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Abstract

2-Ethynylnaphthalene (2EN) is an effective mechanism-based inhibitor of CYP2B4. There are two

inhibitory components, (1) irreversible inactivation of CYP2B4 (a typical time-dependent
inactivation), and (2) a reversible component. The reversible component was unusual in that the

degree of inhibition was not simply a characteristic of the enzyme-inhibitor interaction, but dependent

on the size of the substrate molecule used to monitor residual activity. The effect of 2EN on the

metabolism of seven CYP2B4 substrates showed that it was not an effective reversible inhibitor of

substrates containing a single aromatic ring; substrates with two fused rings were competitively
inhibited by 2EN; and larger substrates were non-competitively inhibited. Energy-based docking

studies demonstrated that, with increasing substrate size, the energy of 2EN and substrate co-binding

in the active site became unfavorable precisely at the point where 2EN became a competitive
inhibitor. Hierarchical docking revealed potential allosteric inhibition sites separate from the
substrate binding site.

Cytochrome P450 refers to a superfamily of enzymes that catalyze the oxidation of a wide
variety of exogenous and endogenous chemicals. The enzyme system most commonly supports
oxygen insertion into a substrate molecule, generating a hydroxylated product; however, the
initial monooxygenation can lead to a wide variety of reactions such as dealkylation, oxidative

deamination, sulfoxidation, and epoxidation (1).

The broad substrate selectivity of the P450 enzymes is due not only to the multiplicity of P450
enzymes, but also due to the characteristics of the active site. The active site for several of the
P450 enzymes has been shown to be relatively large and capable of binding and metabolizing
substrates of diverse chemical size and structure. A consequence of the large active site is its
ability to accommodate multiple substrate/effector molecules. This effect is most commonly
associated with CYP3A4 (2;3), where the presence of multiple compounds within the active
site has been shown to alter the kinetics to exhibit cooperativity (4;5), and both substrate and
product inhibition (2;6). The binding of multiple substrate/inhibitor molecules has also been
documented for CYP2C9 (4), CYPgryr (7;8), and P450 ¢4m (9). The presence of active sites
on other P450 enzymes that are sufficiently large to bind multiple ligands is clearly possible
and likely, based on the relative size of the ligands as compared to the active sites of these non-

specific enzymes.
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2-Ethynylnaphthalene (2EN) is a selective mechanism-based inhibitor of CYP2B4. CYP2B4
catalyzes the conversion of 2EN to the highly reactive intermediate, 2-naphthylacetic acid,
which covalently modifies the apoprotein and results in its inactivation (10;11). In addition to
its ability to inhibit CYP2B4-mediated reactions, 2EN could also act as a reversible inhibitor
of both CYP1ALl and CYP1A2 (12). Although earlier studies reported that 2EN could act as a
mechanism-based inhibitor of CYP1A proteins (13), the binding associated with these
complexes is not nearly as tight as that observed between 2EN and CYP2B enzymes (12).

Previously, our laboratory reported on the inhibition of CYP2B4 by 2EN, where both the
irreversible and reversible components were characterized (14). This was accomplished by
examining the residual metabolism, for seven different CYP2B4 substrates before and after
inactivation with 2EN. This inhibitor was effective at inactivating CYP2B4, leading to an
inactivation of greater than 80% when preincubated with 1 uM 2EN for 10 min. 2EN also
reversibly inhibited CYP2B4 activities; however, the characteristics of the inhibitory response
were dependent on the substrate employed. Examination of the reversible component showed
that 2EN was a more effective reversible inhibitor with larger substrates, which is not consistent
with classical theory of enzyme inhibition. The goal of this report is to further examine the
reversible inhibition of CYP2B4 by 2EN as a function of the substrate employed. The results
are consistent with the presence of multiple 2EN binding sites on the CYP2B4 molecule,
located at or near the substrate binding site, with interplay among these sites leading to the
complex inhibition patterns.

