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ABSTRACT: Chagas disease, caused by the parasitic protozoan Trypanosoma cruzi, affects over 8 million people worldwide.
Current antiparasitic treatments for Chagas disease are ineffective in treating advanced, chronic stages of the disease, and are noted
for their toxicity. Like most parasitic protozoa, T. cruzi is unable to synthesize purines de novo, and relies on the salvage of preformed
purines from the host. Hypoxanthine—guanine phosphoribosyltransferases (HGPRTSs) are enzymes that are critical for the salvage of
preformed purines, catalyzing the formation of inosine monophosphate (IMP) and guanosine monophosphate (GMP) from the
nucleobases hypoxanthine and guanine, respectively. Due to the central role of HGPRTs in purine salvage, these enzymes are
promising targets for the development of new treatment methods for Chagas disease. In this study, we characterized two gene
products in the T. cruzi CL Brener strain that encodes enzymes with functionally identical HGPRT activities in vitro: TcA
(TcCLB.509693.70) and TcC (TcCLB.506457.30). The TcC isozyme was kinetically characterized to reveal mechanistic details on
catalysis, including identification of the rate-limiting step(s) of catalysis. Furthermore, we identified and characterized inhibitors of T.
cruzi HGPRTs originally developed as transition-state analogue inhibitors (TSAIs) of Plasmodium falciparum hypoxanthine—
guanine—xanthine phosphoribosyltransferase (PfHGXPRT), where the most potent compound bound to T. cruzi HGPRT with low
nanomolar affinity. Our results validated the repurposing of TSAIs to serve as selective inhibitors for orthologous molecular targets,
where primary and secondary structures as well as putatively common chemical mechanisms are conserved.

B INTRODUCTION CD spread.” As the disease progresses into the chronic stage, it is
generally considered to be incurable, and roughly 30% of chronic
patients develop debilitating damage to the cardiovascular
system. As many as 10% of patients at this point develop
digestive, neurological, and/or cardiomyopathic pathologies,
including megavisceras.s_7’9’10 Thus, novel therapies that are
effective against both acute and chronic stages of CD are
urgently needed.

Apart from the social, economic, and political factors that
diminish the research and development of novel drugs for the
treatment of all neglected tropical diseases,'”'” the intrinsic
complexities of the life cycle of CD’s etiological agent—

Over 8 million people are infected with Chagas disease (CD)
worldwide." CD primarily affects rural areas of 21 endemic
countries in Latin America such as Mexico, El Salvador,
Guatemala, and Honduras, with more than 70 million people
at risk of infection.” Notwithstanding, the Center for Disease
Control estimates there are over 300,000 cases of CD in the
U.S.," and widespread serological screening of blood donor
samples revealed cases in 42 states in the U.S., with higher rates
in California, Texas, and Florida.” Current treatment for CD
relies on the antiparasitic drug benznidazole, and to a lesser
extent nifurtimox, both of which are replete with side effects, and
are only effective during the acute phase of infection.” The drug

regimen requires as many as 60 days during which the severity of Received: May 31, 2022
side effects of benznidazole and nifurtimox frequently leads to Revised:  August 9, 2022
the abandonment of treatment.”~” The acute phase of CD often Published: September 15, 2022

presents with low mortality and symptomatology, and
consequently, patients can remain asymptomatic for years
while unaware of their infected status, thereby contributing to
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Figure 1. Reactions catalyzed by (A) HGPRT, EC 2.4.2.8. and (B) HGXPRT, EC 2.4.2.8. (C) Purine metabolism in Trypanosoma sp. Reactions
catalyzed by HGPRT and HGXPRT are depicted in red or blue text, respectively, over the reaction arrow. IMP: inosine monophosphate, AMPS:
adenylosuccinate, AMP: adenosine monophosphate, ADP: adenosine diphosphate, ATP: adenosine triphosphate, XMP: xanthosine monophosphate,
GMP: guanosine monophosphate, GDP: guanosine diphosphate, and GTP: guanosine triphosphate.

Trypanosoma cruzi'>~ ' °*—exacerbate the challenges in develop-

ing specific and selective therapies against this important disease.
T. cruzi known genetic plasticity and variable gene expression
along its life cycle®'” is linked to its ability to evade the host’s
immune system.”""**

T. cruzi, like other parasitic protozoa, is an obligatory purine
auxotroph that lacks a functional de novo synthetic pathway to
make purine nucleotides.”® Instead, the parasite relies
exclusively on salvage pathways in which the uptake of
preformed purines from its hosts occurs by a highly selective
nucleobase/proton symporter system.”> Purine phosphoribo-
syltransferases (PPRTs) convert purines into nucleotide mono-
phosphates (NMPs). Hypoxanthine—guanine phosphoribosyl-
transferases (HGPRTs, EC 2.4.2.8) are among the essential
enzymes of the purine salvage pathway, which catalyze the
magnesium-dependent formation of guanosine monophosphate
(GMP) and inosine monophosphate (IMP) from S-phospho-a-
p-ribose 1-diphosphate (PRPP; the Mg-PRPP complex is the
enzyme’s actual substrate’®) and the 6-oxopurines guanine
(Gua) and hypoxanthine (Hx), respectively (Figure 1). Notably,
IMP is positioned at the branching point of the salvage pathway
and can be converted into XMP, GMP, or adenosine
monophosphate (AMP) (Figure 1C). The HGPRTs are thus
promising drug targets because of their central importance in
nucleotide biosynthesis in T. cruzi.”” ~>° Noteworthy, a previous
study showed that 19 T. cruzi strains susceptible to benznidazole
and nifurtimox treatment in vivo were polymorphic for
HGPRT,”’ indicating a direct correlation between T. cruzi
HGPRT polymorphism and drug susceptibility. The expression
of HGPRT: along the life cycle of the closely related organism
Trypanosoma brucei indicates its presence in both human and
insect host stages,”" as expected for their essential roles in purine
base incorporation, thus supporting its value as a viable drug
target.

The clone referenced in the T. cruzi annotated genome, CL
Brener, is a hybrid composed of two relatively distinct parental
lineages: Esmeraldo and non-Esmeraldo.” T. cruzi CL Brener
has a pair of genes encoding putative HGPRT enzymes:
TcCLB.509693.70 and TcCLB.506457.30, named herein,
respectively, TcA and TcC. TcA is derived from the non-
Esmeraldo parental strain, while TcC is derived from the
Esmeraldo parental strain. TcA and TcC share high primary
sequence identity (>98%) with only three amino acids

2089

difference (TcA to TcC: K24M, C67S, L87V—Figure S1).
The T. cruzi genome also encodes two hypoxanthine—guanine—
xanthine phosphoribosyltransferases (HGXPRTs, EC 2.4.2.8),
similarly derived from both the Esmeraldo and non-Esmeraldo
parental strains (TcCLB.509693.80 and TcCLB.506457.40).
These enzymes are also capable of catalyzing the conversion of
xanthine (Xan) to XMP in addition to using Hx and Gua as
substrates (Figure 1B,C). Studies of RNAi silencing in T. brucei
indicated that the combined and overlapping activities of
HGPRTs and HGXPRTS are essential for the parasite’s survival
in vitro,”" highlighting the importance of PPRTS as drug targets
for the treatment of CD. The data presented in this manuscript
focus on the HGPRT isoforms, TcA and TcC.

Our results indicate that the two HGPRTs, TcA and TcC, are
functionally equivalent, with both enzymes having essentially
identical kinetic data, in agreement to what has been previously
described for the TcA isoform.”> > We further sought to
characterize the kinetic and chemical mechanisms of the TcC
isoform and identify potent inhibitors of T. cruzi HGPRTs. We
exploited the structural and catalytic similarities between T. cruzi
HGPRTs and the single HGXPRT from Plasmodium falciparum
(PfHGXPRT) to repurpose previously described, exceptionally
potent, transition-state analogue inhibitors (TSAIs) of
PfHGXPRT as potential lead molecules to treat CD.***” P.
falciparum, the main causative agent of malaria, is also a parasitic
protozoa and an obligatory purine auxotroph.***” Our results
revealed that TSAIs of PfHGXPRT were also excellent
inhibitors of T. cruzi HGPRTs, the most potent of which
exhibited low nanomolar affinity.

B MATERIALS AND METHODS

Unless otherwise indicated, all biochemicals were purchased
from Sigma-Aldrich/Sigma Millipore (Burlington, MA). Con-
centrations of PRPP within solutions made from commercial
PRPP were corrected for its purity as indicated by the supplier
(75% purity).

Expression and Purification of T. cruzi HGPRTs: TcA
and TcC, EC 2.4.2.8. The coding sequences of TcA
(TcCLB.509693.70, NCBI XP_816916) and TcC
(TcCLB.506457.30, NCBI XP_813396) were codon-optimized
for expression in Escherichia coli, synthesized, and cloned into a
pET-28a(+) expression vector using Ndel and HindIII
restriction sites (GenScript) in which a His, sequence was
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encoded upstream of the N-terminus of the coding sequences.
Optimal expression of TcA and TcC was obtained in C43(DE3)
cells, grown in Terrific Broth (TB) media. The plasmids pET-
28a(+)::TcA and pET-28a(+)::TcC were individually trans-
formed into C43(DE3) cells by heat shock and incubated
overnight on plates containing 50 yg mL™" of kanamycin at 37
°C. A single colony of each strain was used to inoculate a S0 mL
starter culture of TB media in the presence of S0 yug mL™'
kanamycin. Starting cultures were incubated overnight at 37 °C
in an orbital shaker set at 180 rpm. Thirteen milliliters of starting
culture were used to inoculate S00 mL of TB media in the
presence of kanamycin S0 yg mL™". Cultures were grown at 37
°C and set to 180 rpm until an ODg, of 0.4—0.6 was reached.
Protein expression was induced by the addition of 1 mM
isopropyl f-p-1-thiogalactopyranoside (IPTG) (final concen-
tration). Cells were further grown under these conditions for 24
h. Cells were harvested by centrifugation at 5,000 rpm for 45 min
at4 °C. Cell pellets were stored at —20 °C until purification. Cell
pellets were resuspended in buffer A (50 mM Na,HPO,/
NaH,PO,, pH 7.4, 300 mM NaCl). Lysozyme was added at a
final concentration of 0.2 mg mL ™", and cells were disrupted by
sonication (60% amplitude for 15 cycles of 10 s each). Cell
lysates were then clarified by centrifugation (18,000 rpm for 45
min at 4 °C). The His-tagged proteins were purified using
HisPur Ni-NTA resin (Thermo Fisher Scientific), preequili-
brated with Buffer A containing 10 mM imidazole (equilibration
buffer) at room temperature (RT). The resin was washed with §
column volumes (CV) of equilibration buffer, followed by S CV
of buffer A containing 20 mM imidazole, followed by 2 CV of
buffer A containing 50 mM imidazole. The protein was eluted
with a 300—600 mM imidazole stepwise gradient over 25 CV of
bufter A. The first 2 CV were discarded. Fractions containing the
proteins of interest, as inferred by analysis with 12% sodium
dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-
PAGE) stained with Coomassie Blue (Figure S2), were pooled
and dialyzed against SO mM N-(2-hydroxyethyl)piperazine-N'-
(3-propanesulfonic acid) (EPPS) (pH 8.3), 500 mM NaCl, 50
mM L-arginine, and 50 mM L-glutamate at 4 °C using 12—14
kDa molecular weight cutoff (MWCO) dialysis membranes
(Spectrum Spectra/Por 4 regenerated cellulose). Homogeneous
recombinant proteins were stored in the presence of 10% (v/v)
glycerol at —80 °C.

