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Abstract: The stereospecificity in binding to aldose reduetgsl R2) of two fidarestat {6-
fluoro-2',5'-dioxospiro[chroman-4,4'-imidazolidin2}carboxamide} stereoisomers [(2S,4S)
and (2R,4S)] has been investigated by means ofaulaledynamics simulations using free
energy integration techniques. The difference enftkee energy of binding was found to be
2.0 £ 1.7 kd/mol in favour of the (2S,4S)-form, agreement with the experimental
inhibition data. The relative mobilities of the diestats complexed with ALR2 indicate a
larger entropic penalty for hydrophobic binding(8R,4S)-fidarestat compared to (2S,4S)-
fidarestat, partially explaining its lower bindirgffinity. The two stereoisomers differ
mainly in the orientation of the carbamoyl moietifharespect to the active site and rotation
of the bond joining the carbamoyl substituent te ting. The detailed structural and
energetic insights obtained from out simulationsvalfor a better understanding of the
factors determining stereospecific inhibitor-ALR2dling in the EPF charges model.

Keywords: Aldose reductase, Fidarestat, Stereospecificity,lebdar dynamics, Free
energy.

1. Introduction

The hyperglycemia observed in diabetes mellituthés primary instigator of long-term diabetic
complications such as retinopathy, neuropathy, regathy and cataracts [1-2]. The elevated glucose
concentration in blood causes increased flux thmotinge polyol pathway and the activation of this
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pathway is believed to underlie various diabeticmpbications. Aldose reductase (ALR2), the first
enzyme of the polyol pathway reduces glucose iotbitl with concomitant conversion of NADPH to
NADP+ [3-4]. Excessive accumulation of intracellusarbitol through the polyol pathway is linked to
the pathogenesis of diabetic complications and gargen of sorbitol accumulation by inhibition of
aldose reductase activity is an effective treatnfenthese complications [5-6]. A large number of
structurally diverse aldose reductase inhibitorgehbeen synthesized [7-17], and many molecular
modeling studies have been performed to understamd, structural basis, the interactions between
inhibitors and ALR2 [18-19].

Aldose reductase contains d ()8 barrel motif with a large hydrophobic pocketpeagximately 60
A wide and 15 A deep, which greatly favors aromaind apolar substrates over highly polar
monosaccharides. Crystal structures of ALR2 conmgadewith NADPH and diverse inhibitors reveal
that this hydrophobic pocket is the only possibiéva site. The cofactor NADPH is bound in an
unusual extended conformation across the barrél thig nicotinamide ring centered at the bottom of
this cavity. Upon binding of NADPH, the enzyme urgiees a large conformational change involving
the shifting of loop 7 to an orientation which appeto lock the coenzyme into place [20-22].

The active site can be divided into two regionse Tist includes three proton-donating side chains,
tyrosine, histidine, and tryptophan, along with t#hero-R hydrogen of the nicotinamide ring of
NADPH, and provides an anion binding site at théédwmo of the active site pocket. The second region
forms a hydrophobic wall, composed of the hydropheobsidues phenylalanine, tryptophan, cysteine,
alalanine, leucine, and offers the possibility of-a stacking interaction which could stabilize the
aromatic ring system of a substrate and/or an itdnif23-24].
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Figure 1. Structures and nomenclatures of (2S,4S)-Fiddarasth(2R,4S)-Fidarestat. The fidarestat
molecule consists of a chroman ring, a cyclic inmu@ety and a carbamoyl group.

A large number of aldose reductase inhibitors wignificant activity in vitro and in animal models
have been discovered but relatively few have bested on diabetic patients and four of these,
tolrestat, zopolrestat, ponalrestat and zenaresst withdrawn from clinical trials due to the lagk
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efficacy or adverse side effects [25-27]. Fidatedtawever, recently showed encouraging results in
that it normalized erythrocytic sorbitol contemisneuropathy patients with no significant side efe
[28].