EXPERIMENTAL PROCEDURES

Materials

Enzymes

7-ethoxycoumarin (7-EC), 7-hydroxycoumarin (7-HC), 7-pentoxyresorufin (7-PR), 7-
benzyloxyresorufin (7-BR), resorufin, were purchased from Sigma-Aldrich (St. Louis, MO).
Benzphetamine (BZP) was a gift from Upjohn (Kalamazoo, MI). 7-ethoxy-4-
trifluoromethylcoumarin (7-EFC), and 7-hydroxy-4-trifluoromethylcoumarin (7-HFC) were
obtained from Molecular Probes (Eugene, OR). p-Nitroanisole (PNA) was provided by Acros
Organics (Belgium). Testosterone (TS) and its metabolites were from Steraloids Inc. (Newport,
R1). 2-Ethynylnaphthalene (2EN) was synthesized as described (13;15), and its purity was
confirmed by GC-MS, NMR, and by TLC using a reference standard for comparison (gift from
Maryam Foroozesh, Xavier University, New Orleans, LA).

Cytochrome P450 2B4 (CYP2B4) was expressed in Escherichia coli C41 and purified
according to standard procedures (16). NADPH-cytochrome P450 reductase was purified from
phenobarbital-treated rabbits as described previously (17). Recombinant rabbit NADPH
cytochrome P450 reductase (plasmid: pSC-CPR, provided by Dr. Lucy Waskell (Univ.
Michigan); constructed from plasmid pCWori-rabbit reductase and plasmid pOR263-rat
reductase, utilizing a T7 promoter) was expressed in E. coli C41, solubilized and purified as
described previously (18-20). Both preparations of NADPH-cytochrome P450 reductase
showed similar enzyme activities.

Preparation of reconstituted systems

CYP2B4 and NADPH-cytochrome P450 reductase were reconstituted with sonicated
dilauroylphosphatidylcholine (DLPC) as described (21). Briefly, DLPC was prepared at a stock
concentration of 8 mM in 50 mM potassium phosphate buffer, pH 7.25, containing 20%
glycerol, 0.1 M NaCl, and 5 mM EDTA. The DLPC stock suspension was sonicated for
approximately 30 min using a bath sonicator, until clarification. The sonicated DLPC was
combined with reductase and P450 and preincubated for 2 hr at room temperature. The
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concentrations of DLPC, reductase, and CYP2B4 during the preincubation were 1.4 mM, 17
uM, and 8.7 puM, respectively. These reconstituted systems were then combined with other
assay components to examine their catalytic characteristics as described below.

Determination of the type of reversible inhibition of CYP2B4 with each substrate by 2EN

The reconstituted systems containing 0.05 pM CYP2B4, 0.1 puM rabbit cytochrome P450
reductase and 8 uM DLPC were incubated with each substrate (PNA, 7-EC, 7-EFC, 7-PR, 7-
BR, or TS), and 2EN at concentrations ranging from 0-1 puM, unless otherwise indicated in
100 mM potassium phosphate buffer (pH 7.25) at 37°C. The buffer used for BZP metabolism
was 10 mM potassium phosphate, pH 7.25. The reaction was initiated by the addition of
NADPH to a final concentration of 0.5 mM. Lineweaver-Burk plots were used to determine
the type of inhibition caused by 2EN. Kinetic constants were calculated using non-linear
regression analysis (GraphPad Prism, San Diego, CA).

Product formation for each of the substrates was measured as described previously (14), using
standard fluorescence assays for 7EC, 7TEFC, 7PR, 7BR, and BZP assays (22-27). PNA
metabolism was determined by monitoring the absorbance at 405 nm resulting from the
formation of p-nitrophenol (28). TS metabolism was monitored using a standard HPLC assay
(29).

In the absence of 2EN, plots of product formation versus time were linear for at least 20 min.
In the presence of 2EN (both substrate and 2EN were added simultaneously), linearity was
observed for at least 10 min. After this time the rate of product formation decreased, and product
formation began to deviate from linearity, consistent with the mechanism-based inactivation
of CYP2B4. All reaction rates were determined using the linear portion of the curve, within
10 min after initiation of the reaction.

