G142 to A165)
was performed with the ICM loop modeling algorithm based on global optimization of
conformational energy with disulfide bonding restraints. Five possible disulfide bonding
configurations were tested for the 6 cysteins in the loop and 7TM domain, only one of them
(C71-C159, C74-146, C77-C166) resulting in an energetically feasible conformation of the
loop backbone. The two 3D conformations of the EL2 with the best predicted conformational
energy were further refined in the context of the three ligand binding models generated in the
previous step.

Model ranking and submission

The optimized binding pocket and EL2 loop combinations comprised the first six submitted
models of AA2AR-ZMA complex, and were ranked according to their overall conformational
energy. The remaining four models (#7 to #10) included possible alternative conformations of
the ligand with the hydrogen bond donor N5 in contact with His2508-2 side chain or
Alag13-29 main chain acceptors, as well as an alternative (B,AR-like) conformation of the EL2
loop.

Large scale VLS evaluation of the AA2AR models

We performed arigorous large-scale VLS performance evaluation for the top models submitted
to the GPCR assessment19. For this purpose we used GLIDA database3*, which comprises
14000 diverse GPCR ligands compounds, including 348 AA2AR antagonists. The database
also has compounds marked as selective AA3R antagonists (82 compounds) and AA1R
antagonists (194 compounds), as well as 58 AA2AR agonists, which were used in selectivity
assessment of our top model.

All atom protein models for docking were prepared from heavy atom coordinates (available at
http://jcimpt.scripps.edu/gpcr_dock.html) using an ICM “convert” procedure that builds and
energy-optimizes polar hydrogens; for AA2AR crystal structure (PDB code 3EML), the side
chains of Asn, Glu and His residues were also optimized.

Calculations of correct ligand-receptor contacts and RMSD for all AA2AR-ZMA models were
performed as described in ref.19, but using a somewhat different definition of 7TM helices
(7TM). The “TM I-VII Ca. RMSD” definition in Table 1 of ref.1® comprised all residues of
AA2AR between Ser6 and 116292, assigned as “helical” in the 3EML PDB entry, including
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some short helices (e.g. Ser35-GIn38) in the extracellular and intracellular loop regions. A
more conventional definition used here includes only seven membrane-spanning helices
themselves (residues 6-34, 40-67, 73-107, 117-142, 173-205, 227-259, 267-292), yielding
generally smaller values of RMSDc 71w than in ref.19,

Improvement of the raw homology model through optimization steps

Multiple models of AA2AR-ZMA complex, more than 400 total, were generated at different
stages of the homology modeling and ligand-guided optimization (LIBERO) procedure,
starting from an initial raw homology model built with the B,AR structural template and
progressing to final models submitted for GPCR assessment!®. Evaluation and selection of the
most promising models at each stage were based on results of docking and small scale virtual
ligand screening (VLS) for a set of ZMA analogues with adenine-like and PTP scaffolds.

Figure 3 shows four examples of the best-scoring poses for one of the PTP compounds (#3
from ref.23) docked into AA2AR models generated at different steps of the procedure. In the
initial raw models the ligand docks with the phenoxy group buried deep in the pocket or even
in a different part of the pocket (orange and cyan sticks respectively). After the first iteration
of ligand-guided optimization, the predicted ligand pose (magenta sticks) starts to resemble
the top ranked pose with hydrogen bonding to Asn253 and aromatic stacking with Phe168.
Finally, the best performing second-iteration models, which were submitted to the assessment
(mod2upu, mod1cfl and mod5ano in refl9 supplementary material) consistently bind
compound #3 and most other ZMA analogues in similar binding poses, with the furanyl ring
buried in the pocket (thick sticks with yellow carbons). These poses are also characterized by
aromatic stacking of the ligand aromatic moiety with Phe1685-29 side chain and polar
interactions between exocyclic amine group and Asn253%-55 side chain (see Supplementary
Materials for 3D structures of the mod2upu receptor model with other AA2AR ligands of the
optimization set.)

Figure 4 sums up results of a small scale VLS for the best-performing models at each
optimization step. Note that the raw homology model (Step 1) allowed only suboptimal docking
(the best ICM Docking Score = —25) and very low selectivity of AA2AR antagonists (area
under AUC = 64, NSQ_AUC=19). Side chain refinement with flexible ligands (Step 2)
somewhat improved docking scores, AUC and NSQ_AUC values, but the initial enrichment
factor (EF_1%) remained very low. Dramatic improvement of VLS performance was achieved
only in Step 3 through generation of multiple conformations of the receptor model using
EN-NMA methodology. The best performing model (AUC=85, NSQ_AUC=63) was used as
a starting template for a second iteration of EN-NMA procedure, and three models with the
best NSQ_AUC values were selected for EL2 loop reconstruction. The three selected final
models demonstrated very good VLS selectivity for AA2AR antagonists, which later turned
out to be comparable to the VLS performance of the AA2AR crystal structure (3EML)°. Note
that our best-ranking model even outperformed the 3EML model, especially in terms of initial
enrichment. This can be partially explained by an explicit bias of our models towards the limited
compound set used in the model optimization; more stringent assessment of the models is given
in the sections below with the comprehensive GLIDA ligand dataset34.

