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Abstract

Antiretrovirals suppress HIV-1 production yet spare the sites of HIV-1 production, the HIV-1
DNA-harboring cells that evade immune detection and enable viral resistance on-drug and
viral rebound off-drug. Therapeutic ablation of pathogenic cells markedly improves the out-
come of many diseases. We extend this strategy to HIV-1 infection. Using drug-based lead
discovery, we report the concentration threshold-dependent antiretroviral action of the
medicinal chelator deferiprone and validate preclinical findings by a proof-of-concept dou-
ble-blind trial. In isolate-infected primary cultures, supra-threshold concentrations during
deferiprone monotherapy caused decline of HIV-1 RNA and HIV-1 DNA; did not allow viral
breakthrough for up to 35 days on-drug, indicating resiliency against viral resistance; and
prevented, for at least 87 days off-drug, viral rebound. Displaying a steep dose-effect curve,
deferiprone produced infection-independent deficiency of hydroxylated hypusyl-elF5A.
However, unhydroxylated deoxyhypusyl-elF5A accumulated particularly in HIV-infected
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cells; they preferentially underwent apoptotic DNA fragmentation. Since the threshold,
ascertained at about 150 uM, is achievable in deferiprone-treated patients, we proceeded
from cell culture directly to an exploratory trial. HIV-1 RNA was measured after 7 days on-
drug and after 28 and 56 days off-drug. Subjects who attained supra-threshold concentra-
tions in serum and completed the protocol of 17 oral doses, experienced a zidovudine-like
decline of HIV-1 RNA on-drug that was maintained off-drug without statistically significant
rebound for 8 weeks, over 670 times the drug’s half-life and thus clearance from circulation.
The uniform deferiprone threshold is in agreement with mapping of, and crystallographic
3D-data on, the active site of deoxyhypusyl hydroxylase (DOHH), the elF5A-hydroxylating
enzyme. We propose that deficiency of hypusine-containing elF5A impedes the translation
of MRNAs encoding proline cluster (‘polyproline’)-containing proteins, exemplified by Gag/
p24, and facilitated by the excess of deoxyhypusine-containing elF5A, releases the innate
apoptotic defense of HIV-infected cells from viral blockade, thus depleting the cellular reser-
voir of HIV-1 DNA that drives breakthrough and rebound.

Trial Registration: ClinicalTrial.gov NCT02191657

Introduction

About 10" HIV-1 virions, and millions of new genetic variants (quasi-species), are produced
in each infected person every day [1]. HIV-1 develops cell-dependent mutation spectra [2],
resulting in person- and organ-specific genotypes and latent infection even of cells with stem
cell function [3]. This genetic diversity challenges diagnostic tests and complicates vaccine
development. Escape mutations curtail combination antiretroviral therapy (cART), are trans-
mitted, and propagate drug-resistant virus to drug-naive persons [4] such that HIV-1 report-
edly gained in virulence under cART [5]. HIV-1, shifting co-receptor tropism, re-emerges after
CCR5A32/A32 stem-cell transplantation [6], the only medical procedure that at least in a single
case, the ‘second Berlin patient’ [7], effected a ‘cure for HIV-AIDS’ [8,9] and provided the
rationale for CCR5 gene editing to engineer HIV-resistant cells [10].

The HIV-AIDS pandemic persists, even in the United States. From 2008 to 2012, HIV-1
infection per 100,000 of the 20-to-29 year old population increased by 30.2% in south-east
Michigan [11], and in Washington, D.C., HIV cases increased by 10.5%. 2.5% of the capital’s
total population and 3.9% of its Afro-American residents are infected [12], by WHO definition
indicative of a generalized epidemic more profound than in Haiti or Rwanda, or 13 other
nations supported by the President’s Emergency Plan for AIDS Relief (PEPFAR) [13]. On
March 26, 2015, the Governor of Indiana, M. Reese, declared a public health emergency in
Scott County due to HIV-1; by June 2015, this outbreak had exceeded the expected number of
annual cases by a factor of 33 [14]. In July 2015, the Florida Department of Health noted a
32.5% increase in the rate of new HIV infections between 2012 and 2014 [15], and reports
identified a county with a 63% increase of new cases [16].

The Strategic Timing of AntiRetroviral Treatment (START) trial probed ‘when to start’ sup-
pressive antiretrovirals. Interim results revealed the value of immediate instead of deferred ini-
tiation of therapy and led to reconsideration of treatment guidelines globally [17]. In July 2015,
the United States Department of Health and Human Services [18] and in September 2015 the
World Health Organization (WHO) issued ‘treat-all’ guidelines for HIV-AIDS that remove
current restrictions on cART initiation [19], increasing dramatically the number of treatment-
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eligible individuals. At present, 36.9 million people live with HIV-1, yet only 14.9 million, or
40%, are treated [20]; of those, 7.7 million depend on PEPFAR [21]. Among the 3.2 million
children living with HIV-1, only 1 out of 4 receives treatment [22]. The need for life-long
cART extracts extraordinary and unrelenting expense [23]-just the PEPFAR HIV-AIDS pro-
gram totals 57,031 billion US dollars since 2004 [24]—-yet it is well-established that cART can-
not clear infected cells: cART has the biological limitation of leaving infected cells intact to
function as originators of HIV resistance and, upon treatment interruption, as drivers of HIV
rebound [25-27]. Without protective microbicides and effective vaccines, the effort to treat
persons living with HIV-1 is locked into expanding the use of cART, a ‘more of the same’ strat-
egy facing predictable exhaustion of the required massive injection of funds.