Hierarchical Docking

Complimentary to experimental studies, we explored the configuration space available to 2EN
and the substrates in and near the heme binding site of CYP2B4 via docking with density
functional theoretical (DFT) parameterization of the ligand, inhibitor, and heme charges. While
the energies of docked ligand configurations are, in general, not good predictors of ligand
binding affinities (30), the lowest energy, docked ligand configurations generally are consistent
with structure based analysis (31;32). In this guise, Autodock (Molecular Graphics Laboratory,
The Scripps Research Institute) (33) scored amongst the top performing docking approaches
in providing ca. 80% of poses consistent with crystallographic orientations (31;32). The initial
coordinates for the docking studies were those of the crystal structure of 4-(4-chlorophenyl)
imidazole bound CYP2B4 (1SUO) with the inhibitor and waters removed (34).

The docking procedure employed for initial exploration of multiple ligand/inhibitor binding
was analogous to one that was explored by a number of groups whose aim was to probe the
structural basis of heterotropic/homotropic activation or inhibition (35;36). In this approach,
two ligands were docked in a sequential fashion. The first ligand was docked using a pre-
evaluated interaction grid based on interactions with atoms in the protein alone. The second
ligand was then docked employing an interaction grid including interactions with the protein
and bound configurations of the 15t ligand. In this way, the energy landscape for binding of the
2"d [igand includes interactions with the 15t ligand. It is plausible that binding multiple ligands
to P450 isozymes involves such a sequential process. Our refinement of this approach, referred
to as hierarchical docking, searches for co-bound configurations of inhibitor and substrate by
first determining the unique sets of clustered configurations of one of the two ligands, using
an RMS criteria of 0.5 A, followed by docking the 219 ligand to a representative structure for
clusters of the 1t docked ligand. This was performed for ascending mean energies of the
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docking clusters, hence the hierarchical nature of the process. The hierarchical docking
procedure was accomplished by first docking 2EN followed by one of the substrates and vice
versa. The conclusions as to whether 2EN and the substrates could co-bind to a common cavity
were not dependent on order of docking of 2EN and the substrate. The results are relevant to
our prior finding that the reversible inhibition by 2EN of substrate metabolism was highly
correlated with substrate size and architecture (14).

Autodock3 Protocol

In the present study the Lamarkian algorithm in Autodock3 (37) was used employing two
different grid spacings. In the first a 120x120 grid with 0.375 A was employed to identify
plausible binding sites throughout the protein. Refined sampling proximate to the heme binding
site was then performed employing a 120x120 grid with 0.175 A spacing. In general, similar
docked configurations were obtained in the binding site regions with both grids, however, the
less dense grid enabled exploration of binding configurations remote from the binding site. In
both instances the grid was centered on the compound | oxyferryl oxygen, the form of the heme
employed in these docking studies, however, trial runs with ferric heme representation revealed
only very minor changes in the docking profiles. Lamarkian and local search parameters were
as previously described (38). A 0.5 A RMS criterion was employed to identify unique clusters
of docked configurations.

The low energy docked configurations were analyzed to examine the propensity of substrate
and one or more 2EN inhibitor molecules to bind to CYP2B4 from consideration of the number
of co-bound configurations.

Properties of low energy substrate conformations—Geometric properties of low
energy docked configurations of each of the ligands docked in the binding site were evaluated
from output of MOPACY calculations with use of the program GRAPHA. The correlation of
the percentage of reversible inhibition with Sterimol parameters (39), molecular volumes, and
the molecular weight were examined via linear least squares.

Binding Site Cavity Volumes—Potential binding site cavity volumes were obtained
employing Internal Coordinate Mechanics (ICM: Molsoft, Co, San Diego, CA) employing the
Gauss theorem. While this approach is most accurate for enclosed spaces, the spaces partially
enclosed near the surface of CYP2B4 identified with this algorithm also correlated with low-
energy interaction sites for docked ligands.