Interestingly, comparison of our intermediate and final models with the 3eml crystal structure
shows that VLS performance (measured by NSQ_AUC value) improved in parallel with quality
of the model (measured as a number of correctly predicted atomic contacts). In contrast, values
of protein and ligand RMSDs did not seem to correlate with VLS performance and did not
significantly improve through the refinement steps.
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Blind prediction models compared to crystal structure

The top ranking models predicted by Katritch/Abagyan and Lam/Abagyan groups!® are shown
in Figure 5 (B and C respectively) in comparison to the crystal structure of AA2AR-ZMA
complex (A). Both models correctly predict the overall positioning of the ligand, which is
reflected in 53% (B) and 44% (C) of correctly predicted atomic contacts between ligand and
receptor.

All of the correct contacts in both models are between the ligand "core” (without phenoxy ring)
and TM3, TM6, TM7, and EL2 side chains listed in Figure 5D. The key polar interaction is
the hydrogen bonding network of the Asn2536-2% side chain in TM6 with the exocyclic amine
and the triazole nitrogen in the ligand core (with the donor-acceptor distances 3.0 and 2.8 A
respectively). The furanyl oxygen of the ligand is also located in close proximity (2.9 A) to
Asn253%-55 amide nitrogen, though its role as H-bond acceptor is likely to be less pronounced
43:44, and its contribution to binding is not well defined in available ligand SAR data (e.g.
25). Another critical interaction is the aromatic stacking between the F168°29 side chain and
the ligand bicyclic ring, which in our model has the contact area of ~32 A2, as compared to
~30 AZ? in the crystal structure®. Other correctly predicted ligand contacts are hydrophobic in
nature and include side chains of Leu853-33, Leu2495-51 His2506-52, Met2707-3° and
[1e2747-39 that define the shape of the binding pocket.

Comparison of Figures 5A and 5B shows a striking difference in position of the flexible
phenoxy ring of the ligand in the predicted model and in the crystal structure, which results in
very high full ligand RMSD (~ 6A) for our best model. Note however, that such a discrepancy
owes largely to the high conformation flexibility of the ligand’s phenoxy moiety in the
AA2AR-ZMA complex. Thus, in the AA2AR-ZMA crystal structure6 (3EML), the phenoxy
group of the ligand has an exceptionally high B-factor (>100 A2) as compared with the core
of the ligand (~50) (see Supplementary Materials, Figure SM1). This moiety of the ligand is
highly solvent accessible and has only a few contacts with the receptor in a relatively wide
opening in the extracellular part of the binding pocket between the loop regions EL2 and EL3.
Moreover, docking of ZMA and its PTP analogues into the crystal structure based models
suggests some alternative positions of the phenoxy ring in this opening. (Alternative positions
of the ZMA phenoxy ring were also reported for the docked ZMA ligand in ref.19). The
conformational variability of this moiety is also supported by ligand SAR data that suggest
high tolerability of PTP and similar scaffolds to a range of very diverse (small and bulky,
hydrophobic and hydrophilic) substitutions for the phenoxy ring. In this light we believe that
deviations in the ZMA phenoxy group position are not critical for assessment of the modeling
accuracy or performance.

At the same time, we should point to two other important deviations of our predicted models
from AA2AR-ZMA crystal structure, which can impact VLS performance.

The first significant error in the models was the lack of a polar interaction between
Glu169°-30 side chain (shown in orange sticks in Figure 5) with the ligand exocyclic amino
group. In the crystal structure of AA2AR? the Glu169°-30 residue is a part of an unusual small
1-turn helical structure in the EL2 loop, which is also stabilized by interaction with
His2646-66 of the EL3 loop. The Glu169°-30-ZMA interaction contributes to binding energy
and seems to be a major selectivity factor that distinguishes A2a from A3 subtype (which has
V169°-30 instead). Interestingly, this hard-to-predict structural feature was not captured in any
of the models submitted to the assessment19, despite availability of mutagenesis data inferring
this side chain in binding of some AA2AR ligands®®. Judicial use of subtype selectivity and
mutation data could possibly lead to more accurate predictions in this region of the model,
though reliance on mutagenesis data is not always beneficial (see Discussion).
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The second problematic area included several residues in TM5 helix, most notably
Met177°-38 (colored yellow in Figure 5), which in the crystal structure is in contact with ZMA
furan moiety deep in the binding pocket. Incorrect position of this side chain made for an
enlarged opening in the model binding pocket, resulting in the ligand shifted “down” from its
correct position. Note that the lack of ligand contact with Met177°-38 was an issue for all models
in the modeling assessment. The reason for this consistent error, again, lies in an unusual
secondary structure in AA2AR, where the whole extracellular portion of TM5 (~3 turns) is
comprised of n-helix, not a canonical a-helix, as in f1AR and BoAR. Because n-helix has
different helical repeat than a-helix (i+5 instead of i+4), the Met177°-38 and other residues in
this helix are “rotated” away by more than 60 degrees. Such non-canonical secondary structure
features would be very hard to predict computationally, though there are hints at a possibility
of some structural deviations in this region such as a weak local alignment between p,AR and
AA2AR sequences and a crowding by 5 aromatic residues in 3 helical turns on the same face
in the hypothetical canonical a-helix.