Analytical Size-Exclusion Chromatography (SEC) of
Purified TcA and TcC. To verify the oligomeric state and to
ensure purified protein is not aggregated, TcA and TcC were
subjected to SEC. The purified proteins were first concentrated
to 14.6 and 14.1 mg mL™, respectively. Concentrated TcA or
TcC (200 uL) was applied to a column (GE Superdex 200
Increase 10/300 GL), preequilibrated with SEC buffer (50 mM
N-(2-hydroxyethyl)piperazine-N'-ethanesulfonic acid
(HEPES) pH 7.8, 300 mM NaCl, S0 mM L-arginine, SO mM
L-glutamate). Chromatography was performed on an AKTA
pure system (GE Healthcare). Proteins were eluted off with 1.2
CV of SEC buffer at a flow rate of 0.35 mL min~". Prior to sample
application, the column was calibrated with lyophilized protein
standards resuspended in SEC bufer, including thyroglobulin
(670 kDa), bovine y-globulin (158 kDa), chicken ovalbumin (44
kDa), equine myoglobin (17 kDa), and vitamin B12 (1.3 kDa)
(BioRad, Cat #1511901). Blue dextran (15 mg mL™") was used
to measure the void volume of the column. Samples were
compared to the standards to ascertain the M, (relative
molecular weight).
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Kinetic Assays for Measuring HGXPRT Activity. Steady-
state kinetic assays for the forward (biosynthetic) and reverse
reactions of HGPRT and HGXPRT were measured using
continuous spectrophotometric assays. All assays were carried
out in an assay buffer (50 mM EPPS, pH 8.3, 12 mM MgCl,)
unless otherwise noted. Reaction mixtures (final volume, 250
uL) were added to Greiner Bio-One UV-Star 96-well micro-
plates, and absorbance was measured using a BioTek Synergy
HTX plate reader. The biosynthetic reaction was measured as
previously described.’®* Briefly, formation of IMP, GMP, and
XMP was monitored at 245, 257.5, and 253 nm, respectively
(Agyys = 1,227 M em™, Agygr = 4,044 M em ™!, Agyg, =
4,250 M™' cm™'). The apparent kinetic parameters of
allopurinol (4-hydroxypyrazolo(3,4-d)pyrimidine or HPP) as
a substrate for TcC were also determined. The absorbance
spectra of the reaction product, HPP monophosphate, is
sufficiently different from the substrate HPP, thereby providing
a continuous spectrophotometric assay. Calibration curves were
prepared from spectrophotometric data of reaction mixtures in
which known concentrations of HPP were incubated with
apparent saturating concentrations of PRPP (1 mM) and 1 uM
TcC in the assay buffer for 10 min, allowing the quantitative
conversion to HPP monophosphate. Calibration curves were
also prepared with known concentrations of HPP in the assay
buffer. The differences in absorbance of HPP monophosphate
and HPP were measured at 272 nm for which the difference in
extinction coefficient of the riboside product was determined to
be Ag,,, = 1,533 M~ cm ™. The reverse reaction was monitored
by coupling the formation of Hx to commercially available
xanthine oxidase (XO, EC 1.17.3.2; reaction R1). The same
assay buffer was used to assay the reverse direction, with the
addition of 1.28 U mL™" XO to the reaction mixture. Uric acid
formation was monitored at 293 nm (Agy; = 12,600 M™*
cm1)*

HGERT
IMP + PPi — hypoxanthine + PRPP
X0 X0

hypoxanthine — xanthine — uric acid + H,0, (R1)
Apparent kinetic parameters for TcA (25 nM) and TcC (6 nM)
(appK,, appkc., and appk.,./K,,) were determined from initial
velocity measurements in triplicate with at least seven
concentrations of variable substrate, and at apparent, fixed
saturating concentrations of the second substrate in the assay
buffer. Apparent kinetic parameters for the 6-oxopurines were
determined with reaction mixtures containing variable concen-
trations of Hx (5—150 M), Gua (5—200 M), or Xan (50—500
uM) in the presence of an apparent saturating concentration of
PRPP (1 mM). Apparent kinetic parameters for PRPP were
determined with reaction mixtures containing variable concen-
trations of PRPP (6—200 uM) and at apparent saturating, fixed
concentrations of Hx (100 M) or Gua (100 gM). Apparent
kinetic parameters for HPP were likewise determined with
reaction mixtures containing apparent saturating, fixed concen-
trations of PRPP (1 mM) and variable concentrations of HPP
(50—700 uM). The apparent kinetic parameters were calculated
by fitting of initial rate data to eq 1. An initial velocity study of
the reverse reaction for recombinant TcC (11.4—45.6 nM) of
pyrophosphate (PPi) (12—250 M) vs variable IMP (31—1000
uM) was performed, and data were fit to eq 2.

Product Inhibition Studies. Product inhibition studies of
the reverse reaction (PRPP vs IMP) were conducted in assay

https://doi.org/10.1021/acs.biochem.2c00312
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mixtures containing apparent saturating concentrations of PPi
(100 uM), variable concentrations of IMP (12.5—500 uM),
fixed concentrations of PRPP (0, 0.5, 1, and 3 uM), and 25 nM
TcC in the assay buffer. The inhibition pattern of PRPP vs IMP
was determined with initial velocity data plotted in double-
reciprocal form, and fitting of these data to eqs 3—S5 to determine
if product inhibition was competitive, noncompetitive, or
uncompetitive. Product inhibition studies of the forward
reaction, IMP vs PRPP and GMP vs PRPP, were conducted in
assay mixtures containing fixed, apparent saturating concen-
trations of Gua (50 #M), variable concentrations of PRPP (10—
200 M), fixed concentrations of either GMP (0, 15, and 60
uM) or IMP (0, 60, and 120 uM), and 6 nM TcC in the assay
buffer. The inhibition patterns of IMP vs PRPP and GMP vs
PRPP were obtained, and data were fit to eqs 3—S5 to ascertain
modes of inhibition. Formation of products IMP and GMP was
measured spectrophotometrically as previously described for the
HGPRT forward activity assays. Hx formation was measured as
previously described for the HGPRT reverse-coupled assay.
Isothermal Titration Calorimetry (ITC) Binding Assays.
ITC binding assays were carried out at 25 °C using a MicroCal
iTC200 microcalorimeter. The reference cell (200 uL) was
loaded with Milli-Q water during all assays, and the sample cell
(280 pL) contained 282 M TcC. The injection syringe (39.7
uL) was filled with the substrate or product at different
concentrations: 3.83 mM PRPP, 7.5 mM Hx, 10 mM PPj, and 6
mM IMP. The ligand binding isotherms were measured by
direct titration (ligand into macromolecule). Control titrations
(ligand into buffer) were performed to subtract the heat of
dilution and mixing for each experiment prior to data analysis.
The first injection (0.5 pL) of ligand was followed by 15
injections (2.49 uL) separated by 180 s. The reference power
was set to 11 pcal s™" and the stirring speed was set to 750 rpm.
The titration value of the first injection was discarded from data
analysis. TcC and all ligand solutions contained 50 mM EPPS
(pH 8.0), S00 mM NaCl, 12 mM MgCl,, S0 mM L-arginine, and
50 mM L-glutamate. The heat variation was measured inside the
sample cell, allowing the determination of the binding enthalpy
(AH®), the association constant (K,), and the number of
binding sites per monomer (N). ITC data were fit to the one-set-
of-sites model."” The Gibbs free energy (AG®) and the entropy
(—=TAS°) of binding were calculated using the relationship
described in eq 7, and K4 was calculated as the inverse of K.
Viscosity Studies. The effects of viscosity on the forward
reaction of TcC were determined by measuring its initial velocity
in the presence of 0, 4, 8, and 12% (v/v) glycerol (micro-
viscosogen; relative viscosities (#,) = 1—1.45) or 0, 0.5, 1, and
2% (w/v) PEGygg (macroviscosogen; #,q = 1—1.46). The
kinematic viscosity of the reaction mixtures containing glycerol
was measured using a Cannon—Fenske viscometer (capillary no.
100), and 7, was calculated using eq 8. Kinematic viscosities
were converted to dynamic viscosities (absolute viscosity,
reflecting internal resistance of the fluid) using eq 9. 7, values
were calculated using the relationship described in eq 10. Kinetic
data were collected in triplicate for reaction mixtures containing
6 nM TcC, 20 uM Hx, varied PRPP (0—200 uM), and fixed
concentrations of glycerol (0, 4, 8, and 12% v/v) or PEG; gy, (0,
0.5, 1.0, and 2.0% w/v) in the assay buffer. IMP formation was
measured as previously described for the HGPRT activity assays.
Kinetic parameters were determined by fitting the initial velocity
data to eq 1, to afford the apparent kinetic parameters (k.
Kprpp, and k.,./Kprpp) at each of the values of 7,,. Data were
plotted as the normalized kinetic parameter (i.e., [ke/ (kear),,] OF
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[ (keat/Kprpp) / (kear/ Kprpp,,)]) as a function of 7,4, and fit to eq
11 in which the slope represents the dependence on viscosity on
the normalized kinetic parameter."’

Expression and Purification of T. brucei brucei Adenine
Phosphoribosyltransferase 1 (TbbAPRT1, EC 2.4.2.7).
TbbAPRT1 was expressed and purified as previously
described.** In brief, the coding sequence of TbbAPRT1
(Tbb927.7.1780, UniProt Q57V32) was codon-optimized for
expression in E. coli and cloned into a pET-28a(+) vector, using
Ndel and HindIII restriction sites (Genscript), containing an N-
terminal His-tag. Optimal expression of TbbAPRT1 was
obtained in BL21(DE3) cells using TB media. The plasmid
pET-28a(+)::aprtl was transformed into BL21(DE3) cells by
heat shock, and plates containing kanamycin SO g mL™" were
incubated overnight at 37 °C. TbbAPRT1 expression, cell
harvesting and storage, and recombinant enzyme purification
were performed following the protocol described above for TcA
and TcC. Fractions containing apparently homogeneous
TbbAPRT1, as inferred by SDS-PAGE (12% polyacrylamide;
stained with Coomassie Blue), were pooled and dialyzed against
50 mM EPPS (pH 8.0), 300 mM NaCl. Homogeneous
recombinant proteins were stored in the presence of 10% (v/
v) glycerol at —80 °C.