Fidarestat {(2S,4S)-6-fluoro-2',5'-dioxospiro[chram4,4'-imidazolidine]-2-carboxamide}, which
shows higher activity and selectivity than othehilitors, contains a carbamoyl-substituted cyclic
imide-chroman system ring (Figure 1) [29-31]. Theictures of the respective complexes with ALR2
suggest that alteration of the interactions betwibencyclic imide rings and carbamoyl groups of the
substrate with residues Trp20, Val47, Tyrd8, Trgdi8110, Trplll, Phel22, Trp219, Cys298, Ala299
and Leu300 could account for differences in thaibitory potencies (Table 1).

Table 1.Functional residues around (2S,4S)- and (2R, 48)<mf Fidarestat complexed with Human
Aldose reductase (ALR2). In the analysis of intéoas, the following geometrical criterion for
hydrogen bonds was used: a donor-acceptor dis2aBok and a donor-hydrogen-acceptor angle of at
least 135°. The IC50 value is taken from ref. 33.

(2S, 49)-Fidarestat (16 = 0.035 M) (2R, 4S)-Fidarestat (Kg= 0.57 M)

Residues] Dist CA°® HB® ARY PH DC Disf CA" HB® ARY PH DC

Trp20* 33 613 - + + - 32 465 - + ; -
Val47* 32 489 - - + - 3.1 465 - - + -
Tyr48* 26 300 + + - - 25 325 + + - -
Trp79* 3.6 7.6 - + - - 3.5 8.1 - - - -

His110* 28 266 + - - 27 322 + + ] ;
Trpl11* 28 325 + - + - 28 324 + - + -
Phe122* 38 283 - + - - 37 359 - + - -
Trp219* 36 271 - + - - 3.0 450 - + ; ;
Cys298* 34 340 - - + + 3.0 331 - - - +
Ala299 49 04 + - - - 37 32 + ; ; -
Leu300* 29 507 + - - + 28 398 + - - +
NADP" 3.0 340 + - - - 29 341 + + - -

Nearest distance (A) between atoms of the Fidarasththe residue of Human ALRZontact surface area {fbetween
the substrate and the residue of Human ALRgdrophilic-hydrophilic contact (hydrogen bon8Aromatic-aromatic
contact®Hydrophobic-hydrophobic contadtfydrophobic-hydrophilic contact (destabilizing cact). +/- indicates
presence/absence of a specific contacts. * indigasidues contacting ligand by their side chaial@iding C atoms).

In this study, we report the calculation of theatisle free energies of binding to ALR2 of fidardsta
and its (2R,4S) stereoisomer using molecular dyoaniMD) simulations in an explicit aqueous
environment. X-ray structural and mass spectromstrdies of binding of these and other ligands to
the same template have been reported [32-34]. In aalculations, we have employed the
thermodynamic integration (TI) approach [35] utitig either Mulliken [36] or electrostatic potential
fitted (EPF) [37-38] charges under CHARMM/MMFF [32] force fields for the perturbed part of the
substrate. MD trajectories of a total of 8 ns wgeaerated for each of the two fidarestat sterecsem
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bound to ALR2. Structural characteristics of thadafiestat complexed with ALR2 were analyzed and
the results were compared with the experimentabitibn data.

2. Methods

2.1. Partial charge and force constant calculation fidarestat

The partial charges and force constants for thedédnenergy terms were determined from a
Hartree-Fock/6-31G*ab initio calculation. A full geometry optimization was d¢ad out at the
Hartree-Fock/6-31G* level using GAMESS [43]. Opthaiion was started from standard CHARMM
[39-41] values for the internal coordinates anddiystal structure geometry for each of the isonoérs
fidarestat [29-33]. Geometrical convergence wasiobtl after 43 cycles of optimization with a final
gradient of 0.214 10° Hartree/Bohr. Partial charges centered on theshu@re determined by fitting
the electrostatic potential derived from #dinitio calculation in the presence of special constraints

Force constants for the internal coordinates boretextgy terms were obtained from the second
derivative of the Hartree-Fock/6-31G* energy suefaihe Hessian matrix, with respect to the internal
coordinates, assuming that the nonbonded energtritnations to the force constants are small
compared to the bonded energy terms.