Assessment of AA2AR models with large scale GLIDA benchmark

An extended set of 14000 GPCR ligands from GLIDA database, containing 348 AA2AR
antagonists, was used to assess VLS performance of our best AA2AR model and compare it
to models from other groups and the crystal structure.

Figure 6 presents the results of this large scale assessment, suggesting VLS performance of
our models is on par with the crystal structure. Note that the best model from Katritch/Abagyan
group (mod2upu) is even more effective in the initial enrichment (up to 2% of the database
cutoff) of AA2AR antagonists than the 3EML model, though the overall performance of the
3EML model is better. A top model from Lam/Abagyan group, built with a different B1AR
structural template, also had a very good initial enrichment and overall performed similarly to
our top model. The Lam/Abagyan models were also optimized using a similar ligand guided
concept, though the method employed a somewhat different ligand set, different way to
generate alternative conformations and different model selection criteria (see Discussion).
Interestingly, the VLS performance of the Costanzi model (mod7msp) was on par with our
models in terms of AUC value, but had a distinct shape of the ROC curve characterized by low
initial enrichment, EF(1%) < 4. As one can see in Figure 6, top models from other groups did
not show any substantial enrichment over random baseline. Similar to results for our
intermediate models in Figure 4B, the results in Figure 6B suggest a good correlation between
VLS performance and model quality in terms of correct ligand/receptor contacts; both sets of
data are plotted in Figure 7 (see Discussion).

The results of large-scale GLIDA assessment also point to the ability of our best model to
discriminate between AA2AR antagonists and antagonists selective to other adenosine
receptors, especially the AA3R subtype (Figure 8A). This was somewhat unexpected, because
our model did not correctly predict conformation of Glu169°-30 side chain interacting with the
exocyclic amine, which turned out to be the major factor in AA2AR vs. AA3R selectivity.
Inspection of the model (mod3upu) however, suggests that instead of Glu169%-30, another side
chain Met2707-35 “caps” the exocyclic amine (see Figure 5B). The Met2707-35 “capping”
effectively precludes our AA2AR model from binding of A3-selective ligands, most of which
have a bulky substituent in place of one of the exocyclic amine hydrogens. The general
applicability of the model to selection AA2AR-specific ligands may be limited because of
different properties of Glu and Met side chains and differences in local interaction geometry.

The mod2upu model was also found effective in selecting AA2AR antagonists vs. AA2AR
agonists (Figure 8B). Note that several of the AA2AR agonists from GLIDA dataset
consistently docked into our models and into the crystal structure of the AA2AR, with adenine
group assuming similar positions and interactions as the heteroaromatic group of ZMA in the
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AA2AR-ZMA complex. However the binding scores of agonists, and specifically polar
interactions of their ribose moieties were suboptimal even when docked to the crystal structure
of the AA2AR, suggesting possible conformational changes in the receptor upon agonist
binding (Katritch et al, manuscript in preparation).

Discussion

Model evaluation with RMSD, ligand-receptor contacts and VLS performance

In most benchmarks, quality of 3D protein modeling and ligand docking is commonly assessed
by comparing the predicted models with a “true” crystal structure in terms of protein and ligand
RMSD and correct ligand-receptor contacts*6. However, in real drug discovery applications
of homology models, the crystal structure of the target (the “answer”) does not exist. Therefore,
the quality of the model can only be evaluated based on the model’s capability to reproduce
available experimental information, such as mutagenesis and ligand binding affinity data.
Ability of the model to efficiently select known high affinity binders (ligands) vs. non-binders
(decoys) can be especially useful as an internal measure of quality, since it is the most direct
predictor of the model performance in selecting new candidate inhibitors in VLS. This measure
has already been widely employed for selection of optimal receptor conformations for VLS
screening19-12:28732:47,

The results of this GPCR assessment!? suggest that even with the available p;AR and B,AR
structural templates, accurate modeling of AA2AR remains highly challenging. While three
of the top groups correctly predicted more than 40% AA2AR and ZMA atomic contacts and
overall orientation of the ligand, even the best AA2AR models missed several features of the
AA2AR important for ligand binding, such as positions of Glu169°30 and Met177°-38 side
chains. Nevertheless, even such “imperfect” models can be very useful in drug discovery
process, as the assessment of their VLS performance suggests in the current study. Thus, the
results of the comprehensive GLIDA dataset34 screening in Figure 6 (14000 GPCR ligands)
show that the values of AUC and NSQ_AUC for our best models are comparable to those
obtained with a crystal structure. Moreover, our rank#1 model (mod2upu) even outperformed
the crystal structure in terms of initial enrichment EF(1%) for known ligands in VLS.