Ligand and Protein Charge Parameterization for Docking Studies

Potential derived charges for 2EN, PNA, 7EC, 7EFC, 7BR, TS, BZP and 7PR were obtained
from Restrained Electrostatic Potential (RESP)(40) fits to 6-31G** DFT optimized geometries
of the ligands computed using Jaguar 5.5 (Schrodinger, Inc., Portand, OR). Atomic charges
for protein atoms employed in docking studies were taken from the AMBER 4.1 (41;42) polar-
H representation of amino acids. The latter charges are appropriate for use with the radially
screened continuum dielectric treatment in Autodock3 (37). Heme charges were derived from
a single point calculation at the DFT optimized geometry obtained using a LACVP**(Fe)/
6-31G**(C,N,0,S,H) basis set description and a B3LYP hybrid functional, which incorporates
exchange interactions from both computed Hartree-Fock exchange integrals, the Becke
exchange functional, and electron correlation from the (local) Vosko, Wilk, and Nusair (VWN)
and (non-local)Lee-Yang-Parr (LYP) functionals. The heme charge parameterization has been
shown to be adequate for docking and molecular dynamics predictions of binding modes of
drugs consistent with their principal metabolites (38) and for prediction of binding free energies
of substrates and inhibitors via free-energy simulations (43). Recent rederivation of the
potential charges in a QMMM (quantum mechanics-molecular mechanics) calculation of the
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heme of CYP2B4 in the compound | form with proximal Cys,(436), Leu(437), 11e(435), Gly
(438), the protoporphyrin 1X and methoxyflurane were found to be consistent with the present
charge set.

RESULTS AND DISCUSSION
Examination of the reversible inhibition of CYP2B4-dependent activities by 2EN

As mentioned in our previous report (14), 2EN can serve as both a reversible and an irreversible
inhibitor of CYP2B4-mediated metabolism. Although the irreversible inactivation is similar
to that expected for typical mechanism-based inhibitors, the reversible component was unusual.
The ability of 1 uM 2EN to reversibly inhibit substrate metabolism could be divided into three
groups (14): (a) little to no inhibition (PNA), (b) a moderate degree of inhibition (13%-30%
for 7TEC, 7EFC and BZP), and (c) significant reversible inhibition (50%-71% for 7BR, 7PR,
and TS). The ability of 2EN to inhibit metabolism of these substrates was not related to the
affinity of the substrates for the active site, but did appear to be related to the molecular size
of the substrate, particularly the length of the molecule. The goal of the current study was to
further examine the reversible component of this inhibitory response, and to provide a structural
explanation for the unusual kinetic behavior.

In an effort to more completely characterize the ability of 2EN to inhibit each of the CYP2B4-
dependent activities, metabolism of each of the substrates was examined by varying the
substrate concentration both in the absence and presence of different concentrations of the
inhibitor 2EN. Because of the focus on the reversible component, the reconstituted systems
were not preincubated with 2EN — both inhibitor and substrate were added simultaneously.
This experimental design allows for the determination of the type of inhibition, the K,, for each

substrate, and the KEZEN) for 2EN with each substrate.

The results showing the determination of the reversible inhibition by 2EN are shown in Figure
1 and Table 1. The data were plotted using the Lineweaver-Burk analysis, which was used to
illustrate the type of inhibition. The results demonstrate that the apparent mechanism of
inhibition by 2EN was dependent on the substrate employed. Metabolism of the small substrate
PNA was not inhibited by 2EN at inhibitor concentrations below 1 uM (vide infra). As the size
of the substrate molecule was increased (7-EC and 7-EFC), inhibition by 2EN was observed
(Fig. 1A). The type of inhibition for these substrates appeared to be competitive in nature with

KEEEN) values of 0.55 uM and 0.25 uM for 7-EC and 7-EFC, respectively. Interestingly, the
larger substrates (7-PR, 7-BR and TS) exhibited a different mechanism of inhibition, appearing
to be largely noncompetitive (Figure 1C and 1D). The K'2EN values for inhibition of these

i
substrates were 0.2, 0.5, 0.4 uM for 7-PR, 7-BR and TS, respectively (Table 1). The more
flexible BZP molecule exhibited a mixed type of inhibitory response (Fig. 1B), with a