2.2. Molecular dynamics simulations

MD simulations extending for over 8 ns in total wearried out with CHARMM [39]. Force field
parameters for the protein were taken from the CNIMR2 all-atom parameter set [41].The MMFF
parameter set [42] in CHARMM was used to paramsteifie charges of the NADRtoms. The van
der Waals parameters were taken from the MMFF/CHAMR parameters of analogous atoms. The
interactions were cut off sharply with no switchifgnction at 12 A. SHAKE [44] module in
CHARMM was used to restrain the bond lengths artime step of 2 fs was used. To keep the
temperature at 300 K, the system was coupled tatlath with a time constant of 0.1 ps.

Structures of (849-Fidarestat and R49)-Fidarestat were taken from the crystal structyigds
33], in which fidarestat setereocisomers are congueto ALR2. The complex was solvated in a
periodic truncated octahedron using a modified PIR&ter model [45]. Water outside a sphere of 20
A radius around the center of the active site wasodf. This center was determined as the middle
point between fidarestat and the @ the side chains in the active site. The coatdis of water were
optimized by steepest descent energy minimizatiomhich ALR2 and each fidarestat was positionally
restrained using a harmonic interaction and eqaildd for 100 ps with the protein atoms constrained
to the crystal structure positions. All the proteitoms and waters inside a sphere of 12 A radius
around the center of the active site were alloveethdve while the remaining atoms were constrained
to the positions in the equilibrated structure gsa harmonic potential. Prior to the free energy
calculations, a final 100 ps equilibration run whasn performed on the entire system using these
constraints.

With these potential parameters under electrosiadiential fitted (EPF, see note in Table 2)
charges, we got rather large fluctuations in thee fenergy change as well as in the position and
orientation of the fidarestat between different wemions. In an effort to make these fluctuations
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smaller, we made another series of runs with allMlulliken charges but keeping a zero net charge on
all residues.
2.3. Free energy perturbation

AG(2R,4S) -~
(2R,4S)-Fidarestat+Wat+ALR2 7 > [ALR2-(2R,4S)-Fidarestat]

eq=

A G’ZSI4Sl > .
(2S,4S)-Fidarestat+Wat+ALR2 g [ALR2-(2S,4S)-Fidarestat]

Figure 2. Thermodynamic cycles used for the calculatioretdtive free energy of binding of R4S)-
Fidarestat and @4S)-Fidarestat to the ALR2.Grag, and Ggzsag), are the free energy changes in

the actual reactions of binding the two isomerEidarestat to ALR2, while Gprag, and Gesag are
those of two hypothetical reactions that convest(fR 4S)-Fidarestat into (849)-Fidarestat in water
solution respectively when bound to ALR2. The tdteé energy change in a closed path is zero, thus
the free energy difference that determines theepgete for binding, G = Gprag - Gpsag, can

also be written as: G= Gprag - Gpesag = Garz— Gag The quantity Gare can be estimated

using free energy integration techniques, whi& is zero since the R49)- and (5,4S)-forms of the

Fidarestat dissolve equally well in water.

We consider the free energies in the reaction sehemFigure 2. The free energy integration
method has evolved as an efficient method with twha estimate differences in the free energy of
binding between relatively similar molecules [4G-48depends upon molecular dynamics simulations
where one molecule is successively converted imoather form. This is accomplished [49-51] by
adding into the simulations a perturbing force Whiepends upon a parametdhat is O in the initial
state and 1 in the final state. Perturbation isas&gl by use of an improper dihedral poten&él:, )
=K [ -(1-2) o]> Here, is the improper dihedral that determines the abgimveen the €C?
bond and the plane containing thé, I€' and G atoms of carbamoyl moiety of fidarestHt, is the
associated force constant angl= 36.2°, the result of the Hartree-Fock/6-31G*dleoptimization. The
minimum of the potential varies from +o to - ( during the conversion, the extreme values
corresponding to the E49F and (R4SF stereoisomers. Use of the united atom method i.e
inclusion of hydrogen in the'Gitom simplifies the conversion. The free enerdfetinceG( ) - G(0)
can be calculated as a function dfom the expression.