Of course, such a good performance of our models partially owes to the fact that they were
optimized towards recognition of the most popular class of AA2AR selective compounds
(adenine and PTP analogues of ZMA). At the same time our models successfully reproduce a
vast diversity of high affinity AA2AR binders within these two scaffold classes (Tanimoto
distance as high as 0.55) and even within several other scaffolds not employed in model
optimization. An example of docking of a xanthine analogue from GLIDA database, which
represents another prominent AA2AR antagonist scaffold*8 is shown in Figure 9. The predicted
binding motif of the methyl-xanthine scaffold resembles ZMA core interactions, characterized
by aromatic stacking with Phe168-2% phenol and polar interaction with Asn2536-%5 side chain.
The predicted ICM binding scores for xanthine analogues, however were significantly reduced
as compared to adenine or PTP-like compounds, both in the blind models and in the crystal
structure. While xanthines lack exocyclic amine group and the corresponding polar
interactions, which partially explain their lower binding scores, the models may also be missing
some other interactions that confer high affinity AA2AR binding of xanthines. Note that due
to high flexibility and propensity for induced fit in GPCRs, a single static model of the protein
is actually not expected to accommodate all ligands, therefore the use of models biased (or
specialized) towards certain scaffold classes is justified in VLS 4°.

Another observation from our GLIDA screening assessment was the ability of our best model
to select AA2AR selective ligands vs. those selective towards other adenosine subtypes Al
and A3, (no sufficient data for A2b subtype), as well as to select AA2AR antagonists vs.
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AA2AR agonists (Figure 8). Utility of these selectivity predictions in ligand optimization and
rational drug design applications, however may be limited due to remaining inaccuracies in
protein geometry, which are probably inevitable for such long-distance homology models.

Interestingly, our results in Figure 7 suggest a good correlation between VLS performance and
number of correct contacts between ligand and receptor atoms. This correlation holds well not
only for our models at various stages of optimization, but also for other top six models in
AA2AR assessment. At the same time, no significant correlation of ligand RMSD with either
VLS performance or number of contacts was observed, e.g. the model with the best ligand
RMSD (mod6twx), had only 5 correct contacts and no VLS enrichment at all. Importance of
contact-based metrics has long been demonstrated in evaluation of protein homology
models#6:50 and our current results suggest that analysis of ligand-receptor contacts can be
widely used in quality assessments of molecular docking.

Importance of ligand guided optimization

As results in Figures 4 and 8 suggest, ligand-guided optimization was critical for improving
both ligand-receptor contacts and VLS performance of our models, as compared to starting
raw homology model of AA2AR. In general, the ligand guided approaches26:27:32 use a basic
evolutionary concept: at each iteration, (i) a wide diversity of the receptor conformations is
generated, which is followed by (ii) selection of the best conformations by their VLS
performance. Both Katritch/Abagyan and Lam/Abagyan groups used this ligand guided
optimization concept, but with different numbers of iterations, different ligand sets, and most
importantly with very different ways to generate structural diversity in AA2AR.

The Katritch/Abagyan group used B,AR structural template (PDB code 2rh1) for initial
homology modeling and employed a normal mode analysis (EN-NMA\) algorithm33 to generate
large variations in the model backbone and side chain conformations. The EN-NMA algorithm
is especially beneficial in this case since it is very fast, allows conformational sampling with
large movements of backbone (~2A and more), and it also can modulate secondary structure
(e.g. bend TM helices) without breaking it. In the case of AA2AR predictions, two consecutive
iterations of the algorithm (100 NMA-generated conformations each) allowed dramatic
improvements of VLS performance, though the number of iterations and conformations could
be increased further with additional computational resources.

The Lam/Abagyan group?? in contrast, used turkey B1AR template (PDB code: 2VT4) and
employed a Monte Carlo based conformational sampling using a hybrid full atom/grid model
of the receptor ligand complex. The automated algorithm used 12 independent runs with up to
30 sampling/evaluation iterations in each run, resulting in about 300 models used in final
ranking and evaluation. The evaluation ligand sets in both algorithms included 40 or more
diverse AA2AR antagonists based on adenine-like and PTP scaffolds; Katritch/Abagyan also
added to the mixture PTP ligands with A3 subtype specificity.

Despite such variations in details, both of the ligand guided algorithms achieved respectable
VLS performance for AA2AR models, which also tightly correlate with the model quality in
terms of number of correct ligand/receptor contact. Thus, starting from raw homology models
with a few correct contacts, both algorithms were able to iteratively improve the number of
contacts.