KEEEN) value of 0.75 pM.
The inhibitory responses described for 2EN with the different substrates were described at 2EN
concentrations below 1 uM. However, at higher 2EN concentrations there was a dramatic
increase in the inhibitory potential as well as the pattern of inhibition for some of the substrates.
This effect was even observed with the substrate PNA, which was not inhibited below 1 pM.
At these higher inhibitor concentrations, PNA demethylation was shown to be significantly
inhibited (Figure 2). 7-EFC, which was competitively inhibited at low 2EN concentrations,
also exhibited a more complex inhibition pattern as the 2EN concentration exceeded 1 pM
(Figure 2). A similar response was observed with the substrate TS (not shown). This alteration
in the inhibitory pattern as the 2EN concentration was increased could be explained by the
potential for 2EN molecules to bind to a site(s) apart from the active site where 2EN binding
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could modulate the conformation in the substrate binding site. This could lead to a modification
of substrate binding affinity in a non-competitive/allosteric manner. Additionally, acomponent
of this inhibitory process, particularly the response observed at 2EN concentrations above 1
uM, could be due to the stacking of multiple 2EN molecules within the substrate binding site.
Such conditions would be expected to alter the manner by which each of the substrates interacts
in a productive manner in the active site altering the K, and k¢4; (both binding free energy and
metabolic step activation energy modulation).

Binding Site Volumes and Substrate/Inhibitor Size

Internal Coordinate Mechanics (ICM: Molsoft Inc, San Diego, CA) binding site locator was
used to examine binding site and closed cavity volumes near the substrate/inhibitor binding
site of CYP2B4. Figure 3 shows volumes above or near the distal side of the heme identified
using this approach. The white enclosure in this figure corresponds to the region above the
heme encompassing approximately 594 A3, We will refer to this region as the primary binding
site throughout the manuscript in that it is the largest site and the one where substrate
metabolism occurs. The next two largest regions that could plausibly be binding sites are more
distant from the heme and are shown in grey (330 A3) and gold (275 A3). Additionally, there
is a site on the surface of CYP2B4 that is capable of binding 2EN which will be discussed
subsequently. The computed volumes of all of the ligands (Table 2) are less than one-half the
estimated CYP2B4 primary binding site volume. Indeed the sums of the volume of 2EN plus
that of each of the substrate volumes are smaller than the cavity volume (594 A3). The volumes
of 2EN summed with each of the substrates are: PNA (267 A3), 7EC (298 A3), TEFC (327
A3), 7PR (395 A3), 7BR (387 A3), BP (417 A3), and 2EN (293 A3). Were binding site volume
of each of the ligands in this study the only determinant of the ability to bind to these binding
sites, each of them could co-bind in the CYP2B4 primary binding site with 2EN. Clearly the
length and width parameters and contour of the molecule play a vital role in determining
whether substrate and inhibitor may both fit within the contour of the buried substrate binding
site on the distal side of the heme.

Figure 4A shows a low energy docked configuration of BZP with exposure of the metabolized
N-CHj3 group proximate to the oxyferryl heme. One may see that when docking ligands of
increasing size in this study, beginning with BZP one begins to fill most of the accessible space
in the binding site cavity with even a single ligand present. In contrast, Figure 4B shows that
two 2EN inhibitors readily fit as does PNA and 1-2EN (vide infra).

Hierarchical Docking Probes of Modes of Substrate/Inhibitor Binding

Each of the substrates was docked into CYP2B4 employing a pre-evaluated interaction grid
encompassing the entire CYP2B4 enzyme with the grid center at the heme site. Low energy
docked configurations are, in principle, possible in both buried and surface sites. Figure 5A
shows the number of low-energy docked configurations that were found in the buried binding
site above the heme, as opposed to remote separated or surface binding sites. The smaller
substrates, such as PNA and 7EC, have numerous low energy docked configurations, with the
most configurational diversity. Larger substrates BZP, 7PR, 7BR, and TS fit more tightly into
the active site of CYP2B4 and the number of the low-energy configurations found in the distal
heme site is fewer for these ligands than for the small PNA, 7EC, and 2EN ligands (Table 2).

Figure 5A shows that the number of the docked ligand configurations obtained in the primary
binding site, as opposed to more remote sites, was inversely proportional to the size of the

substrate (r2 = 0.80). This illustrates that while numerous low energy configurations exist for
small substrates in the primary binding site, as size and branching increases, substrate access
to the site becomes more restricted. This is a reflection of the ease of fit asa function of substrate
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size, but does not preclude the primary binding site above the heme being the lowest free energy
binding site for the larger substrates.