Any clinically introduced medicine that can be shown to traverse the biological limitation of
the suppressive antiretrovirals in current cART by killing HIV-infected cells instead of reduc-
ing their viral output, would indicate a novel therapeutic principle: the practicability of HIV-1
DNA depletion. Such a pioneer medicine could enable proof-of-concept studies and guide the
accelerated development of ablative antiretrovirals by drug-based lead discovery (DBLD).

We propose that deferiprone (3-hydroxy-1,2-dimethylpyridin-4-one [Ferriprox®™], a
3,4-HOPO), approved by the Food and Drug Administration (FDA) and the European Medi-
cines Agency (EMA) as orally active medicinal chelator, can serve as such a pioneer medicine.
Deferiprone was noted in 1998 to induce apoptosis in HIV-infected cell lines, but apparently
not in their uninfected counterparts [28]. This ablative activity was linked to deferiprone inhi-
bition of deoxyhypusyl hydroxylase (DOHH), an O,-utilizing protein hydroxylase that gener-
ates the essential hypusine residue in eukaryotic translation initiation factor 5A (eIF5A) [28].
The catalytic use of iron atoms for O, activation renders protein hydroxylases susceptible to
inhibition by small, iron-interacting agents that meet active site-imposed steric constraints and
catalytic mechanism-defined orbital interactions. This iron-centered concept, in atomic detail
originally formulated by the HAG mechanism for the mono-iron dioxygenase (MIDO) class of
collagen hydroxylases [29-31], was extended to the eIF5A hydroxylase DOHH [31-33];
DOHH was later recognized as a representative di-iron monooxygenase (DIMO [34]). The
concept now stands experimentally confirmed for protein hydroxylases of either class [33,35-
43]. It also guided the identification of the topical antifungal ciclopirox (6-cyclohexyl-1-
hydroxy-4-methylpyridin-2[1H]-one [Batrafen®], a 1,2-HOPO) as a MIDO and DIMO inhib-
itor [41], which as predicted [44] displays antiretroviral activity [43].

To designate the ablation of HIV-infected cells by deferiprone or ciclopirox, we suggested
the term ‘therapeutic reclamation of apoptotic proficiency’, or TRAP [43]. In preclinical mod-
els, both medicines interfere with the expression of retroviral genes and proteins in a manner
that releases the innate antiviral defense of HIV-infected cells and triggers their apoptosis
[28,43,45,46]. However, it remains to be determined in clinically relevant systems whether the
ablative activity of deferiprone depletes HIV-1 DNA to below the level required in vitro and in
vivo for sustained HIV-1 infection. Furthermore, preclinical models for novel effects and tar-
gets are unreliable predictors for achievable biological impact and have been implicated in the
high attrition rate of clinical trials [47,48].

To test the robustness of our conjecture that deferiprone can guide the drug-based lead dis-
covery of ablative antiretrovirals [28,43,45,46], we here integrate preclinical results on deferi-
prone-triggered HIV-dependent death in isolate-infected primary cells with a double-blind
proof-of-concept trial, conducted to establish the dose-dependent viral response in HIV-
infected persons. Above a uniform threshold concentration, deferiprone inhibited virion pro-
duction, depleted HIV-1 DNA by inducing apoptosis preferentially in HIV-infected cells,
blocked on-drug breakthrough, and averted off-drug rebound in vitro; and in vivo decreased
viral load on-drug and inhibited rebound off-drug.
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Results
On-drug effect in primary cultures