The ability of the ligand-guided algorithms to find correct receptor conformations, of course,
is limited to those cases when local discrepancy between the starting raw model and the “true”
structure is relatively minor. Thus, the algorithm was capable of finding correct ligand contacts
for most of the side chains that were positioned in the ligand binding site in the initial AR
based homology model. In contrast, the algorithm failed to identify conformation for
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Met177°-38 contact residue, which is a part of unusual n-helix in AA2AR. Curiously, some
hard-to-predict contacts can be “compensated” by other contacts, as long as the “fake” contact
improves VLS performance. Thus, in our best performing model (mod2upu) the lack of the
correct contact between ligand exocyclic amine (N5) and Glu169°-30, is “compensated” by N5
contact with Met2707-35 side chain; this conformation turns out to be as efficient as the true
crystal structure for reproducing A2a vs. A3 subtype selectivity in PTP scaffolds (see Figure
8). These observations point out the limitations of the current computational methods, including
ligand-guided optimization. At the same time our results also suggest that ligand-optimized
models even with a few local conformational mistakes can still be useful in virtual screening
applications.

Technically, the several other algorithms presented in the GPCR assessment® can be described
as “ligand-guided” as long as they used ability of the AA2AR models to bind ZMA ligand to
select models. What sets our approach apart is the use of binding data for multiple and highly
diverse ZMA analogues as a criterion for model selection and ranking, and doing it iteratively.
This approach captures much more information than a single ligand binding and provides much
more stringent criteria for selection of “best” models at each optimization stage.

Use of mutagenesis data in AA2AR-ZMA structure optimization

While our algorithms rely heavily on the available ligand binding data, we did not use
mutagenic information at any stage of model building, optimization and ranking. Though
extensive data on point mutations for the adenosine receptor family are available in the
literature (e.g. reviewed in ref 51), our previous experience with GPCRs and other highly
flexible and allosteric receptors suggests that interpretation of mutation effects may sometimes
be treacherous. For example, for certain point mutations in poAR, e.g. S204A mutations, a drop
in ligand affinity and/or activity can be explained by indirect effects including changes in
conformational preferences of the protein itself, rather than direct ligand contacts 10:11,

In the AA2AR case, site directed mutagenesis has previously identified at least 10 residues, in
which mutations result in a complete loss or significant drop in affinity of representative
antagonists (e.g. summarized in ref22 and51). However, when 3EML structure became
available, only 4 of these residues (Glu169°-3%: His2506-52, Asn253%-55, 11e2747-39) were found
to be in direct contact with ZMA antagonist. Two residues were found in the binding pocket
but not in contact with ZMA (Leu843-32, His2787-43) and the other four residues (Glu151(EL2),
Phe182°43, Phe2576-59, Ser2817-46) were located outside of the binding pocket. These latter
side chains are very unlikely to interact directly with any other high affinity ligand, and effect
of the corresponding mutations could be explained by their indirect impact on the shape of the
ligand pocket. The mutation data are also incomplete due to time/cost limitations of the
experiments, for example only 4 of 15 contact residues in the AA2AR binding pocket were
identified correctly from 46 mutation experiments listed in ref22; among the important contacts
missed in experiments were Phe168%29, Met177°-38 and Leu2495-51,

Of course the use of reliable mutation information can still be beneficial for modeling accuracy
in some cases. Thus, the use of a distance restraint between ligand amine and Glu169°-3
carboxyl4°, for example, does improve ligand RMSD and overall number of contacts in our
model (results not shown). In practical applications however, this type of restraints should be
used very cautiously, and the results thoroughly cross-verified by other computational methods
and experiments.

Accuracy of TM helical bundle predictions

Our models of AA2AR, like most of the models participating in GPCR assessment were
capable of predicting conformation of Ca backbone of AA2AR 7TM helices with
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RMSD¢,71m about 2.0 A. This result is similar to RMSD¢,71m between the crystal structures
bRho, AA2AR and B,AR, which is also about 2.0 A. (Note difference in calculations of
RMSDc¢q71m here and in refl19 as described in Methods section).

Certain local deviations in backbone structure between ,AR template and AA2AR however,
are much higher, and they are driven by significant differences in the secondary structure of
these GPCRs. Those differences are unlikely to be corrected by any existing optimization
algorithms, unless reliable experimentally derived restraints can be used to drive these
corrections. We already mentioned some of the new, unexpected features in AA2AR such as
folding of the extracellular part of TM5 in n-helical instead of a-helical configuration. Other
notable deviations between the homology modeling template (8,AR) and the AA2AR
structures include (i) difference in TM1 tilting, resulting in ~ 5 A distance between TM1 helix
“tops”, (ii) different orientation of TM2 extracellular portion above proline-induced “bulge”
yielding ~5 A distance between tops of TM2 helices (iii) very peculiar proline-independent
deviation of the top two turns of theTM3 helix, stabilized by a disulfide bond to EL2 loop
(Cys74/Cys146).