_ /<‘HE> .
G(/)- G(0) = \d/
o \9/

We are interested iBs( ) - G(0). We used the slow growth method to do the cmswe and
changed linearly in time from 0 to 1 in 20 ps. We alscettiwindowing techniques [48] instead of
integration. The system was sampled for 1 ps alid€rete values of. The system was equilibrated
between successive values. Half the computing time was then spentsampling and half on
changing and equilibrating the system. This gave resul& there consistent with those obtained
from the slow growth method.
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For the (R49F to (I54SF conversion in water we set the free energy char@,qto zero. To
check the integration procedure, we ran conversadrs system consisting of a periodic box with a
modified TIP3P water model and one dissolved figkate molecule. During the equilibration, the
density was adjusted to give a pressure of 1 atm.

3. Results and Discussion

3.1. Partial charges and force constant for fiddegésatoms

The calculated partial charges for the fidarestatna are shown in Table 2. Mulliken charges are
given for comparison. These partial charges refredhe electrostatic potential with a high level of
accuracy, as measured by tRevalue of 2.85 10° (A.U.), or by the ?/Ng of 1.60™ 10° (A.U), where
Ng is the number of grid points to which the potdntias fitted. The computed charges led to a dipole
vector (0.43825, 1.21534, -2.310580°) (A.U.) in excellent agreement with the QM dip¢0e43925,
1.26534, -2.36220 10°). The correlation between the Mulliken charges #medelectrostatic potential
fitted (EPF) charges is excellent, with a correlattoefficient of 0.94 and a slope of 0.90.
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Figure 3. Correlation between CHARMM verséd Initio force constantk(;). Thus,

2
ki Y i, j=1,..., N,whereE(cy,..., cy) is the Hartree-Fock energy aagdl..., cy are the

N = 3M - 6 independent internal coordinates, M belme number of atoms of the QM system. In the
present case, M = 30. The terms used in the CHARbtgE field correspond to the diagonal
elementsk;; divided by 2 (the factor 0.5 of the Taylor expamsior the energy is included in the force

constant).
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Table 2. Mulliken versuselectrostatic potential fitted (EPFharges for fidarestat atoms

Atom Mulliken charges EPF charges
N1 -0.492316 -0.135382
H1 0.800010 0.219992
H2 0.800010 0.219992
C1 0.307696 0.084615
01 -1.784636 -0.490770
C2 0.861549 0.236923
H3 0.430774 0.118462
02 -1.600019 -0.439999
C3 0.061540 0.016923
H4 0.184618 0.050769
H5 0.184618 0.050769
C4 0.800010 0.219992
N2 -0.307696 -0.084622
H6 0.800010 0.219992

C12 0.030770 0.008462
03 -1.784637 -0.490769
N3 0.492314 0.135385
H7 0.861549 0.236923

C11 0.615392 0.169231
04 -1.723098 -0.473846
C5 0.061540 0.016923
H8 0.430774 0.118462
C6 0.061540 0.016923

F -1.046166 -0.287692

C7 0.030770 0.008462
H9 0.430774 0.118462
Ccs8 -0.061540 -0.016923

H10 0.430774 0.118462
C9 0.061540 0.016923

C10 0.061540 0.016923

%Partial charges were determined by fitting the electrostatic pdteefized from theab initio calculation in the presence
of special constraints. Since these problems, in generandege, in the sense that two different charges distribution ca

give rise to a very similar potentials, additional constraints \Wwereduced for numerical stability and to select the most

Ne N,
reasonable solution. The quantity to be minimizedd$:= 05 (f{© - R,q)?, where 7{" is the Hartree-Fock
k=1 i=1

potential at theNg grid points,R; =|r, - R | is the matrix of the inverse distances between the grid ppand theith

atom positiorR with a partial chargg;, andN, is the number of atoms.