Expression and Purification of Saccharomyces cerevi-
siae Adenine Deaminase (ScADE, EC 3.5.4.2). The coding
sequence of the zinc-dependent adenine deaminase from S.
cerevisiae (ScADE), encoded by the gene aahl (UniProt
P53909), was codon-optimized for expression in E. coli and
cloned into a pET-28a(+)-TEV expression vector using Ndel
and HindIIl restriction sites (GenScript) in which a His
sequence was encoded upstream of the N-terminus of the
coding sequences. Optimal expression of SCADE was obtained in
BL21(DE3) cells using TB media. The plasmid pET-28a(+)-
TEV::aahl was transformed into BL21(DE3) cells by heat
shock, and plates containing kanamycin 50 pg mL™" were
incubated overnight at 37 °C. ScADE expression, cell harvesting,
storage, and recombinant enzyme purification were performed
as described above for TcA and TcC. Fractions containing
apparently homogeneous ScADE, as inferred by SDS-PAGE
(12% polyacrylamide; stained with Coomassie Blue), were
pooled and dialyzed against 50 mM EPPS (pH 8.0), 300 mM
NaCl. Homogeneous recombinant proteins were stored in the
presence of 10% (v/v) glycerol at —80 °C.

Synthesis of Radiolabeled PRPP. [1'-*H]-, [1'-'*C]-,
[5'-*H]-, and [5'-"*C]AMP were synthesized and converted into
radiolabeled PRPP by enzymatic synthesis utilizing ThbAPRT1
and ScADE as previously described*® (Figure S3). Briefly, 50
mM potassium phosphate (pH 7.4), 1.4 mM MgCl, 1.4 mM
PPj, 0.5 mM dithiothreitol (DTT), 35 uM purified ThbAPRT1,
and 0.2 mg mL™" ScADE (final concentration) were added to a
1.5 mL microcentrifuge tube at RT. Radiolabeled AMP (50 M)
was added to start the reaction. After a 15 min incubation at RT,
the reaction was quenched by the addition of ethylenediamine-
tetraacetic acid (EDTA) (final concentration 6.4 mM). The
quenched reaction was filtered by centrifugation using a
microcentrifuge spin column (Millipore Sigma Amicon Ultra,
0.5 mL 10 kDa MWCO). The sample was then injected ontoa §
mL anion exchange Mono Q column (GE Life Science)
preequilibrated with deionized water. Material was eluted by a
linear gradient (0—1.5 M) of ammonium acetate at a flow rate of
1 mL min~" and 2 mL fractions were collected. Fractions were
analyzed by liquid scintillation counting (LSC; Tricarb,
PerkinElmer) after the addition of 25—50 uL of each fraction
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to 10 mL of Ultima Gold scintillation fluid. Chromatographic
fractions that corresponded to PRPP were pooled together and
diluted with Milli-Q water (3:4 water/sample). The radio-
labeled PRPP sample was then frozen with liquid nitrogen,
lyophilized to dryness, and then resuspended in 3 mL of Milli-Q
water. A 25—50 uL aliquot was removed for LSC, and the sample
was again flash frozen with liquid nitrogen and lyophilized to
dryness. Dried samples were stored at —20 °C.

Isotope Partitioning and Determination of Commit-
ment to Catalysis. The specific radioactivity of preparative
samples of [S-*H]PRPP was determined through titration and
purification. A master mix of 2.15 yM TcC and 2.18 X 10°
counts per minute (cpm) uL~' of [S-*H]PRPP in the assay
buffer was pipetted into 10 uL aliquots. Ten microliters of Hx
(dissolved in the assay buffer) was added to each aliquot to a
final concentration of 0—4 yM. After a brief incubation (<10
min), 480 uL of a chase solution was added containing 1.05 mM
unlabeled PRPP in the assay buffer. The reactions were
quenched with the addition of 125 uL of 100 mM EDTA, and
the quenched solutions were applied to an ion exchange column
(Mono Q, S mL), and radiolabeled products were isolated as
described for the kinetic isotope effects (KIEs) below. Fractions
that eluted at the same retention time as IMP (g = 13.2 min)
were pooled and lyophilized as described above for the synthesis
of radiolabeled PRPP. Ten milliliters of Ultima Gold
scintillation fluid was added to the lyophilized residues, and
the samples were analyzed by LSC. Sample quenching and
disintegrations per minute (dpm) were calculated by the tSIE
parameter (external standard quench parameter) and referenced
to a quench standard curve (Figure S4).%

Isotope partitioning (trapping) experiments were performed
according to the method of Rose et al."”*® with some
modifications. TcC was buffer-exchanged by chromatography
(GE Healthcare, PD MidiTrap G-25) with elution by the assay
buffer. A pulse solution containing 4.34 uM [S-*H]PRPP, 10 uM
TcC, and assay buffer was divided into 20 yL aliquots. 480 uL of
chase solution containing 1.04 mM unlabeled PRPP, 0—75 uM
Hx, and assay buffer was added to each pulse solution with rapid
mixing. The pulse-chase mixture was then quenched by the
addition of 125 L of 100 mM EDTA and then placed on ice
prior to purification of the radiolabeled products by ion-pairing
HPLC as described above. Fractions containing IMP were then
lyophilized, and radioactivity was determined by LSC. The
amount of the radiolabeled EA* complex (TcC-PRPP*) present
in the pulse mixtures was calculated by the Kj, constant of PRPP
(Table 4, 0.8 + 0.1 M) and the radioactivity (dpm) in the
PRPP sample. The radioactivity in the sample from degradation
products that coeluted with IMP (in samples lacking Hx) was
subtracted from the total counts. The data for the isotope
trapping was fit to eq 14, providing an approximation for the
commitment of the binary TcC-PRPP* complex to form labeled
IMP (IMP*) at varying concentrations of Hx.

Kinetic Isotope Effects (KIEs). KIEs were measured by
internal competition:*’ heavy (°*H and *C) and light ("H and
'2C) atoms were measured in the same samples, employing the
remote-labeling method. The remote label is [S-*H]PRPP for
[1-'*C]PRPP KIEs and [5-'*C]PRPP for [1-*H]PRPP
KIEs,"*° and the ratios of heavy to light atoms were compared
in either the product (NMP) or the substrate (Hx or HPP).
Reaction mixtures containing ~10 M radiolabeled PRPP
(*H/™C = 3:1 dpm) and 6-oxopurine (final concentration of 10
or 50 uM for Hx and 190 uM for HPP) in 50 mM potassium
phosphate (pH 7.4), 1.4 mM MgCl,, and 0.1 mM DTT
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(reaction buffer) were aliquoted into separate tubes. TcC (100
nM) or water (control) was added to aliquots to initiate the
reaction. After a 5 min incubation, the reaction mixtures
containing TcC were quenched by the addition of EDTA (14.3
mM, final concentration), while control samples were quenched
without any incubation. The quenched samples were filtered
using a 10 kDa MWCO microcentrifuge filter (Millipore Sigma
Amicon Ultra 0.5 mL) and injected onto a Phenomenex 250 mm
Luna C18 (S ym) column preequilibrated with aqueous ion-
pairing buffer (25 mM potassium phosphate, pH 6.0, 4 mM
tetrabutylammonium bisulfate). The nucleotide products were
separated from remaining radiolabeled PRPP and other
degradation products as previously described,””*" with some
modifications (Figure SS). Briefly, radiolabeled substrates and
products were separated by a linear gradient of 0-30%
acetonitrile at a flow rate of 1 mL min~". Fractions of 1 mL
were collected, and 50 yL aliquots were added to 10 mL of
Ultima Gold scintillation fluid, followed by LSC. Samples were
counted for 10 min, and samples with more than 100 cpm were
counted 10 times for 10 min in which a 0.5% 2 CV cutoff was
used. Scintillation counting was evaluated in two different
channels: channel A contained counts of 0—26 keV energy, and
channel B contained counts of 26—1000 keV energy. Initial
radioactivity in the substrate was measured in a control sample
that did not contain the enzyme. After a fraction of reaction (f)
of the total substrate was converted to the product (f = 0.35—
0.80), radioactivity in both the residual substrate and formed
product was measured. Radioactivity (cpm) corresponding to
*H and '*C was calculated by the relationship described in eq 16,
and KIEs were calculated using eq 17. KIEs were measured in
the product and residual substrate.

Synthesis of T. cruzi HGPRT Inhibitors. Immucillin-HP
(8), Immucillin-GP (9), and compounds (S)-2, (R)-2, 3, 6, 7,
and 11 were synthesized as previously described.”””* Synthesis
of 4 was performed as described in Scheme S1. Synthesis of 12
was performed as described in Schemes S2 and S3. Synthesis of
compound 10 was performed as described in Scheme S4.
Synthesis of compounds 1 and § was performed as described in
Schemes SS and S6.

Screening of T. cruzi HGPRT Inhibitors. The potency of
T. cruzi HGPRT inhibitors was assessed for inhibitory activity in
assays containing 120 uM Hx, 1 mM PRPP, variable
concentrations of inhibitor (0—100 M), and 20 nM TcC in
which IMP formation was measured as previously described.
The apparent potency of T. cruzi HGPRT inhibitors (ICy,) was
determined with initial velocity data fit to eq 18. Inhibition
constants (K;) were determined using the relationship described
in eq 19. Inhibition patterns (competitive, uncompetitive, or
noncompetitive) were determined with concentration—re-
sponse curves performed with 30, 60, 90, 120, and 180 uM
Hx in the presence of 1 mM PRPP, and 15 nM TcC at fixed
levels of inhibitors. Double-reciprocal plots of inhibitors vs Hx
for TcC were obtained, and data were fit to eqs 3—5 to
determine the pattern of inhibition. The selectivity index (SI)
was calculated as the appK; for human HGPRT (HsHGPRT)
divided by the appK; for T. cruzi HGPRT.

Expression and Purification of PFHGXPRT, HsHGPRT,
and Streptococcus pyogenes Inosine 5’-Monophosphate
Dehydrogenase (SpIMPDH, EC. 1.1.1.205). PfHGXPRT
was expressed and purified as previously described.” Briefly, a
thrombin-cleavable N-terminal Hiss tag was encoded in the
open reading frame and inserted into pDEST-14. The plasmid
was overexpressed in E. coli One Shot BL21-AI competent cells
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Table 1. Equations Used for Data Analysis
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. v kel
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3 E 1
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4 E, I 1
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v ke
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19 i K,
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(Invitrogen) and grown to an ODgg of 0.6. The temperature
was then decreased to 18 °C for 45 min. The culture was induced
with 0.2% L-arabinose overnight and then harvested by
centrifugation at 5,000 g for 20 min at 4 °C. All protein
purification was performed at 4 °C unless otherwise stated. Cells
were suspended in 20 mM Tris HCI, $ mM imidazole, 500 mM
NaCl, 1 mM DTT (pH 7.9)—cell suspension buffer, with
DNase I, lysozyme (Sigma Millipore), and a protease inhibitor
tablet (Roche) and stirred for 30 min. The cells were disrupted
by sonication (two cycles pulsed for 15 s on and 15 s off at 30%
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amplitude for 7 min and 30 s) and clarified by centrifugation at
20,000 g for 20 min. Ni-NTA agarose was prepared by washing
the resin with 10 CV of cell suspension buffer, and the
supernatant was added and incubated for 45 min on a rocker
apparatus. The mixture was transferred to a Ni-NTA agarose
column and subsequently washed with 10 CV of cell suspension
buffer. A stepwise elution was performed using a gradient of 50—
500 mM imidazole. Fractions of purified enzyme were analyzed
by SDS-PAGE. The fractions containing PfHGXPRT (~26
kDa) were pooled and dialyzed in 50 mM KH,PO, (pH 7.5), §
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mM imidazole, 150 mM KCl, 1 mM DTT, and 10% glycerol (v/
v). Purified enzyme solutions were concentrated to ~300 uM,
aliquoted, flash frozen in liquid nitrogen, and stored at —80 °C.
HsHGPRT was purified as previously described.’”