Visual inspection of the 3EML and 2RH1 structures in Figure 1 suggests that the extracellular
part of the helical bundle in 3EML is significantly “skewed” as compared to 2RH1 with
RMSDc,71m in this half of the TM bundle estimated at ~2.4 A. Interestingly, the deviations
in the cytoplasmic half are less dramatic and the RMSDc,71Mm is only about 0.8 A. This
observation suggests more structural variability in the extracellular, ligand binding part of
GPCRs, and more conserved cytoplasmic half, which share common interactions with a limited
set of G-proteins.

Challenges in Loop predictions

Great diversity in the loop sequences and structures between GPCRs and their intrinsic
conformational flexibility present even higher level challenges for accurate prediction of loop
conformations and ligand interactions. Indeed, the results of the AA2AR modeling assessment
show that though some of the modeling approaches allowed correct assignment of all three
disulfide bonds in EL2 loop, even for the best predictions the overall Co. RMSD in the loop
was higher than 7 A (note that Costanzi model omits most of the EL2 residues)™®.

Nevertheless, models generated with our approach and another few top models were able to
correctly predict important elements of EL2 loop, critical for ligand binding. The stretch of the
loop between Cys166 of EL2 and Met174 of TM5 proved to be the key ligand recognition site,
primarily because of Phe168°-29 phenol aromatic stacking with the rings of adenine like and
PTP scaffolds. Note, that correct prediction of Phe168°29 orientation and interactions owes
mostly to conservation of this structural element in the BoAR template that was used for
homology modeling. Though prediction of such structural features with ab initio loop modeling
methods is unlikely, at least without reliable experimentally derived restraints, further
accumulation of GPCR crystal structures may yield a growing library of key structural elements
in both extracellular and intracellular loop areas. These libraries might be used as initial
templates for modeling loops.

Conclusions

Accurate prediction of 3D structure and ligand interactions remains a highly challenging
endeavor for a majority of GPCR subfamilies that do not have a crystal structure resolved.
Nevertheless, as the example of the AA2AR blind modeling assessment suggests, a
combination of homology modeling and advanced optimization tools can be used successfully
to predict ligand binding interactions and generate models potentially useful for VLS and
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compound prioritization. Although the current prediction exercise was limited to AA2AR, it
can provide some important hints for GPCR modeling in general:

1.

Homology modeling seems to be more accurate in prediction of overall GPCR
structure and ligand binding pocket than ab initio modeling; its accuracy has already
improved by switching from rhodopsin to B,AR structural template, and will improve
further with the increasing number of available GPCR templates.

Ligand-guided optimization has significant benefits, yielding models with the highest
number of correct ligand-receptor contacts and the best performance in large-scale
VLS benchmarks. The ligand guided optimization helps to shape up the binding
pocket environment, and while it still cannot correct certain types of large local
differences between the template and the target protein backbones, it can often
“compensate” for missing contacts.

In case of cross-family homology modeling of GPCRs, structure optimization has to
consider backbone movements in the TM bundle. This can include not only rigid-
body shifts/rotations of helices, but also local bending and even local changes in
secondary structure (like in TM5). Using modeling methods that allow switches in
secondary structure (e.g. from a- to n-helix) may be helpful in some cases.

Accurate ab initio modeling of long and flexible loops like EL2 is beyond capabilities
of the current modeling resources. However, conserved parts, especially those
involved in ligand binding can be identified and predicted accurately.

Judicious use of ligand binding activity, mutation analysis and biophysical data can
dramatically improve quality of the models and their predictive power. However,
caution should be exercised in interpreting mutagenic data as evidence of direct
residue contacts, as they often reflect indirect effects. Charge-reversal or hydrogen
bond donor-acceptor reversal mutagenesis data are much more useful and reliable.

Accurate modeling of GPCRs still requires an individualized approach to each
receptor subfamily based on its level of homology to 3D templates, specific structural
features and any additional experimental information that can be used in initial model
generation. At the same time, the ligand guided approaches, including our LIBERO
algorithm, may provide a reliable tool for automated receptor optimization and
selection of the best models suitable for VLS applications.
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GPCR G protein-coupled receptor

RMSD root mean square deviation

™ transmembrane

EL2 extracellular loop 2

VLS Virtual Ligand Screening

AUC Area Under Curve

NSQ_AUC Normalized Square root AUC

EN-NMA Elastic Network Normal Mode Analysis
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B2AR AA2AR
(PDB: 2rh1) “=(PDEB: 3eml)

Figure 1.
Structures of BoAR/carazolol (PDB code 2rh1) and AA2AR/ZMA (PDB code 3eml) complexes

are shown (magenta and cyan respectively), with superimposed Ca atoms of seven
transmembrane helices (7TM).