Int. J. Mol. Sci2006 7 526

For molecular dynamics simulation and energy mination, the accuracy of the electrostatic
potential at some distance from the molecule isemomportant than the actual values of the partial
charges. Thus, the EPF charges were used instehe ddulliken charges. Another reason for using
EPF charges was that they are more consistenthat@HARMM charges [41].

Force constants were determined from the Hessidarixn&he correlation of the ab initio values
with the corresponding CHARMM values is shown imgufe 3. The slope of the linear regression
curve is approximately 2 and because of the fornthef harmonic energy function [39], the force
constants were divided by two before implementatiothe CHARMM force field. It might be noted
that off-diagonal terms can be of the same ordenagnitude as the diagonal terms. Those terms are
not accounted for by the present functional fornthefpotential energy function.

3.2. Molecular dynamics and Free Energy calculation

The values of GALR2 from 16 simulations extending over 8 ns itat@are shown in Table 3 and
Figure 4. In Figure 4, the atom-positional RMSDtlo¢ fidarestat atoms in the trajectory structures
from the initial structure is shown for the ALR2R2S)-Fidarestat and ALR2-(2S,4S)-Fidarestat
complexes.

Figure 4. Atom-positional RMSD of the fidarestat in thej@&ory structures from the initial structure
under EPF and Mulliken charges, for the simulate®2-Fidarestat complex.
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Table 3.Free energy differences from the simulation.

Time(ns) EPF charges Mulliken charges
Final Conformation < G> (kJ/mol) Final Conformation < G> (kJ/mol)
0.5 Sl-ZR,AS) (2549 +6.19 S 1(2R,4S) (2549 -1.20
1.0 5225,43) (2R 4S) +6.10 3 2(2543) (2R 49 +8.12
15 SIrag (2549 -3.26 S3pray (2549 -4.05
2.0 5425,43) (2R 4S) +2,77 84(2543) (2R 49 +9.19
2.5 S@R,AS) (2549 +4.89 S 5(2R,4S) (2549 -7.40
3.0 S@sag  (2r49 +0.50 362549 (2R49 +7.61
3.5 STrag (2549 -1.40 ST70rag (2549 -3.49
4.0 5825,45) (2RA49 +7.40 3 8(2545) (2R49) +7.61
Average of all
(2R4S (2549 +0.9+4.1 (R4S (2549 -40+22
(2549 (2RA4S +4.9+ 2.7 (84S (2RAS +8.1+ 0.7
Final average
(2RAS (2549 -20+1.7 (R4S (2549 -6.0+ 0.8

Figure 5. Average free energy variation withduring the thermodynamic integration of 500 psirun
the case of (A) EPF charges and (B) Mulliken chaudyging (R4SF  (2S4SF conversions e. S
andS* series simulations described in Table 3, respdgtive
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Figure 5 shows the free energy averaged over ssigeemanoseconds as a function of the
integration parameter during various 500 ps runs. It can be seen thaaktls a systematic difference
between the runs in the two directions and thigemgsis is a measure of the accuracy of the method.
Additional errors in free energy integrations argcdssed in [44-46]. Consequently, the (2R,4®)F
(2S,4S)F and (2S,4SW (2R,4S)F integrations are averaged separatelyeiiioe in the final estimate
is found by dividing the standard deviation betw#enfour runs in each direction with the squar ro
of the number of independent runs.