A construct of SpIMPDH containing a Hisg coding region
with a downstream TEV protease cleavage site was designed and
synthesized (GenScript), and the resulting DNA was incorpo-
rated into a pET-28b(+) plasmid, which contained a sequence
encoding kanamycin resistance. The plasmid was overexpressed
in E. coli BL21(DE3), and at an ODj, of 0.6, protein expression
was induced by the addition of 1 mM IPTG, followed by
incubation overnight. All protein purification steps were
performed at 4 °C. Cells were suspended in 50 mM KH,PO,
(pH 8.0), 500 mM KCl, S mM imidazole, 0.5 mM TCEP (pH
8.0), with the inclusion of protease inhibitor cocktail (Roche), a
few milligrams of DNase I, and lysozyme. The solution was then
stirred for 30 min. Cell lysis was achieved by two cycles of
sonication pulsed for 15 s on and 15 s off at an amplitude of 30%
for 7 min and 30 s, followed by centrifugation at 20,000 g for 20
min to remove insoluble fractions. The supernatant was added
to a Ni-NTA slurry followed by incubation for 45 min with
shaking. Protein was eluted from a Ni-NTA column using a
stepwise gradient of imidazole from 50 to 250 mM. Fractions
were analyzed by SDS-PAGE, and fractions containing
SpIMPDH (52.8 kDa) were pooled and dialyzed against SO
mM HEPES (pH 7.9), 100 mM KCl, and 20% (v/v) glycerol.
The purified enzyme was aliquoted, flash frozen, and stored at
—80 °C.

Kinetics and Inhibition Analysis of PFHGXPRT and
HsHGPRT. The biosynthetic reaction of Hx incorporation into
IMP, as catalyzed by PFHGXPRT and HsHGPRT, and analysis
of inhibition were measured spectrophotometrically using an
IMPDH-coupled assay (reaction R2). PfHGXPRT was
activated prior to the experiment by preincubating the enzyme
with Hx, PRPP, and MgCl, for 30 min at 25 °C. The production
of IMP as catalyzed by PFHGXPRT and HsHGPRT from Hx
and PRPP was coupled to the formation of XMP, and the
spectral change of NAD* to NADH was measured at 340 nm
(reaction R2). All assays were performed in S0 mM HEPES (pH
7.4) containing 500 nM PfHGXPRT, 3 uM SpIMPDH, 1 mM
Hx, 2 mM PRPP, 5 mM NAD", 10 mM MgCl,, and 1 mM DTT.
For inhibition assays, variable concentrations of inhibitors were
added (0—100 yM). PPi (1.4 mM) was present in the reaction
mixtures for inhibition analysis. Inhibitors were tested against
both PfHGXPRT and HsHGPRT. Data were analyzed using
GraphPad Prism 9 software by fitting to the Michaelis—Menten
equation (eq 1) for steady-state calculations and to the Morrison
equation (eq 20) for calculation of the inhibition constant (K;)>*

HGXPRT

2+

PRPP + hypoxanthine —— PPi + IMP

, IMPDH
IMP + NAD" —— XMP + NADH (R2)

Data Analysis. T. cruzi steady-state kinetic and inhibition
analysis was performed using GraphPad Prism 9.2 software, with
the equations used in the analysis of all kinetic data listed in
Table 1.

Initial velocity data obtained at variable concentrations of a
single substrate A at single fixed concentration of a second
substrate B were fit to eq 1 in which v is the initial velocity, E, is
the enzyme concentration, k is the turnover number, A is the
concentration of the variable substrate, and K, is the apparent
Michaelis constant.
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Initial velocity data obtained at variable concentrations of a
single substrate A and at several fixed concentrations of a second
substrate B were fit to eq 2 in which K, and K, are the respective
dissociation and Michaelis constants of A, and K, is the
Michaelis constant of substrate B.

For inhibition studies in which double-reciprocal plots of
inhibitor (I) vs variable substrate (A) conformed to apparent
competitive, noncompetitive, or uncompetitive inhibition,
respectively, initial velocity data (v) were fit globally to eqs
3—S5 where E, is the concentration of enzyme, k,, and K, are,
respectively, the turnover number and the Michaelis constant for
substrate A, and K, and Kj; are, respectively, the apparent slope
and intercept inhibition constants.

Ligand binding as determined by ITC provided values for the
binding enthalpy (AH®), the association constant (K,), and the
number of binding sites per monomer (N). The Gibbs free
energy (AG®) and the entropy (—TAS°) of binding were
calculated using the relationship described in eq 7, where R is the
gas constant (1.987 cal K" mol™") and T is the temperature in
Kelvin. K4 was calculated as the reciprocal of K,.

The kinematic viscosity (Hnemaic) Was calculated using the
relationship described in eq 8, where t is the efflux time, and K is
the viscometer constant. Dynamic viscosities (ndynamic) were
determined according to eq 9, where 7y emac is the kinematic
viscosity and d is the density of the liquid. Equation 10 describes
the relative viscosities, where 1), is the viscosity when there is 0%
viscosogen in the solution and 7, is the viscosity when there is X
% of viscosogen in the solution.

Initial velocity data obtained at fixed concentrations of
viscosogen were fit to eq 1 to afford the apparent kinetic
parameters (k.,, Kpgpp, and k../Kpppp) at each 7, value.
Viscosity data were plotted as the normalized kinetic parameter
(i'e'J [kcat/(kcat)l]] or [(kcat/KPRPP)/(kcat/I<PRPP,7]):|) asa function
of 7,4 and fit to eq 11 where k/k, is the normalized kinetic
parameter, 7, is the relative viscosity, and m is the slope of the
line, which represents the dependence on viscosity on the
normalized kinetic parameter.” Viscosity effects on k., were
further applied to Kramer’s model®*° and fit to eq 12, where
(kear/ (kear),] is the normalized k. value obtained during
viscosity studies, 77, is the relative viscosity, and m is the slope
of the line.

The generalized equation for KIEs on V/K is depicted in eq
13, where x is the nature of the isotopic atom, *K,q is the
equilibrium isotope effect, “k; is the intrinsic isotope effect on
the isotope-sensitive step, and C; and C, are the forward and
reverse commitment factors, respectively.

To determine the commitment of the binary TcC-PRPP*
complex (EA*) to form labeled IMP* (Q*) at varying
concentrations of Hx, the isotope trapping data were fit to the
hyperbolic equation (eq 14) in which B is the fixed
concentration of Hx in the pulse-chased solution and By, is
the concentration of Hx that traps half of the maximal fraction
T e, which is the maximal amount of TcC-PRPP* (EA*) that
is converted to IMP* (Q*).

The rate at which A* dissociates from EA* relative to k., (i.e.,
k,/k ., where k_, represents all of the steps after the formation of
the E-PRPP*-Hx complex—Figure S6) is described in eq 15,"
where Ky, is Michaelis constant of Hx determined at saturating
concentrations of A (PRPP) during initial velocity studies and
[Hxs,] is the trapping constant (i, apparent K,,) from the
reciprocal plot of 1/Q* vs 1/[Hx].*

For the determination of KIEs, the cpm in both the residual
substrate and formed product were first measured. Radio-
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Table 2. Apparent Kinetic Parameters of TcA and TcC

apparent kinetic parameters”

HGPRT reaction variable substrate fixed substrate K, (uM) e (571 ke/K (X 10° M~ s71)
TcA GMP biosynthesis Gua (5—200 uM) PRPP (1 mM) 19+1 32+1 1700 + 100
PRPP (20215 4M) Gua (70 uM) 32+5° 32’ 1010°
IMP biosynthesis Hx (5—150 uM) PRPP (1 mM) 13+ 4 32+1 2500 + 700
PRPP (20—215 uM) Hx (60 M) 31+5° 23° 750°
HPP-MP biosynthesis HPP PRPP (1 mM) 710 + 130% 0.34 + 0.03% 0.5 +0.19¢
XMP biosynthesis Xan (50—500 M) PRPP (1 mM) 160 =+ 40 0.005 + 0.0006 0.03 + 0.008
TcC GMP biosynthesis Gua (5—200 uM) PRPP (1 mM) 14+1 301 2100 + 200
PRPP (6200 uM) Gua (100 uM) 3343 31+1 930 + 90
IMP biosynthesis Hx (5—150 uM) PRPP (1 mM) 14+2 35+2 2500 =+ 300
PRPP (6—200 uM) Hx (100 4M) 39 +2 24+1 620 + 40
HPP-MP biosynthesis HPP (50750 M) PRPP (1 mM) 213 + 35 2401 8+2
XMP biosynthesis Xan (50—500 uM) PRPP (1 mM) 150 + 10 0.008 + 0.0002 0.05 + 0.005

“All assays were performed at 37 °C (pH 8.3) in the presence of 12 mM MgCl,. Data were fit to eq 1 to afford apparent kinetic parameters. *Data
obtained by Wenck et al.** “Data obtained by Allen et al.** YKinetic parameters were determined with Lineweaver—Burk plots.

activities (cpm) corresponding to *H and "*C were calculated by
the relationship described in eq 16, where r is the ratio of cpm in
channel A/channel B. KIEs were then calculated using eq 17,
where fis the fraction of reaction, R,, is the ratio of heavy to light
isotope in products, R; is the ratio of heavy to light isotope in
residual substrate, and R, is the initial ratio of heavy to light
isotope in the substrate.*’

The potency of T. cruzi HGPRT inhibitors was assessed for
inhibitory activity with initial velocity data fit to eq 18 in which
ICy, is the half-maximal inhibitory concentration, h is the Hill
slope, Y, is the minimum value of percentage activity, and I is
the concentration of the inhibitor.”* The intrinsic potency of
TcC inhibitors (K;) was determined using eq 19°*°” in which
ICy, is the half-maximal inhibitory concentration, A is the
concentration of Hx, and K, is the Michaelis constant for Hx, all
assuming that uncompetitive inhibition exists for these
inhibitors.

We employed an equation for inhibitors that are effective at
concentrations equal to the enzyme to determine the inhibition
constants (K;) against FHGXPRT and HsHGPRT (eq 20).°">*
The residual activity (v;/v,) was plotted as a function of the
concentration of the inhibitor (I). E, is the concentration of total
enzyme, v, and v; are, respectively, the initial rates in the
presence and absence of the inhibitor, I, is the concentration of
the inhibitor, and appK; is the apparent inhibition constant.

B RESULTS AND DISCUSSION

It has been demonstrated that in the absence of Mg“, no
catalytic activity can be detected for PPRTs,*® and the true
HGPRT substrate is Mg-PRPP.26 For this reason, throughout
this section, when PRPP is cited as the substrate, it should be
understood as the Mg-PRPP complex. Mg** was kept at a
constant and noninhibitory concentration (12 mM) in all assays
discussed (Figure S7). When PRPP concentrations were varied,
the concentration of the Mg-PRPP complex formed is equivalent
to the concentration of PRPP stated, as excess Mgz* converts all
PRPP to its Mg-PRPP complex.