Hierarchical docking was next used to probe the possible configurations for multiple-ligand
binding, including both multiple substrate and substrate/inhibitor binding. In this approach the
inhibitor was docked into CYP2B4, and the docked configurations were energy ordered and
compared via root mean square (RMS) fits to determine unique energy ordered clusters of
docked conformations similar to one another in energy and disposition in the CYP2B4. Next,
representative configurations from each of the docked inhibitor clusters in CYP2B4 were used
for docking of substrates. This is done by computing an interaction grid including CYP2B4
and the docked configuration of 2EN. This build-up/hierarchy of co-bound configurations
served as an efficient method of quickly scoring co-bound configuration sampling prior to
additional characterization.

Figure 5B shows that the size of the substrate and inhibitor had a profound effect on the number
of primary binding site configurations involving multiple substrate or substrate and inhibitor
bound in a common cavity. In this figure, for the purposes of comparison, we have normalized
the number of co-bound configurations to that found for 2 co-bound PNA molecules. Figure
5B shows a sharp decline in the number of low energy unique co-bound configurations with
increasing substrate/inhibitor size. There were numerous co-bound configurations of 2-PNAs
in the heme binding site, fewer for 2EN+PNA, and fewer still for two 2ENs. One notes that
with the 2EN inhibitor present in the common cavity, a PNA (or a second 2EN) readily “fits”
into the heme binding site. Once the substrate size is as large as 7EC or 7EFC, the volume of
2EN virtually precludes its co-binding with substrate. This interaction pattern would be
expected to produce “competitive” inhibition, that is, mutually exclusive binding of 2EN and
substrate in the CYP2B4 common cavity. In marked contrast, a large percentage of the co-
docked PNA and 2EN ligands revealed occupancy in the primary binding site. These results
are consistent with an inhibitory pattern with 2EN that is dependent on the size of the substrate
molecule. When the substrate molecule is small (e.g. PNA), both 2EN and PNA can be co-
bound in the common cavity of the active site in many different configurations, leading to little
or no inhibition (at 2EN concentrations below 1 uM). However, as the size of the substrate
molecule is increased, co-binding in the common cavity is no longer possible. Mutually
exclusive binding in the common cavity would be expected to produce a simple competitive
response.

Docking studies using the X-ray structure of CYP2B4 show that there are three likely sites for
2EN binding (Figure 6). Within the vicinity of the heme, 2EN can be oriented in two
configurations, the common cavity configuration (primary binding site) which has been
discussed above, and a separated cavity (Fig. 6). Additional sites exist more distal to the heme,
along the surface of the CYP2B4 molecule and preliminary molecular dynamics investigations
indicate the surface sites of mean residence times of several hundred picoseconds (not shown).
Each of these binding sites may participate in the reversible inhibition of CYP2B4 by 2EN,
with the contribution from each site being dependent on the substrate present.

Based on these studies, two types of 2EN-substrate co-bound configurations were observed.
In the ‘common cavity’ configuration, both 2EN and substrate simultaneously occupy the
common cavity above the heme as shown by the white enclosure in Figure 3. In the “cavity
separated’ co-bound configurations, the inhibitor is bound in the gold region (Fig. 3) adjoining
the binding pocket. The substrate and inhibitor could ‘communicate’ via intervening residues.
Figure 6 illustrates PNA co-binding with two-2EN molecules where 2EN is bound in both
configurations. The 15t 2EN (green) is present with the PNA (magenta) above the oxyferryl
heme with the 2"d 2EN in an adjacent binding pocket. Residues have been removed about the
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2"d_cavity (separated) and it is in fact a partially buried site, in contrast to the “surface” 2EN
interaction site that were also found as a surface sites.

CYP2BA4 residues identified as being in close contact (within 3 A) to the bound 2EN and PNA
are indicated in the legend to Figure 6. Strobel and coworkers (44) have performed a careful
assessment of the effect of specific active site residues on the mechanism based inactivation
of CYP2B4 and CYP2B5 by 2EN by site-directed mutagenesis. Consistent with our findings
(Figure 6), mutations at sequence positions 363 and 367 in CYP2B4 and CYP2B5 significantly
modulated the susceptibility to mechanism based inhibition and indicated contact of these
residues with 2EN (44), Clearly mutation of these residues alter the dynamics of 2EN in the
binding pocket which influences its reversible and mechanism based inhibition.