As a final estimate we take the averages over2ReAS)F« (2S,4S)F runs with their appropriate
signs. We then get aG ALR2 value of - 2.0 kJ/mol for the S series uskgF charges and - 6.0
kJ/mol for the S* series using Mulliken chargeshvttie signs for the (2R,4S)F to (2S,4S)F transition
The non-systematic errors in these numbers anaa&std to + 1.7 kJ/mol and £ 0.8 kJ/mol. In addition
there is a systematic (hysteresis) difference batwine (2R,4S)RR (2S,4S)F and (2S,4S)®
(2R,4S)F conversions of 2.9 and 2.0 kJ/mol, respaygt

The previous calculated free energy value [34kfalithin the error limits of the final estimate for
the S series, while it is clearly different fronethesult of the S* series simulations. The simafi
(S* series) with the Mulliken charges show relagvemall fluctuations between different runs while
those with EPF charges (S series) differ more. Shggests that the EPF charges (S series) give a
better description of this system. When the Mullikeharges are increased, we get a more precise
binding with less fluctuations, but this occurstla¢ cost of more free energy to accommodate the
(2R,4S)-form compared to the (2S,4S)-form of fidtae

We now turn to a description of the structural desmthat occur during the molecular dynamics. To
describe these, we use distances between sometanpagsidues in ALR2 and the atoms of fidarestat,
as shown in Table 4. The orientation of the carbdrand the cyclic imide moiety, and the N1-C1-C2-
02 dihedral angle are also important quantities which are discusstolw.

Table 4. Average distances between the atoms of the fitkdrasd the ALR2 active site

Fidarestat| Clads Residue Atom Cla8s Sseries (Dis)  S* series (Dis)
Hydrophilic Network
N3 Il Tyr20 OH | 37+1.3 3.3+0.3
o* Il Tyr48 OH | 28+1.6 27+05
Neor©@ | lorll NADP* NO7orNN1 llorl 33+1.2 3.1+0.6
Néor O lorlI His110 NE2 | 2.6+0.9 25+0.4
o* Il Trplll NE1 1] 28+1.7 2.7+0.2
Hydrophobic Network
N* | Phel22 N I 35+15 3.3+0.3
o' | Ser298 N I 47+1.1 46+0.4
N* | Ala299 N 1l 49+1.4 3.7+0.7
N*or O Lor Il Leu300 N Il 31+05 3.0+0.6

4 is Hydrophilic atom type : N and O that can donate andpadogrogen bonds, Il is Acceptor : N or O that can only

accept a hydrogen bond, 11l is Donor : N that can onlyati® a hydrogen bontDist is distance (A) between the fidarestat
and ALR2 atoms.
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Figure 6. (A) Schematic diagram depicting the pharmacophoféd_R2 consisted of the active
residues. Stereoview of (B)$29)-Fidarestat and (C) R49)-Fidarestat bounded into the active site
of ALR2. This is average structure from moleculanamics simulation.

In the structures from the runs with the Mullikemaoges (S* series), the carbamoyl moiety of the
fidarestats stays fixed with C1 close to the hydaipc network cavity formed by Phel22, Cys298,
Ala299, and Leu300. The variation in these distarar@ong the different S* structures is only about
0.5 A. In contrast, the cyclic imide moiety of bofidarestats changes its position during the
simulations (Figure 6). In the first two structuiesemains in the hydrophilic pocket close to Top2
and Tyr48 but in subsequent simulations, it mowasod the pocket and over to the other side of the
active site, near to His110 and Trpl11l. Once thémoves only slightly back and forth during the
remaining integration runs.

With EPF charges (S series), the carbamoyl groupeofidarestat appears to be attached less rigidly
to the nearby region of Phel22. This is seen ifeTdlas the distances to these residues are sitmilar
the corresponding distances in the S* series ofb.rlurther, as a consequence of the weaker
electrostatic interactions in the system with ERBrges, the fluctuations in these distances between
different structures are now 0.5 - 1.7 A compare6.p - 0.7 A in the S* series. In this case, thelic
imide moiety of the fidarestats remains in the lythilic pocket close to NADP+ (Figure 6).