Substrate Specificities of TcA and TcC as Determined
by Steady-State Kinetics. Analysis of the genomic data of T.
cruzi revealed two hgprt genes: the non-Esmeraldo-like
TcCLB.509693.70 and the Esmeraldo-like TcCLB.506457.30.
These encode two HGPRT's named herein, respectively, TcA
and TcC that share >98% amino acid identity (Figure S1). Each
enzyme was expressed and purified individually to determine
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whether these isoforms are functionally distinct from each other,
and the substrate specificity of both enzymes was further
examined. Both TcC and TcA displayed an apparent
homodimeric structure, which agrees with the previous
crystallographic data of TcA* (Figure S8). Upon evaluation
of the in vitro activity, TcA and TcC exhibited nearly identical
apparent kinetic parameters for all three 6-oxopurine substrates
(Table 2). Both TcA and TcC are highly efficient at catalyzing
the formation of the N-ribosidic bond between PRPP and the 6-
oxopurines Hx and Gua, with Hx being the preferred substrate
(ke/Ky > 1 X 10° M~ s7%; Figure S9). Surprisingly, both
enzymes also catalyzed the formation of XMP from PRPP and
Xan, albeit with significantly lower k,./K,, values (by a factor of
1 X 10*) (Table 2 and Figure S9), suggesting that Xan is likely
not a natural substrate of TcA and TcC and thus confirms their
annotation as HGPRTSs. Additionally, the 7-deaza, 8-aza
analogue of Hx, allopurinol (HPP), was assessed as an
alternative substrate of TcC. Our results indicated that HPP is
a poor substrate of TcC, exhibiting a value of k/K, on the
order of 10° M™' s7' (Table 2 and Figure S9). HPP was
previously reported as a poor substrate for TcA, and the
ribosylation of this purine analogue is believed to play a role in
the toxicity of the compound in Trypanosomatids.**”

Under the tested conditions, the apparent kinetic parameters
of TcC were essentially identical to that previously reported for
the TcA enzyme.”” ™ Therefore, both HGPRTs were found to
be functionally identical, with essentially equal catalytic
efficiencies for GMP, IMP, and XMP formation (Table 2).
This finding is consistent with the divergence between the genes
encoding TcA and TcC arising through random mutations that
are not physiologically significant. Such an observation is of
importance since genetic variance in T. cruzi is related to varied
profiles of drug resistance in circulating strains, with HGPRT
polymorphisms being correlated to drug susceptibility.””
Therefore, identification and characterization of mutations
that can impact the catalytic efficiency or kinetic mechanism of
isoforms can be of use in studies of the emergence of drug
resistance-related mutations and must be differentiated from
polymorphic isoforms that show equivalent catalytic properties.

The TcA isoform has been previously characterized for its
steady-state kinetics and in vitro screening of inhibitors.”’
Crystallography®® and mutagenesis®**>**~%* studies were used
to identify key residues involved in TcA catalysis. Data on the
catalytic activity of TcC is, however, limited, so we focused the
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Table 3. Initial Velocity Data of TcC and TcA

kinetic parameters®

Kinp Kivp
enzyme reaction variable substrate (uM) (uM
TcA IMP pyrophosphorolysis ~ PPi (15.6—500 uM) 16 + 1” N.D.
TcC IMP pyrophosphorolysis IMP 38+5 490 + 80

(31-1000 M)

kel KIIYIP (x10° Kpp; kew/ KPlPi (x10°
M s (uM) M'sTh) keye (571
28° 16 +2° 29" 0.46"
6.3+ 04 11+1 22+1 0.24 + 0.01

“All assays were performed at 37 °C (pH 8.3) in the presence of 12 mM MgCl,. Data were globally fit to eq 2 to afford kinetic parameters. ’Data

for TcA obtained by Wenck et al.>* “N.D., not determined.

Table 4. Product Inhibition Data of TcC

reaction variable substrate inhibitor
IMP biosynthesis PRPP (10—200 uM) IMP (0—120 uM)
GMP biosynthesis PRPP (10200 uM) GMP (0—60 uM)

IMP pyrophosphorolysis IMP (12.5—500 uM)

PRPP (0—3 uM)

apparent kinetic parameters®

fixed substrate inhibition pattern K, (uM) K, (uM)
Hx (50 uM) ct 35+2 100 + 10
Gua (50 uM) ct 2242 S+1

PPi (100 1M) ct 110 + 10 0.8 + 0.1

“Assays were performed at 37 °C (pH 8.3) in the presence of 12 mM MgCl,. Data were globally fit to eqs 3—5. All of the product inhibition data
conformed to apparent competitive patterns, and fitting of the data to eq 3 afforded the apparent kinetic parameters. bc = competitive.

PRPP Purine PPi NMP

k|| k2 k3| ka kq1|| K12 k13| k14
. ks k7 kg .

E EPRPP (E-PRPP-Purine —= E’-PRPP-Purine —= E’-PPi-NMP —= E-PPi-NMP) E-NMP  E

ks

kg k1o

Figure 2. TcC operates via an ordered Bi Bi mechanism in which PRPP binds first followed by the 6-oxopurine (Hx or Gua). Once the E-PRPP-Purine
complex forms, the flexible loop closes over the active site (ks step), converting the central complex to E'-PRPP-Purine. TcC catalysis converts E'-
PRPP-Purine to E'-PPi-NMP for which k, >> kg, followed by opening of the flexible loop (k step) to afford the E-PPi-NMP complex, which is followed

by the ordered release of PPi and NMP (IMP or GMP).
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Figure 3. ITC binding assays of (A) PRPP and (B) IMP to free TcC enzyme, and (C) thermodynamic profiles of PRPP and IMP binding to free TcC

enzyme.

remainder of our kinetic studies on the TcC isoform, focusing on
the HGPRT mechanics of reaction and inhibition.

Initial Velocity Studies. TcC was further characterized to
ascertain its kinetic mechanism. Initial velocity data of the
reverse reaction (IMP vs PPi) when plotted in double-reciprocal
form conformed to a pattern in which lines intersected to the left
of the y-axis. This indicated that a sequential bi-substrate
mechanism is operative for TcC (Table 3 and Figure S10). The
kinetic constants for the reverse reaction matched closely with
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that previously reported for the TcA enzyme.”* The catalytic
efficiencies (k../Ky, and k../Kg,,) obtained for the bio-
synthetic reactions were essentially identical for the two
isoforms (Table 2; 1.7 X 10° and 2.5 X 10° M™! s™! for TcA
and 2.1 X 10°and 2.5 X 10° M~' s~ for TcC), and the values of
k../Knp for the reverse reaction were considerably smaller
(Table 3; 2.8 X 10* and 6.3 X 10> M~! s™! for TcA and TcC,
respectively). The 100-fold difference of k../K, values
demonstrated that the biosynthetic reaction is highly favored.
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Table S. PRPP and IMP Binding Parameters to Apo TcC (Free Enzyme)

binding parameters”

ligand AG® (cal mol™) AH® (cal mol™) —TAS° (cal mol™) K, (M) Ky (uM) N
PRPP —-5247 + S5 5160 + 450 —10,410 + 450 7070 + 60 142 +1 1.2 +0.2
IMP —5380 + 40 —2540 + 1090 —2840 + 1089 8880 + 60 113 +1 1.0+0.2

“All binding assays were performed at 25 °C (pH 8.0). Data were fit to the one-set-of-sites model and to eq 7 to afford binding parameters.
Uncertainties represent the standard deviation between replicates. The reference power was set to 11 ycal s™' and 1 cal = 4.18 J.

A 204 B 3 C o
—* PEGjp000 -e Glycerol
2lE1sq Glycerol = PEGig000 0.3
¥ & £ 27 3
X& X‘l 8% [} ] E
X X 1.0+ R S| B 02
8 ® = =
SIS 1
~ 0.5+ g 0.14
0.0 T T T T 1 0-r—rr1rrrro L 0.0 T T T 1
1.0 1.2 14 1.0 1.2 1.4 16 0.00 0.05 0.10 0.15 0.20
Nrel Nrel log (7))

Figure 4. (A) Viscosity effects on k,,/ Kpgpp of TcC. In the presence of glycerol (blue), k.,./ Kpppp increased, thus exhibiting an inverse effect. Data were
fit to eq 11, which provided a slope of —0.5 + 0.3. The macroviscosogen control (PEG;g) is shown in red. (B) Viscosity effects on k., of TcC.
Increasing levels of glycerol (blue) decreased the apparent k., of TcC, and fitting of the data for the plot of k i/ (kc,),, VS 17,1 to eq 11 resulted in a slope
of 2.2 + 0.2. The macroviscosogen control (PEGq0) is shown in red. (C) TcC viscosity effects on k., fit to eq 12, providing a slope of 1.8 + 0.3.

This observation supports the assumption that the primary
cellular role of the HGPRTs is scavenging Hx and Gua from
hosts and their incorporation into nucleotides and nucleic acids
via the purine salvage pathway. A greater preference for the
forward reaction can be expected for obligatory purine
auxotrophs.

Product Inhibition. Product inhibition studies were
performed to provide information on the kinetic mechanism.
Product inhibition of the forward reaction with IMP or GMP vs
variable concentrations of PRPP provided apparent competitive
patterns (Figure S11). Additionally, product inhibition of the
reverse reaction with PRPP vs variable concentrations of IMP
also conformed to a competitive pattern (Table 4 and Figure
S11), indicating that PRPP and IMP (or GMP) bind to the same
enzyme form. Notably, the apparent Kpgpp in the presence of
saturating Hx is nearly identical to the apparent Kpppp in the
presence of saturating Gua (Table 2), corroborating the finding
that PRPP is the first substrate to bind to the TcC enzyme.
Furthermore, the apparent competitive patterns for IMP (or
GMP) vs PRPP in both the forward and reverse reactions
suggested an ordered kinetic mechanism for TcC where the
phosphoribosyl donor, PRPP, binds to free enzyme, followed by
the second substrate, 6-oxopurine (Hx or Gua). After catalysis,
PPi is the first product to dissociate from the enzyme—product
complex, followed by NMP (IMP or GMP) (Figure 2). The
Haldane equation (eq 6) describes the relationship between the
equilibrium constant (Ke%) and the kinetic constants (V.5
Vinagn Kigy Kigy Ky and Ky,). * When the respective K, (K, prpp =
39+ 2and K iy, = 14 £ 2—Table 2; K pp; = 11 + 1 and K, iy
= 38 + 5—Table 3), K, (Kisprpp = 0.8 % 0.1 and Ky pyp = 100 +
1—Table 4), and V,,, (Vis = 82 = 3 and V,,,, = 032 +
0.01—Figure S9) values of TcC IMP biosynthesis are
substituted in the expression for an ordered Bi Bi mechanism
(eq 6), K4 = 25,000 + 6,000, further demonstrating that the
biosynthetic reaction is highly favored.