While there were multiple configurations allowing co-binding of PNA and 2EN in the primary
site, there were much fewer with 7EC and 2EN, and none for the larger substrates.
Consequently, each of the larger substrates would be expected to exhibit competitive inhibition,
rather than the mixed and noncompetitive inhibition patterns actually observed with the larger
substrates. It is plausible that the separated cavity, and surface-interaction 2EN inhibitor
binding modes that are responsible for the non-competitive and mixed inhibition found with
the larger substrates. Interaction with the separated or surface sites could lead to conformational
changes in the common cavity that could modulate substrate binding free energies. Joint
computational/experimental studies are in progress to address this point.

As previously reported (14), the reversible component of the 2EN inhibition correlated well
with the size of the substrate molecules; the bulk of this correlation was due to the effective
length of the ligand as captured by the Sterimol L parameter with little correlation with
molecular width (Sterimol B4). The numerical results shown in figure 5B and the example in
figure 6A illustrate that a small substrate and 2EN may co-bind such that there is little detectable
inhibition. Ongoing studies examining the binding free energies of substrate and inhibitor
support this concept. With moderately sized substrates, however, one cannot simultaneously
bind 2EN and a substrate in the binding site above the heme. At low inhibitor concentrations
this results in competitive inhibition. Additional sites in the ‘separated” and ‘surface’ cavities
also may be occupied by 2EN. Binding to these sites may result in conformational compaction
of the substrate binding site (14).

In conclusion, both reversible inhibition and mechanism-based inactivation components of
CYP2B4 with various substrates by 2EN were observed. The mechanism-based inactivation
of CYP2B4 by 2EN was substrate-independent (14). In contrast, the reversible inhibition of
CYP2B4 by 2EN was substrate dependent and the degree of reversible inhibition was related
to the length or molecular weight of substrate, but not related to the affinity of each substrate
with CYP2B4 (14). Examination of the reversible inhibition of CYP2B4-dependent
metabolism for seven different substrates by 2EN showed not only that the K; but also the type
of inhibition was dependent on the substrate. Inhibition ranged from no inhibition to
competitive, mixed and finally non-competitive as the size of the substrate molecule was
increased. Finally, hierarchical docking studies demonstrated that the CYP2B4 active site is
sufficiently large to accommodate the simultaneous binding of 2EN inhibitor and small
substrates. With larger substrates there may be components of both competitive inhibition due
to competing for the distal-heme binding site and non-competitive inhibition when 2EN binds
to adjacent binding sites close to the substrate binding site above the heme. These models
provide an explanation that is consistent with the experimental data showing multiple
mechanisms of reversible inhibition of CYP2B4 by the small 2EN molecule that are dependent
on the physical characteristics of the substrate used.
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The abbreviations used are

2EN

2-ethynylnaphthalene
PNA

p-nitroanisole
7-EC

7-ethoxycoumarin
7-EFC

7-ethoxy-4-trifluoromethylcoumarin
BZP

benzphetamine
7-PR

7-pentoxyresorufin
7-BR

7-benzyloxyresorufin
TS

testosterone

Arch Biochem Biophys. Author manuscript; available in PMC 2008 December 15.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Cheng et al.

DLPC
NADPH
DMSO
7-HFC
7-HC
CYP2B4
KiZEN
DFT
RMS
RESP

B3LYP

MOPAC
QMMM

LACVP

Page 11

dilauroylphosphatidylcholine

nicotinamide adenine dinucleotide phosphate reduced tetrasodium salt

dimethylsulfoxide

7-hydroxy-4-trifluoromethylcoumarin

7-hydroxycoumarin

cytochrome P450 2B4

the dissociation constant for reversible inhibition by 2EN

density functional theory

root mean squared

restrained electrostatic potential

Becke-3-parameter exchange-correlation hybrid functional with Lee-Yang-Parr
Correlation

Molecular Orbital Package

quantum mechanics-molecular mechanism

Los Alamos effective core potential
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Figure 1. Determination of the type of reversible inhibition of CYP2B4-dependent 7-EC (A), BZP
(B), 7-PR (C), and 7-BR (D) metabolism by 2EN