3.3. Order parameter calculation

To describe the orientation of the fidarestat camtpd moiety in the active site we can use two
vectors, one connecting the carboxyl-oxygen tonitbegen and the other one perpendicular to the O
C'-N* plane of the carbamoyl group (Figure 7). To corafhe orientation in a series of structures we
define two order paramete®, andS;s, associated with these vectors in the followinyvidne vectors
are first normalized and then averaged over thesef structures. The average lengths of the vecto
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obtained in this way are taken as the order paem\&, andSs. If the orientation of the fidarestat is
exactly the same in all structures, the order patara will be 1 and the more different the origotet
of the Fidarestat ring are in the different strues, the closer the order parameters will be to O.

Figure 7. A schematic representation of the vectors andtter parameters to define the orientation
of the inhibitor at the active siteaS| Vi/N|, $=| V2/N|, whereN is the number of structures aid
andV; are the vectors.

Table 5. The order paramete® andSs, as described in the text, calculated for normadl lsigher
charged structures.

Structures S >
S1 S8 (All strucutres) 0.77 0.29
S1, S3, S5, S7 (only (&5, 45)-Fidarestat structures) 0.81 0.65
S2,4, S6, S8 (only (R, 45)-Fidarestat structures) 0.72 0.78
S*1  S*8 (All strucutres) 0.84 0.67
S*1, S*3, S*5, S*7 (only (&5, 49-Fidarestat structures) 0.79 0.88
S*2,S*4,S*6, S*8 (only (R, 49-Fidarestat structures) 0.96 0.97

From Table 5 it is seen that order param8&eiis fairly close to 1 both for th® andS* structures,
indicating that the ®N* vector does not change orientation much duringrttegyration runs. Th&
order parameter is much smaller, especially foiSk&uctures. This indicates that the carbamoyllan
has a quite different orientation in the differsiructures. However, & is calculated separately for
the (R4S and (545 conformations, we get values that are closer rie. dT'his suggests that
stereoisomerization occurs by rotation of the cawdd plane through 70°, just as theR(2S)
(25,49 conversion is accomplished by changing the imerafihedral angle around thé-&* vector
from +35° to -35°. The conversion occurs therefoith the ring fixed in the hydrophilic pocket and
the free energy difference is small.
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Table 6.Dihedral angle (°) (N*-C!-C?0?) from the simulations.

Structures EPF charges Structures Mulliken charges
S1 61 S*1 159
S2 38 -22 S*2 60 -98
178 139 S*3 161 100
65 -114 S*4 53 -107
S5 -162 134 S*5 75 23
-177 -16 S*6 66 -10
S7 -174 25 S*7 77 9
S8 175 159 S*8 -159 125

The (N-C'-C%-0?) dihedral angle for the different structures is shown in Tabldtéies close to
one of the minima of the dihedral potential at +60°80° for all the structures. If the changes$his
dihedral angle during the isomerization are considleit may be seen that the mechanism suggested
previously can not explain the phenomenon. If ting is kept fixed and the carbamoyl moiety is
rotated 70° around the'@* vector to achieve the isomerization, the dihedralill change by +60°
for the (R49F into (S49F conversion and -60° for the opposite transitibnis can be calculated
by the three-dimensional geometry and seen reéwilg a molecular model. That rotation will bring
the dihedral from a potential minimum up on the tdpa barrier, which is clearly unfavorable. The
dihedral will therefore either remain in the initwell or make an additional 60° rotation over éach
the next well. This is also what is seen from Tahld-or the (R4SF  (2S49F conversions we
have approximately 0° or +120° while the change is 02120° for the opposite transition. A single
exception is that in which the RASGF ® (2S4SF conversion involves a change in dihedral angle o
+126°. In this case, the fidarestat ring changestation considerably.