Ligand Binding Measured by ITC Binding Assays. ITC
binding assays were performed with PRPP, Hx, PPi, and IMP to
confirm the order of substrate binding and product release. The
binding assays showed that both PRPP (in the presence of
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Mg**) and IMP bind to free TcC enzyme (Figure 3A,B), which
agrees with the product inhibition data as PRPP vs NMP
provided an apparent competitive pattern (Figure S11). ITC
data for PRPP and IMP binding were fit to the one-set-of-sites
model** (Table 5). The thermodynamic signatures for binding
of PRPP and IMP suggested that binding of PRPP is
enthalpically unfavorable and is largely driven by hydrophobic
forces and/or solvent rearrangement, while IMP binding
resulted in a small favorable contribution from both enthalpy
(AH?®) and entropy (—TAS®) (Figure 3C). Due to enthalpy—
entropy compensations, * the thermodynamic profile for IMP
binding suggests an inhibitor that mimics the structure of IMP
could provide high specificity and tight binding affinity. The
near-unity value for the number of binding sites (N) for both
PRPP and IMP indicated that there is one ligand molecule
bound to each subunit (Table S). Conversely, binding of Hx and
PPi to free TcC enzyme could not be detected even when ligand
concentrations were 500- and 900-fold higher than their
respective K, values (Figure S12). Binding of Gua to free
TcC enzyme could not be evaluated by ITC studies due to the
limited solubility of the nucleobase in the assay conditions. The
apparent competitive pattern of GMP vs PRPP in the product
inhibition studies suggested that GMP can also bind to free TcC
enzyme (Figure S11), and since Hx and Gua present similar
structures and apparent kinetic parameters, it is assumed that
TcC would conform to the same kinetic mechanism regardless
of whether Hx or Gua is used as the substrate. The ITC binding
data corroborated the ordered Bi Bi kinetic mechanism
proposed for TcC (Figure 2). Most PPRTs, including TcA,
follow a highly conserved ordered-sequential kinetic mechanism
in which the binding of PRPP precedes that of the
nucleobases.”***™®” The previous characterization of the
ordered-sequential kinetic mechanism of TcA also proposes
the formation of a dead-end E-Hx-PPi complex when both
ligands are present at high concentrations, as suggested by
limited proteolysis studies, and advocates the design of bi-
substrate analogues as potential high-potency inhibitors of
TcA,*" which is in agreement with the ITC results (Figure 3).
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Viscosity Effects on k ,i/Kpgpp and k. Microviscosogens,
such as glycerol, increase the microviscosity of the solution,
affecting the rates of diffusional steps, including the binding and
desorption of small ligands to enzymes, and thus providin%
information on the rate-limiting step(s) of catalysis.”*””
Macroviscosogens, such as PEG g, only increase the macro-
viscosity of the solution, and therefore diffusional steps are not
affected. Both macroscopic and microscopic viscosogens were
used during viscosity studies to confirm that an observed effect
was due to diffusional processes rather than a crowding effect.”
We investigated the effects of viscosity on the apparent k., and
the apparent k,./Kpgpp 0of TcC to determine whether substrate
binding and/or product release contribute to the rate-limiting
step(s) during catalysis. Initial velocity data of mixtures
contained increased fixed levels of viscosogen (0, 4, 8, and
12% v/v glycerol or 0, 0.5, 1, 2% w/v PEG ), variable
concentrations of PRPP (6—200 uM), and 20 uM Hx. Initial
velocity data were fit to eq 1, which provided the viscosity-
dependent values of k., and k.,./ Kpgpp. While the apparent k_,./
Kbprpp increased slightly in the presence of glycerol, the apparent
k., decreased proportionally with increasing concentrations of
glycerol. Both the apparent k.,./Kpgpp and k., showed relatively
little changes in the presence of PEG o Normalized kinetic
Values_(kcat/I<PRPP)/(kcat/KPRPP)n or kcat/(kcat)n_were then
plotted vs 57, and fit to eq 11.* Increasing fixed levels of glycerol
had a small negative effect on k,./Kpppp (slope = —0.5 + 0.3—
Figure 4A), which suggested that the effect of glycerol on the
enzyme-catalyzed reaction is not associated with the diffusion of
either enzyme or PRPP."’ Furthermore, the presence of an
inverse linear effect on k,./Kprpp has previously been shown to
be associated with an isomerization mechanism for the enzyme
that accompanies the binding of substrates to the enzyme.*>® In
contrast, normalized values of k.,/(k.), vs 1,4 were plotted,
which exhibited a linear pattern (Figure 4B) witha slope of2.2 +
0.2. A slope greater than 1 on the k ./ (ke,t),, Vs 11, plot indicates
that the observed effect is not strictly associated with desorption
of products, suggesting that a post-chemistry event, such as a
conformational change of the enzyme could be rate limiting, as
the microviscosogen will restrict the movement of either large
protein domains or protein loops that are involved as part of
catalysis or to enable product release from a closed active
site.*”*® Raber, Freeman, and Townsend®® showed that the
opening of active-site loops in Streptomyces clavuligerus f-lactam
synthetase catalysis (i.e., the rate-limiting step) was restricted by
the friction imposed by high relative microviscosities using
Kramer’s model’>*® (eq 12). Kramer’s theory explains the
unimolecular rate dependence on solvent viscosity and
illustrates that rates are inversely proportional to friction for
diffusive barrier crossings.56 TcC microviscosogen effects on k.,
were applied to Kramer’s theory (eq 12) and at increasing
log(#,), the log(k./(ky),) values increased proportionally
with a slope of 1.8 + 0.3 (Figure 4C), which is nearly identical to
the results reported for f-lactam synthetase (slope = 1.7 +
0.08).>° These results suggested that increasing solvent viscosity
increased solvent friction and likely increased the internal
protein friction, leading to decreased rates of structural
rearrangements necessary for TcC catalysis.

A distinctive feature among PPRT structures is a long flexible
loop closely associated with the active site, termed the “catalytic”
or “flexible” loop (loop II, Figures S1, S13, and S15).7"7% After
both substrates are bound, the flexible loop closes over the active
site to facilitate enzyme catalysis (Figure S13, bottom panel).
The flexible loop has been implicated in substrate binding and
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product release of previously characterized PPRTSs, and its
conformational change has been determined to be the rate-
limiting step in their catalysis.”"””>’* The flexible loop is also
proposed to be essential for transition-state (TS) stabilization
during phosphoribosyl transfer, and to shield the TS from the
bulk solvent.>>”"7>7%75 In the case of T. cruzi HGPRTS, the
flexible loop has previously been implicated to play a role in both
TS stabilization and the release of product PPi.*>"*7°

In a previous study on TcA, seven residues on the flexible loop
(residues 82—88, YGEGLTS—Figure S1) were deleted, and a
comparison of the steady-state parameters revealed a dramatic
decrease in k, in both the forward (380- and 840-fold
reductions for IMP and GMP formation, respectively) and
reverse (470-fold for IMP pyrophosphorolysis) reactions,
highlighting its importance in enzyme catalysis.7° Furthermore,
the authors also reported a 6-fold increase in Kpp, which is
consistent with the flexible loop having a role in catalysis by
properly coordinating the pyrophosphate portion of substrate
PRPP, and PPi release from the active site.”” A previously
reported crystal structure of TcA revealed that when the flexible
loop is closed, it makes four hydrogen-bonding interactions with
oxygen atoms of PPi and metal-coordinated water molecules,
thus supporting the observation that the flexible loop is involved
in the coordination of both free PPi and its moiety in PRPP.*

Our findings that increasing levels of microviscosogen lower
ke, for TcC are consistent with a flexible-loop motion
concomitant with or preceding the release of the first product
PPi, while the viscosity effects on k./Kpppp may represent a
mechanistic isomerization step in TcC catalysis, as previously
described for Mycobacterium tuberculosis orotate phosphoribo-
syltransferase and in S. clavuligerus -lactam synthetase.”®”* The
rate-limiting step of TcA catalysis has not been determined;
therefore, the results presented for TcC indicate that the rate-
limiting step of T. cruzi HGPRT catalysis is the opening of the
flexible active-site loop and concomitant release of the first
product, PPi. Our findings are in accord with that described for
HsHGPRT, where a post-chemistry event is the rate-limiting
step of catalysis.’® Xu et al. demonstrated that both the products
(PPiand IMP) are released from the enzyme at least an order-of-
magnitude slower than the chemical step (phosphoribosyl
transfer) and that the rate of IMP release was about half that of
PPi.%® The viscosity data for TcC suggests that, like HSHGPRT,
a post-chemistry event largely comprises the rate-limiting
step(s) and that the release of products follows structural
rearrangement of the enzyme (Figure 2).

Isotope Partitioning Studies and Commitment to
Catalysis. One must obtain a value for the commitment
factor(s) of k.,./Kpgpp to solve the intrinsic KIEs for evaluation
of the TS of the chemical mechanism of T. cruzi HGPRT. For
the ordered Bi Bi kinetic mechanism of TcC (Figure 2),
the forward commitment factor (C;) is defined as

k

Hx’® and describes the net partitioning of the E-PRPP complex
proceeding to E-PRPP-Purine and then the products, vs the
release of PRPP from the E-PRPP complex. The relationship
between C;and the concentration of Hx is such that increasing
fixed concentrations of Hx raise the apparent value of C;.
Regardless of whether the bound PRPP contains a heavy or light
atom at the anomeric carbon, it becomes trapped in the TcC-
PRPP-Hx complex at high concentrations of Hx, resulting in the
suppression of the value of the intrinsic tritium isotope effect
(*?k) on the experimental values of “T(V/Kpgpp)-

ks
1+k

4

kiB
(1 + %)), where B is the concentration of
2
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We employed the isotope partitioning method of Rose*”** to

measure the forward commitment to catalysis of PRPP. Here, a
preformed solution of enzyme and radiolabeled PRPP (PRPP¥,
pulse solution) is rapidly mixed with a panel of chase solutions
containing a large excess of unlabeled PRPP and variable
concentrations of Hx, followed immediately by quenching of the
reaction to ensure few turnover events. Data were fit to eq 15 and
a double-reciprocal plot of [E-PRPP*]/[IMP*] vs 1/[Hx]
showed the expected linear plot in which the y-intercept
provided the maximal value of [E-PRPP*]/[IMP*], T, .* =
0.98 +0.01, and the slope, [Hx] 5o/ Tnor ™ = 2.0 £ 0.2 uM (Figure
5). Accordingly, at the y-intercept of the plot in Figure S, [Hx] is
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104+——T——T7T——T—— T 717 1
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Figure S. Isotope partitioning of E-PRPP* (EA*) to IMP* (Q*)
increased with increasing concentrations of Hx to a limiting value (Hx
= o) for IMP*/E-PRPP* (Q*/EA*) of 0.98 + 0.01.

effectively infinite at which virtually all of the E-PRPP*-Hx
complex is converted to product IMP* as would be expected for
an ordered Bi Bi kinetic mechanism and provides additional
corroboration of the kinetic mechanism in steady-state kinetic
studies as determined above (Figure 2). Under these conditions,
the calculated value of [Hx]so/Kyy = ky/keye = 0.14 £ 0.02 (eq
15) e indicating that PRPP is a “sticky” substrate, that is, its rate
constant of desorption from the binary E-PRPP complex (k,) is
much lower than the rate constant of the chemical step (k,)."
The ratio k,/k, = 7 + 1; therefore, it can be assumed that the
value for C; is significantly greater than 1, considering the
mechanism described in Figure 2.