Proteins. Author manuscript; available in PMC 2010 January 13.



1duasnuely Joyiny Vd-HIN 1duosnuey JoyIny vd-HIN

1duasnuely Joyiny vd-HIN

Katritch et al.

Page 19

BAR (PDB:2rh1) o

ID=29% pP=9.6 .. ... #..V. HI##F#HHONVLVH.AkH. .. .LO.VINYFH . SLAUADH#HGHHHH#PE 4 oo oo
ADRB2_Xray 2 AEVWVVGHGTMS LEVLATVEGNVEV TRTAKFEREQTVINY] TSLAC LVMGLAVVBEGAAHT LMKMWTE -~
AR2AR_HUMAN MPIMCSSVYIWELAIAVLAILGNVLVCWAVWLNSNLQNVTNY IAVGVLAIBEAITISTGF---~-CA
ADRB2_Xray (D O T EE—

o H.C.FH. . # ###. . ST, LASTA#DRYHAL. .PH+Y. . LAT.  +A+. TTHEHWEES. . . #.PH. H. ...

ADRB2_Xray GNFWCEFWTSIDVLCVTASTETECVEAVERYFAT TsBFEYOSELTKNEARVETLMVfLVSGLTSFLBIOMHWYRAT
AA2AR_HUMAN1 ACHGCLETACFVLVLTQSSIFSLLAIATIDRYIATRT BLRYNGLVTGTRARGITATCHVLSFAT GLTRMLGWN ===~
ADRB2_Xray |

....... Cowuo HC.Eeeuunn. . HEREH. . ## #AVPLH#ME. VY. RAE. .A+RQL. ...t

ADRB2_Xray H-

gt WA ok I”;;;;;Eﬁm‘;ﬁi;:ésmimil“lomL oEsor
ADRB2_Xray C— -
......... KE#.A#K.L.IT#G.F.LCWLPHAT#NK# . ##. .. ooouoo  JHEHLE ##. #. NS ENPHIYH
prore i {;;;;;;;;Lolﬂﬁitiiiﬂiflﬁiﬂl’iliﬁi?i‘.ﬁ??igﬁgf;;agifﬁl’rﬁiii?@iimi%ﬂléi§§
ADRB2 Xray »
................ /
ADRB2_Xray RSPDFRIAFQELLCL- name  ZM 241385
AAZAR_HUMANL YRIREFRQTFRKIIRS Ki_A2a 2 N €T c
ADRB2_Xray C— N/k
Models g
D
/{\ ZMA analogues EN-NMA conformation
(/\\ >_@ generator (~2.0 A)
b ’\35()0822;;3 ligands Restrained docking to
Flexible Side Chain Pocket
E...Best (NSQ_AUC=74) B Model assessment with
e R unrestrained docking/VLS
s 5
; k3 F
i e EL2 loop sampling
“’} i + (S-S constrained)
= Final clustering & rankin
J&5 Initial (NSQ! AUC =19 . g g
R A with VLS (NSQ_AUC values)
Figure 2.

A flowchart of the modeling algorithm. Initial homology modeling (green block) uses AA2AR/
B2AR alignment (A) and BAR structural template (B). The ligand-guided optimization
procedure (cyan blocks) generates multiple conformations of the protein backbone with
EN-NMA algorithm, which is followed by docking selected ligands (C) into the models with
flexible side chains. Resulting models of receptor are evaluated by fast (rigid) docking of a set
of AA2AR ligands and decoys (D), and the models with the best NSQ_AUC values (E) are
selected. Final modeling steps (orange blocks) include loop modeling and ranking of the final
AA2AR-ZMA models (F).
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Figure 3.

Examples of best scoring poses for compound #3 from ref.23, docked into AA2AR models at
different optimization stages: (1) raw homology modeling (orange) (2) side chains refinement
(cyan) (3) first iteration of ligand-guided refinement (magenta) (4) second iteration of ligand-
guided refinement (thick balls and sticks with yellow carbons). The model of AA2AR (as in
mod2upu) is shown by ribbon colored from N- to C-terminal (from blue to red), ligand binding
pocket of the model shown by transparent skin.
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1) Step 1: Raw homology model -25.0 64. 19. 16 1.7 5 2.0 10.3 6.2
2) Step 2: Refined side chain model -37.8 73. 35. 16 3.0 20 21 6.1 3.7
3) Step 3: First NMA refinement -39.3 85. 63. 14. 65 34 2.0 6.3 3.9
4) Final model #3 (mod5ano) -37.3 88 68. 21. 77 33 2.3 5.7 3.3
-41.0 93. 73. 20. 841 37 2.0 6.3 3.9
6) Final model #1 (mod2upu) -46.8 83. 74. 41. 83 40 2.0 6.3 3.9
7) AA2AR Crystal Structure (3EML) -42.0 88. 70. 19. 6.7 75 0. 0. 0.