3.4. Interaction energy between carbamoyl moiety laydrophobic cavity

To interpret the differences between these freeggnprofiles, we calculated the average total
interaction energy of carbamoyl group in fidarestath its surrounding residues Phel22, Cys298,
Ala299 and Leu300, using the trajectories of theefenergy profile simulations. In the ALR2-
Fidarestat complexes, the carbamoyl group is erpetti be most often associated with Leu300 or
Ala299. In Figure 8, the energy profile, and itc@®mposition into van der Waals and electrostatic
contributions are plotted as functions of théRiarestat)-N(Leu300) distance. In both complexies,
total energy profile has a shape determined byetbetrostatic interaction energy and similar to the
corresponding free energy profile, with a barriérirdermediate distances and low values at the
distances corresponding to Leu300 and Ala299. mtezactions of the carbamoyl moiety with Leu300
and Ala299 stabilize the profile at the extremeitpmss, whereas the loss of electrostatic intecadi
at intermediate distances creates the large efamgier. In the (345F-ALR2 complex, inspection of
the contributions from individual residues showsttthe interaction with Leu300 is more stable
energetically than that with Ala299 due to bettaeiactions with residue Cys298, a result that is
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consistent with published observations [34]. In (BR,4SF-ARL2 complex, Ala299 is more stable
energetically and this is attributable to the elesiatic energy term. The main contribution to this
stabilization is from interactions with residue PB2 and Tyrl23. The Cys298 residue favors the
interaction of the carbamoyl moiety with Leu300f bu a smaller degree than in théR(@SF-ALR2
complex.

Figure 8. Change in the average energy of interaction betwle® carbamoyl moiety and surrounding
residues, in the translocation of carbamoyl fromrégion of Leu300 to that of Ala299 in the (A)
ALR2-(2R,49F and (B) ALR2-(&4SF complex. The energy curves have been shift€@ddat the
point close to Leu300.

This analysis shows that the superior stabilizatbthe (B 4SF-ALR2 complex as compared to
the (R 4SF-ALR2 complex stems from electrostatic interagsioparticularly with Leu300. Inspection
of the structures from the restrained-distance ktimns, in which the carbamoyl moiety was
restrained at Leu300, shows that the average distagtween the carbamoyl moiety hydrogens and the
backbone nitrogen of Leu300 is smaller in th§43)F-ALR2 complex. At the same time, the distance
between atoms Leu300 N and Ala299 N is approxim#&dl8 A larger in the @4S)F-ALR2 complex
as a result of backbone dihedral angle distortibis could contribute to the improved interactions
between carbamoyl moiety and Leu300 in tH§4F-ALR2 complex.

4. Conclusions

We investigated two models with different fractiboharges. The intent was to bind the substrate
spirohydantoins better in the active sites andesloice positional fluctuation as well as free ereer.git
was concluded that the rather weak charges in Btedbarges model for the fidarestat molecule, non-
covalently linked to the active site, supports eotrestimates of the relative free energy of casivar
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of the inhibitors. This model allows loose bindiwgh fairly big variations in positions and energia
result which is necessary to accommodate both2a8dS) and (R4S isomers of fidarestat into the
same position in the active site and still havaidyf small difference in free energy as requirgdhe
experimental inhibition constants [33-34].

This change of cyclic imide group orientation does alter the interactions greatly, especially sinc
the fidarestats enjoy reduced flexibility in thdiae site of ALR2. Consequently there is a very ma
free energy difference between theS#5 and (R4S stereoisomers bound in the active site.
However, when more distorted molecules such &M#QF and (R 4R)F bind, the difference in the
orientation of cyclic imide and carbamoyl moietiess a more dramatic effect and these molecules
have a greater difference in binding enthalpy titen(254S) and (R 4S) stereoisomers [33-34].

When the thermodynamic integration method was agpln a study of binding free energy
differences of (349F and (R 4SF to ALR2, the preferential binding of $ASF over (R,49F was
reproduced in agreement with the experimental itibib data. Slight differences between the
fidarestats were seen in the loss of mobility aridndation of the inhibitors upon binding to ALR2.
This loss was more pronounced foR(ZSF, leading to a more unfavorable entropic contrduto
the free energy of binding for this molecule, whpartially explains its lower binding affinity.
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