Kinetic Isotope Effects (KIEs). Both Syl- and Sy2-type
reactions have been proposed as possible mechanisms for T.

cruzi HGPRTs.>>”*> An associative Sy2 mechanism would
proceed via nucleophilic attack from the 6-oxopurine at the
N9 position on the anomeric carbon of PRPP, concomitant with
PPi release. A Syl mechanism would involve formation of a
discrete, cationic oxocarbenium TS (Figure 6A), which requires
isolation from or a lifetime shorter than diffusional capture by
the bulk solvent to prevent nonproductive PRPP hydrolysis.”*
Since the flexible loop closes over the active site upon substrate
binding, an Syl mechanism is reasonable for the T. cruzi
HGPRTs as it would prevent bulk solvent from entering the
active site during catalysis. The assessment of a-secondary
tritium isotope effects has been used in mechanistic studies to
elucidate the TS structure.”””®

We therefore sought to ascertain the KIEs of radiolabeled
PRPP in which the anomeric proton and carbon were
substituted with heavy, radioactive atoms, [1-*H]PRPP and
[1-“C]PRPP.* The remote radiolabeled samples of PRPP
([S-*H]PRPP and [S-"*C]PRPP) were synthesized containing
'H and "*C at the anomeric carbon (Figure 6B). The heavy
isotopes at CS expressed a negligible isotope effect, and so the
remote labels of *H and '*C atoms at CS provided a means to
measure substrate turnover by radiometry when PRPP
contained "H and >C at the anomeric carbon, respectively.**
Values of the a-secondary tritium isotope effects “(V/Kpgpp)
and primary carbon isotope effects '*(V/Kpgpp) on the anomeric
carbon were obtained by measurement of the changes in the
ratios of *H/"C of purified, post-reaction samples of the
remaining substrate PRPP and product IMP (Figure 6 and Table
6). All experimental KIEs were either equal to or only slightly
different from unity. The KIEs obtained by analysis of either the
purified residual substrates or products agreed, despite their
modest values, suggesting that these values represent accurate
isotope effects.

Values of **(V/Kpppp) equaled 1.008 + 0.001 and 1.000 +
0.004 at fixed concentrations of 10 and 50 #M Hx, respectively,
which are the approximate K, and 5 X K, values of Hx. This
observed “unmasking” of the small KIE of **(V/Kpppp) = 1.008
at 10 uM Hx from the unity value found at S0 uM Hx is
consistent with an ordered Bi Bi mechanism for TcC.* This is
because increasing concentrations of Hx, the obligate second
substrate of TcC, will increasingly suppress the values of “*(V/
Kpgpp) as it traps E-PRPP in the E-PRPP-Hx complex such that
the enzyme cannot favor catalysis of [1-'H]PRPP over that of
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Figure 6. (A) PFHGXPRT Syl1-like reaction mechanism, showing the oxocarbenium TS structure.””? PFHGXPRT TSAI Immucillin-HP (8) is
compared to the proposed Syl-like TS. The iminoribitol ring of 8 (when protonated) mimics the positive charge in the oxocarbenium TS. (B)
Experimental KIEs on TcC with radiolabeled PRPP. The remote labels (S-'*C and 5-*H) are shown in pink and green, respectively; the anomeric
proton label (1-*H) is shown in blue, and the anomeric carbon label (1-'*C) is shown in red.
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Table 6. Measured KIEs of *(V/Kpgpp) and **(V/Kpgpp) of TcC

heavy PRPP“ light PRPP? KIE measurement (substrate, product)
1°'H 5-14C [1-*H]PRPP, [1’-*H]IMP
[1-*H]PRPP, [1’-*H]IMP
[1-*H]PRPP, [1'-*H]IMP

heavy PRPP“ light PRPP” KIE measurement (substrate, product)
1-1*C 5-3H [1-"C]PRPP, [1’-"*C]IMP

[1-%C]PRPP, [1'-**C]IMP

purine f *T(V/Kprpp)
Hx, 10 uM 0.64—0.70 1.007 + 0.001, 1.008 + 0.001
Hx, 50 uM 0.58—0.61 1.000 + 0.004, 1.000 + 0.004
HPP, 190 uM 0.35—-0.61 1.00 + 0.03, 1.00 + 0.01
purine f Y%(V/Kprep)
Hx, 50 uM 0.59-0.61 0.993 + 0.001, 0.994 + 0.001
HPP, 190 uM 0.78—0.80 1.005 + 0.003, 1.005 + 0.001

“Assays were performed at RT (pH = 7.4). KIEs were determined by isolation and quantitation of both radiolabeled substrates and products. The
binding isotope effects for the remote-labeled [5-*H] or [5-'*C]PRPP have been shown to be negligible.** Data were fitted to eqs 16 and 17 to

afford the values for the KIEs on V/Kpppp. f is the fraction of reaction.

[1-°*H]PRPP. This data is consistent with the results from the
isotope partitioning study; that is, Hx traps PRPP in the binary
E-PRPP complex.

We also evaluated KIEs using the poor TcC substrate HPP for
which chemical steps could be fully rate-limiting (k;, < k;B,
Figure S6), potentially resulting in a small C; and unmasking of
the intrinsic KIEs on the k; step (Figure 2). The value of k,,/
Kyppp is roughly 1 X 10°-fold lower than that of k,./Kyy, and k.,,/
Kgu (Table 2). Interestingly, the value of *T(V/Kpppp)
measured at 190 uM HPP (0.9 X Kyjpp) was near unity (Table
6), as was also observed with Hx (at Ky, and S X Ky,). The
primary '*C KIE with Hx as substrate was slightly inverse, 14(V/
Kprpp) = 0.994 + 0.001. Using HPP as the substrate, "*(V/
Kpgpp) = 1.00S (Table 6). The lack of significant isotope effects
for the poor substrate HPP corroborates a nonchemical step as
rate limiting to catalysis, preventing an interpretation of the
measured KIEs in terms of the TS structure. These results agree
with what we observed during the analysis of viscosity effects on
the apparent k., and k./Kpgpp, again indicating that a post-
chemistry physical change, presumably a conformational
change, is the rate-limiting step in TcC catalysis and not
chemistry. Accordingly, since a post-chemical step, such as
opening of the active site to facilitate product desorption, is rate
limiting, the catalytic mechanism of TcC (Figure 2) is
incompatible with determination of intrinsic KIEs to solve the
TS structure.*’

As the use of the poor substrate HPP, with a presumably
smaller value of C; failed to unmask the intrinsic KIE (*k,), the
lack of expression of the intrinsic KIE on the measured values of
*T(V/Kpppp) and “*(V/Kpgpp) is likely due to a large value of the
reverse commitment factor, C, where C, = l]z—:(l + i—“:),
according to the mechanism proposed in Figure 2. Since we
have shown that the opening of the active-site loop (k, step) is
rate limiting for the reaction, C, must also be large, and so *" (V/
Kpppp) = “'TKeq 5 and accordingly, "*(V/Kpgpp) = 14Keq 5. The
forward and reverse catalytic steps apparently come to
equilibrium, and the measured KIEs are indeed equilibrium
isotope effects, as previously observed with the malarial and
human purine nucleoside phosphorylase enzymes (PfPNP and
HsPNP).”” If this is the case, we cannot extract intrinsic KIE
values for either isotope. These small equilibrium isotope effects
(“"K.q7=1.000 and K,y ; = 0.994, at SO uM Hx) are in accord
with the fractionation of heavy and light isotopes between PRPP
and IMP, both of which have sp* hybridization at the anomeric
carbon.*”*! In addition, the measured isotope effects (Table 6),
which may represent equilibrium values, are similar to those
reported for PfPNP,*° HsPNP,”® PfHGXPRT,” and
HsHGPRT.”® Consequently, purine nucleotide analogues such
as Immucillin-HP (8), a TSAI of PfHGXPRT (Figure 6A),
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which contain structures resembling the oxocarbenium ion of
the putative TS of HGPRT catalysis, may serve as potent
inhibitors of PPRTs.>**

Potent inhibitors of T. cruzi HGPRTs. TS analysis of
PfHGXPRT indicated that NMP biosynthesis likely proceeds
via a Syl-like reaction mechanism.** The PNP inhibitors known
as Immucillins, which contain structural mimics of the
ribooxacarbenium ion in the Syl reaction mechanism, are
exceptionally potent inhibitors of PfPNP and
PfHGXPRT.***7*%3% Degpite the known high variability on
the primary sequence of PPRTs,*° the active sites of
PfHGXPRT and T. cruzi HGPRTS are extensively conserved,
including all PFHGXPRT amino acids determined to interact
with TSAIs (Figure S13). Considering the structural con-
servation between PfHGXPRT and T. cruzi HGPRTSs and the
putative Syl-like reaction mechanism of both enzymes, we
evaluated a subset of Immucillins that are TSAIs of PFHGXPRT
as potential TcC inhibitors (Chart 1).

We initially performed concentration—response curves with
each of the compounds to determine their apparent potencies
(ICsp; Figure S14) at apparent saturating concentrations of
PRPP (1 mM) and Hx (120 uM). All tested inhibitors displayed

Chart 1. TSAIs of PFHGXPRT Evaluated as Inhibitors of T.
cruzi HGPRTs”

HO*P’OHR
/” 2 Ry NH R NH
o) N/ I > (o] HO\P’/O 1 H I O
N= HG X Z \H
HO \g Rz
1

(S)-1 Ry= NHy, Ry=H, Ry= H
(S)-2 Ry=H, Ry= H, Ry= H
(R)-2 Ry= H, Ry= H, Ry= H
(S)-3 Ry= H, Ry=F, Ry= H
(S)-4 Ry= H, Ry= H, R3= CH3
(S)-5 Ry= OH, Ry= H, Ry= H

H O
N
\ J NH
HN N/(R
9_/—/
HO-P
OH
Imm-HP (8) R=H :; E;EHZ

Imm-GP (9) R=NH,
Imm-XP (10) R=OH

“A representative compound from each group (red) was further
characterized for its mode of inhibition against TcC. The structure of
each inhibitor is also shown in Figure S14.
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Hill slopes of 0.60—1.66 in which values <0.8 and >1.2 may
indicate possible cooperativity (negative and positive, respec-
tively) between TcC subunits for the binding of some classes of
inhibitors. A Hill slope that differs from unity has been
previously described for Immucillins that are TS mimics of
HsHGPRT.* No cooperativity was observed for TcC initial
velocity assays (Tables 2—4 and Figures S9 and S10), however;
it is not unusual for an enzyme to display cooperativity of
inhibitor binding, and not that of the substrate(s).”*** HGPRTSs
contain a highly conserved cis-peptide bond between residues
LeuS1 and Lys52 on active-site loop I’ (Figure S1). The side
chain of Lys52 projects into the dimer interface and forms a 2.7
A hydrogen bond to the carbonyl group of Met74 on strand /33
of the adjacent subunit (Figure S15).”> Thus, a component of
one of the active-site loops of HGPRT (loop I) is directly linked
to the adjacent subunit, providing a possible mechanism for
cooperativity between the two active sites.”” In short, the flexible
loop (loop II) closure over the active site after the binding of
substrates could trigger conformational changes on loop I that
impact the active-site affinity on the adjacent subunit. Isomer-
ization of the Leu—Lys peptide bond from trans to cis upon
substrate(s) binding has been linked to PfHGXPRT transition
from inactive dimers to active tetramers, along with a significant
increase in PRPP binding affinity,*® and has been identified as
the trigger to extensive conformational changes observed in
HsHGPRT upon substrate(s) binding.*