* Only 7TM helices superimposed, as described in Methods

Figure 4.

Results of small-scale VLS evaluation for our AA2AR models at different stages of the
optimization procedure, as well as for our three best models submitted to assessment. A. ROC
curves for each of the models, shown in logarithmic scale to emphasize initial enrichment at
1% of the dataset (Insert shows a standard view of the ROC curves). B. The table listing key
characteristics of the corresponding ROC curves and the overall quality of the model structures
for the models as compared to the crystal structure (PDB code 3eml). The values of NSQ_AUC,
enrichment factors and number of contacts are shown in bold for our rank#1 model.

Proteins. Author manuscript; available in PMC 2010 January 13.



1duosnuey Joyiny vd-HIN 1duosnuey Joyiny vd-HIN

1duosnue\ Joyiny Vd-HIN

Katritch et al. Page 22
TM1 ™1 =
A Lzm\ Q7 B \TMZ WM# C ™Z MR © 7
\ e
C166 (@ A
" 77 "H 12747 -
o E169 1274«[’\270 1‘/‘0766 (S E69
&c7p
\ 1249
2 ZaSIn o4
N25 % 7
Fi6g" (\;‘M}G Vi F168 .\‘w‘a
™3 « T 2 R
1 & !
5 i o5 vfl H250 [ gues & H2s0
\ \
g F182
M M 177 V186 e s
M4 LTm4 } M177 Tus
Leu267 “@ 3EML X-ray Cyszre‘% “@ mod2upu Serf_i\;g i ) mod7tjd
(7.32) g ‘® ® ‘® ®

Met270 &
(7. 35%&5

N|2

cs .
I N Jhis264
[ ] ‘®

(o]
9 5,

o ® YG‘IWGQ
le274 < N1O
(7'3,.9%65 (X Zma (5.30)

NlS’
o'® ./ Asn253

(6.55)
e .”Z__J .

Ryc2
Met270 © ce. & . lle66
(7.35) o ®

co C&

lle274 < Nm. Zma
(7.3%
,‘ ” (H N15 Asn253

N'Il (6 5)
Phefé%:g o

lle274 ¢
(7.39)

c9 c".
N]O Zma

cn @ 5‘4 2"’

Asn253

Nll (6 55)
PheT 68 aem N”
(5.29) ==

Comparison of the AA2AR-ZMA crystal structure® (A) with the top ranked models from
Katritch/Abagyan (B) and Lam/Abagyan (C) groups. Top panels show 3D snapshots and
bottom panels show 2D plots of ligand interacting side chains of the receptor. The ligand is
shown with yellow carbons, the protein backbone is shown by grey ribbons. Ligand-receptor
hydrogens bonds are shown by cyan dashed lines. An alternative (magenta) conformation in
the top panel A represents ZMA ligand docked by ICM into the crystal structure of
AA2AR?, phenoxy moiety of ZMA circled red. The protein side chains in both 2D and 3D
presentations are colored according to the ZMA-residue contact predictions: green residues,
contacts correctly predicted by mod2upu model; orange residues, contacts not predicted;
yellow residues, hydrophobic contacts replaced by another side chain; grey residues, contacts
of the phenoxy ring that do not have major contribution into ligand binding. Note that contact
residues suggested by previous mutation analysis are in bold font.
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* Only 7 transmembrane helices superimposed, as described in methods

Figure 6.

Results of large-scale VLS evaluation with GLIDA database ligands for the top six models
described in Table I of ref.1%. A. ROC curves for each of the models, shown in logarithmic
scale to emphasize initial enrichment at 1% of the dataset (Insert shows a regular view of the
ROC curves). B. The table listing key characteristics of the corresponding ROC curves, number
of atomic contact and ligand RMSD for the models, as compared to the crystal structure (PDB
code 3eml). The values of NSQ_AUC, enrichment factors and number of contacts are shown

in bold for our rank#1 model.
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Correlation between the VLS performance and the number of correct atomic contacts for the
AA2AR models. Brown squares show results for our intermediate models evaluated with the
small ligand set as listed in Figure 4. Blue diamonds show results for the top 6 models from

ref19, evaluated with the large GLIDA dataset, as listed in Figure 6. Regression line is shown

only for GLIDA dataset results.
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100

Selectivity profile for our model ranked #1 (mod2upu). (A) Subtype selectivity, AA2AR vs.

adenosine receptor subtypes AALR and AA3R. (B) Antagonist vs. Agonist selectivity.
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Figure 9.

A xanthine analogue (GLIDA 1D#L011922) docked into the AA2AR. The crystal structure
(3eml) of the receptor is shown by grey ribbon sticks with green carbons. The ligand
conformation docked into the crystal structure has yellow colored carbon atoms, the
conformation docked into the blindly predicted model (mod2upu) has magenta colored
carbons.
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