The data points represent, no inhibitor (m), 0.25 uM (A), 0.5 uM ('), 0.75 uM (0), 1.0 uM
2EN (e); as for BZP, the legend is: no inhibitor (m), 1 uM (A), 2 uM (¥), 3 uM (), 4 uM
(). The y-axes are expressed as the reciprocal of the rates (pmol product/min/nmol P450)
except for bzp which is expressed as nmol product/min/nmol P450. The assays were performed
as described in Experimental Procedures.
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Figure 2. Reversible inhibition of CYP2B4-dependent (A) PNA and (B) 7-EFC metabolism by 2EN
at higher concentrations
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The data points represent, no inhibitor (m), 1 pM (A), 2 uM (¥), 3 uM (), 4 uM 2EN (e) for
PNA; no inhibitor (m), 0.5 uM (A), 1 uM ('¥), 1.5 uM (0), 2 uM 2EN (e) for 7-EFC. The inset
of B shows competitive inhibition of CYP2B4-dependent 7-EFC deethylation by 2EN at or
below 1 uM — no inhibitor (m), 0.5 uM (A), 1 uM (V). The y-axis for PNA is expressed as
the reciprocal of the rates (pmol product/min/nmol P450); 7EFC is expressed as nmol product/
min/nmol P450. The data points at the highest 2EN concentrations (at the lowest substrate
concentrations) were missing due to not being detectable.
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Figure 3. Potential substrate binding sites identified from the crystal structure of CYP2B4

Three potential substrate binding sites were derived from the CYP2B4 crystal structure (34).
The white enclosure represents the distal binding site above the heme (Volume=594 A3). A
second potential binding site with a volume of 330 A3 is separated from the primary binding
site and is shown in grey. A site on the surface of the CYP2B4 molecule, yet still in the vicinity
of the heme binding region is shown in gold and occupies a volume of about 275 A3, Each of
these enclosures is of sufficient size to bind the inhibitor 2EN.
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Figure 4. Docking of benzphetamine and 2EN molecules in the primary common cavity site of
CYP2B4

(A) The docked configuration of a single BZP (shown in magenta) nearly fills the primary
binding site. (B) In contrast, the smaller size and architecture of 2EN (shown in green) readily
accommodates low-energy configurations of two-2EN ligands above the heme.
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Figure 5. Estimates of the relative number of binding configurations for substrates and inhibitors
within the primary binding site

(A) The percentage of substrate bound configurations in the binding site above the heme as
opposed to other cavities correlated with substrate volume. (B) Percentage of co-docked low-
energy configurations of two ligands in the primary binding site on the distal site of the heme.
Above a certain substrate volume, co-occupation of 2EN and substrate in the heme binding
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site is no longer possible---indicating a size threshold for the transition to lack of inhibition to
a competitive interaction.
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Buried

Cavity separated

Commeon Cavity

Figure 6. A hierarchical docking result showing a low energy configuration of PNA (magenta) and
2EN (green)

Asingle 2EN and the PNA are in a “common-cavity” arrangement above the heme (red) shown
in the common cavity. A second 2EN is shown in a “separate cavity” adjoining the heme
binding site. The residues within 2.8 A of 2EN and PNA in the closed cavity arrangement are
PNA[E301,V367,1363,V477,G478] and 2EN[1101,v104, 1114,1209,F297,E301,V367,V477].
The residues within 2.8 A of 2EN and PNA in the separated cavity configuration are: PNA
[V104,F115,F297,E301,1363,Vv367] and 2EN[H172,F203,F206,5207,5210,
T306,L362,G478,N479,V480,1486]. Residues have been removed for clear visualization of
the occupancy; both of these sites are buried.
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Table 1
Summary of the type and kinetic constants for reversible inhibition of CYP2B4 by 2EN
SUBSTRATE| K, (WM) K\2EN) (uM), TYPE OF REVERSIBLE|
i INHIBITION
PNA 5 | e No significant inhibition
7-EC 115 0.55 Competitive
7-EFC 5.7 0.25 Competitive
BZP 13 0.75 Mixed
7-PR 0.64 0.20 Noncompetitive
TS 100 0.40 Noncompetitive
7-BR 0.27 0.50 Noncompetitive
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