The mode of inhibition of a representative compound from
each of the four subgroups of Immucillins (Chart 1, red) was
determined at variable concentrations of Hx (30—180 M) and
at apparent saturating conditions of PRPP (1 mM). At
increasing concentrations of Hx, the apparent ICs, values
decreased curvilinearly, which is indicative of uncompetitive
inhibition (Figure S16). Such a pattern of uncompetitive
inhibition lays additional support to the ordered Bi Bi
mechanism proposed for T. cruzi HGPRTs. Uncompetitive
inhibition was further demonstrated in patterns of inhibitor vs
Hx at 1 mM PRPP with optimal fitting of the initial velocity data
to eq S, with apparently parallel double-reciprocal plots as shown
in Figure S17 and Table S1. T. cruzi HGPRT K; values for all
inhibitors (Table 7) were determined according to the
relationship described by Cheng and Prusoft for uncompetitive
inhibition (eq 19).” PFHGXPRT and HsHGPRT K, values
were determined by fitting the inhibition data to eq 20.>*

Unsurprisingly, all of the Hx-based ((S)-2, (R)-2,3,4, 6,7, 8,
and 11) and Gua-based (1, 9, and 12) inhibitors have higher
potency against T. cruzi HGPRT than the Xan-based
compounds ($ and 10) (Chart 1 and Table 7). All Hx-based
and Gua-based inhibitors bind tightly, with K| values at least 25-
fold lower than Kyyp and Kpgpp, indicating that they are potent
inhibitors of TcC. Hx-based 8 and Gua-based 9 are purine
monophosphate analogues (Immucillins®**°) of IMP and GMP
respectively, where the ether oxygen on the sugar is replaced
with an NH group, and the nitrogen at position 9 on the 6-
oxopurine is replaced with a carbon (Chart 1 and Figure 6A).
The two-atom replacement in inhibitor 8 in comparison to
substrate IMP comprises a 200-fold increase in binding affinity
(Ki/Kpp ~ 1 X 107%). The tight binding of 8 to the enzyme is
likely due to replacement of the ribose oxygen with a protonated
nitrogen atom, which was designed to mimic the putative
oxocarbenium cation of the TS (Figure 6A), and supports our
previously observations that TcC likely follows an Syl-like
mechanism.

2101

Table 7. Immucillin Inhibitors of T. cruzi HGPRT,
HsHGPRT, and PfHGXPRT

T. cruzi HGPRT®  HsHGPRT" PfHGXPRT"
inhibitor (appK; nM) (appK; nM) SI° (appK; nM)

1 15+2 20+ 03 13 N.D.4
(5)-2 13+2 380 + 40 29 0.65 + 0.04
(R)-2 480 + 30 16,000 + 1000 33 23+2
3 2642 420 + 10 16 12+0.1
4 1440 + 30 4600 + 70 32 108 + 30
s 13,400 =+ 900 >100,000 >7.5 8000 + 500
6 170 + 20 >10,000 >59 9.1 +0.1
7 1090 + 260 >10,000 >9 N.D.
8 180 + 30 1.8 +038 0.01 1+03
9 1160 + 390 4.6+ 0.7 0.004 14+2
10 36,720 + 670 >100,000 >2.7 >100,000
11 710 + 170 1350 + 30 19 61+3
12 3630 + 320 1000 + S 0.3 107 + 6

“T. cruzi HGPRT assays were performed at 37 °C (pH 8.3) and data
were fit to eq 18 and subsequently to eq 19, which afforded the
apparent K; values. beHGXPRT and HsHGPRT assays were
performed at 25 °C (pH 7.4) and data were fit to eq 20. “The
selectivity index (SI) was calculated as the K; of HsSHGPRT divided by
the appK; of T. cruzi HGPRT. “N.D.: not determined.

The acyclic forms of 8 and 9, which are 11 and 12, respectively
(acyclic Immucillins****~%"), show a roughly 4- and 3-fold
increase in K|, respectively, indicating that the 2’ and 3’ hydroxyl
groups of 8 and 9 contribute to inhibitor binding. The addition
of hydroxyl groups that are comparable to the 2" hydroxyl of the
ribose ring in compounds (S)-2 and 1 results in a roughly S5-
and 240-fold decrease in the K; value, respectively. The (S)-2
enantiomer binds roughly 40-fold tighter than the (R)-2
enantiomer, which demonstrates a strong preference for the
chirality in this position. Furthermore, phosphonate (§)-2
bound to the enzyme significantly tighter than phosphate 7, as is
evident by the 80-fold difference in K. Compounds (S)-2, (R)-
2,3,5,6,and 7 displayed a high selectivity index (SI) value (>8)
for T. cruzi HGPRT vs HsHGPRT (Table 7), indicating their
promise as antiparasitic compounds. The inhibitory activity of
the Immucillins and acyclic analogues must also be ascertained
against T. cruzi HGXPRTs isoforms (TcB and TcD), as the
residual activity of either HGPRT or HGXPRT isoforms may
suffice for the parasite’s survival, according to in vitro studies in
T. brucei.”"

These results are a positive demonstration that TSAIs can be
repurposed as potent inhibitors of a closely related target, as for
the case of PFHGXPRT and T. cruzi HGPRTs. Even though
PfHGXPRT adopts a tetrameric q{l}aternary structure,”” while T.
cruzi HGPRTs are homodimers,™ the apparent similarities of
their active-site conformations and their inhibition by
compounds that are structural mimics of an Sy1-TS structure
encourage the assumption that the TS of the T. cruzi HGPRT is
similar to that experimentally determined for PFHGXPRT.* To
highlight this assumption, the most potent inhibitors for both
enzymes show the same order of potency ((S)-2, 3, 8, and 6).
These compounds vary in potency with K; values ranging from
0.65 to 9 nM for PFHGXPRT, although higher K; values of 13—
180 nM were observed for the trypanosomal enzyme. The
anticipated availability of crystallographic data of T. cruzi
HGPRT's bound to TSAIs will provide a means to improve the
potency and selectivity of TcC inhibitors by structural
modifications of these first-generation compounds for the
development of novel drugs specific for CD.
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Hypothesis for T. cruzi HGPRT Inhibition Mechanism
by TSAIs. The subset of Immucillins tested as T. cruzi HGPRT
inhibitors all showed uncompetitive inhibition vs Hx (Figures
S14 and S15), indicating that they bind to TcC after the binding
of Hx and corroborating our data that TcC operates by a Bi Bi
sequential ordered mechanism, where PRPP binds first to the
free enzyme, followed by the 6-oxopurine base (Figures 2 and 3
and Table 3); therefore, the tested inhibitors bind to an enzyme
form present after the E-PRPP-Hx complex is formed. Our
reported viscosity effects on k. /Kpgpp indicated that a
nonchemical step(s) is rate limiting for TcC catalysis (Figure
4), which we hypothesize to correspond to an isomerization
event triggered by both substrates binding in which a flexible
loop (loop IT) closes over the active site, allowing the reaction to
proceed according to a Syl-like mechanism, where the post-
chemistry step of active-site opening is slower than catalysis (ko
< k;) (Figure 2).

We suggest that in the presence of TSAISs, the conformational
changes to one active site triggered by the binding of both
substrates (closing of loop II over the active site of one subunit)
allow the binding of an inhibitor molecule to the adjacent
subunit, possibly due to induced conformational changes
mediated by the inter-subunit Lys52—Met74 interaction. The
available crystallographic data for PFHGXPRT and HsHGPRT
show that these TSAIs bind to the PPRT active site in the
presence of PPi, forming a E-PPi-I dead-end complex’””**’
(Figure S12, middle panel). The formation of E-PPi-Hx dead-
end complexes has been previously proposed for TcA.*
According to the proposed kinetic mechanism (Figure 2),
product desorption follows an obligate order of PPi release prior
to NMP, such that the dead-end inhibitor analogues of NMP
may only bind to free HGPRT and not to complexes such as E-
PRPP, E-PRPP-Purine, and E’-PPi-NMP (Figures 2, S14, and
S15). The hypothesis of one active site from the HGPRT
homodimer being occupied by substrates and eliciting a
conformational change that promotes the binding of a TSAI
molecule to the adjacent subunit explains the partial inhibition
and cooperativity observed and conforms to our proposed
reaction mechanism (Figures 2-5).

The catalytic characterization of TcC revealed that TcA and
TcC enzymes are functionally equivalent. Initial velocity studies
in the presence and absence of products, and the ITC binding
assays provided evidence that TcC follows an ordered Bi Bi
kinetic mechanism (Figures 2, 3, and S8—S10), as proposed for
TcA.>* We conclude that the trypanosomal HGPRT employs an
Sy1-like mechanism, as described for PfHGXPRT,45 where the
conformational change of the active-site loop II followed by
release of the first product, PPi, corresponds to the rate-limiting
step(s) of catalysis (Figures 4 and 5). We also showed the value
of repurposing TSAIs developed as inhibitors of ortholog targets
when both the active-site structure and reaction mechanisms are
conserved (Chart 1 and Table 7), an approach that significantly
accelerates the identification of potent lead candidates with
selectivity over the human homologue, HSHGPRT.
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Bl ABBREVIATIONS

ADP:adenosine diphosphate; AMP:adenosine monophosphate;
AMPS:adenylosuccinate; ATP:adenosine triphosphate;
CD:Chagas disease; cpm:counts per minute; CV:column
volume; dpm:disintegrations per minute; GDP:guanosine
diphosphate; GMP:guanosine monophosphate; GTP:guano-
sine triphosphate; Gua:guanine; HGPRT:hypoxanthine—gua-
nine phosphoribosyltransferase; HGXPRT:hypoxanthine—gua-
nine—xanthine phosphoribosyltransferase; HPP:allopurinol (4-
hydroxypyrazolo(3,4-d)pyrimidine); Hx:hypoxanthine; IMP:i-
nosine monophosphate; IPTG:isopropyl -p-1-thiogalactopyr-
anoside; ITC:isothermal titration calorimetry; KIEs:kinetic
isotope effects; LSC:liquid scintillation counting; OD:optical
density; PNP:purine nucleoside phosphorylase; PPRT:phos-
phoribosyltransferase; M,:relative molecular weight; MWCO:-
molecular weight cutoff; NMP:nucleoside monophosphate;
PPi:pyrophosphate; PRPP:phospho-a-D-ribose-1-diphosphate;
rpm:revolutions per minute; RT:room temperature; SDS-
PAGE:sodium dodecyl sulfate-polyacrylamide gel electropho-
resis; SEC:size-exclusion chromatography; TB media:terrific
broth media; TcA/C:T. cruzi HGPRT isoforms; TS:transition-
state; TSAls:transition-state analogue inhibitors; Xan:xanthine;
XO:xanthine oxidase; XMP:xanthosine monophosphate
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