To assess the antiretroviral activity of deferiprone, we compared the drug’s effect at 100 uM
and 200 M on HIV-1 infection in long-term primary cultures, replenished at constant drug
concentration and at constant cell number with primary cells from multiple donors as
described [43]. Below 100 uM, p24 expression and viral copy number were only marginally
affected, consistent with an earlier report [28]; 200 uM, which earlier produced near-maximal
HIV-1 inhibition in chronically infected cell lines [28,43], ranks among the peak serum con-
centrations occasionally observed in thalassemic patients [49]. In stably infected replenished
primary cell cultures, both concentrations reduced p24 to <10% of the levels in untreated con-
trols after two weeks (Fig 1A), at which time HIV-1 RNA monitoring was begun (Fig 1B). The
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Fig 1. Effect of deferiprone on HIV-1 in the isolate-infected, long-term replenished primary cell model:
Dose dependency. Cultures were infected with clinical isolate of HIV-1 on Day 0 as described [43]. Once
self-sustaining infection was established by Day 12, cultures were treated with 100 uM or 200 uM deferiprone
for the indicated duration, with a post-treatment observation period of 11 days. Controls were identically
maintained without drug. Each p24 value in Panel A is expressed relative to the respective p24 control on the
day of each measurement. Upon complete inhibition of p24 (Panel A), HIV-1 RNA measurements
commenced (Panel B). Smaller triangles connected by thin line, 100 uM deferiprone; larger triangles
connected by thicker line, 200 uM deferiprone; closed symbols, treatment period; open symbols, pre- and
post-treatment periods; black asterisks, cessation of medication; bright green line segments, rebound of HIV-
1 protein (as p24) and HIV-1 RNA (as copy number) during the post-treatment period at 100 pM deferiprone;
red line segment, HIV-1 RNA decline off-drug at the on-drug rate achieved by 200 uM deferiprone;
arrowheads, half of culture replenished with fresh medium, drug, and primary cells; blue, control parameters.

doi:10.1371/journal.pone.0154842.g001
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reduction of p24 did not relate directly to the chelating 3,4-HOPO scaffold of deferiprone,
since decoration of this constant scaffold with variable moieties caused a 13-fold change in the
concentrations required for half-maximal p24 inhibition; several position-specifically cyclo-
hexyl-equipped 3,4-HOPOs were the most effective and approached the p24 inhibitory efficacy
of ciclopirox [43], itself a position-specifically cyclohexyl-equipped 1,2-HOPO (Supporting
Information,S1 Text and S1 Fig). We conclude that the antiretroviral activity of deferiprone,
like the one of ciclopirox [43], involves a specific, structure-dependent interaction, rather than
merely their ability to chelate and thus deplete bioavailable iron.

At 100 uM deferiprone, p24 declined to the limit of detectability (Fig 1A) and HIV-1 RNA
decreased by one order of magnitude, but not more, below the level of >10° copies/ml noted
before treatment in these cultures and in the untreated infected controls (Fig 1B). This suggests
that virion production declined initially and then stabilized around a new steady state at 10
copies/ml. Despite weeks of maximal p24 suppression to the limit of detectability, after deferi-
prone withdrawal extracellular p24 increased rapidly to levels higher than pre-treatment (Fig
1A, green line segment). HIV-1 RNA in the supernatant likewise increased rapidly from the
reduction attained at cessation of drug (Fig 1B, green line segment), and paralleled the recru-
descent p24. HIV-1 RNA rebounded to the pre-treatment range at a rate of log;, +0.24/ml/day,
consistent with the kinetics of HIV-1 RNA rebound in culture reported by others [50,51] after
cessation of suppressive antiretrovirals. The original level of >10° copies/ml was reacquired
within a post-treatment period of about 5 days.

At 200 uM deferiprone, the antiretroviral effect was no longer reversible. p24 reached the
limit of detectability much earlier and did not rebound off-drug (Fig 1A). HIV-1 RNA
decreased continuously to at least three orders of magnitude below its initial range, and this
range was not reacquired after deferiprone withdrawal (Fig 1B). Cells released from 200 uM
deferiprone by replating into fresh medium did not rebound, but instead continued their on-
drug decrement of HIV-1 RNA for days off-drug (Fig 1B, red vs. green line segment),
approaching an apparently stable ~4-log reduction relative to untreated cultures. Despite the
absence of deferiprone and the on-going provision of fresh and susceptible CD4" lymphocytes,
HIV-1 RNA production failed to resume for at least 10 days, twice the duration of the post-
treatment period that in cultures treated with 100 uM deferiprone sufficed for viral load resur-
gence to pre-treatment levels.

In these replenished cultures, the absolute number of cells was held constant and viability
by dye exclusion was unaffected, consistent with maintained cell membrane integrity during
apoptosis ([52,53]; see Materials and Methods). To establish whether the lack of rebound at
200 puM deferiprone related to the previously reported, DOHH inhibitor-induced activation of
apoptosis preferentially in HIV-infected cells (TRAP [28,43]), we measured apoptotic DNA
fragmentation and the activity of DOHH in infected and uninfected primary cells, treated with
deferiprone or left untreated.

For determination of apoptosis, we monitored non-replenished single-donor cultures over 6
days by terminal deoxynucleotide transferase dUTP nick end-labeling (TUNEL). Up to 96
hours after plating, treated and untreated HIV-infected cultures displayed no differences by
TUNEL. After 96 hours, DNA fragmentation decreased in the HIV-infected untreated cultures,
and at 120 and 144 hours remained stable at the reduced level; this level was indistinguishable
from the spontaneous DNA fragmentation in uninfected untreated controls (Fig 2A). HIV-1
may on its own trigger apoptosis in bystander [54] or infected [55] cells; however, in our exper-
iments HIV-1 reduced DNA fragmentation to background, consistent with HIV-1 suppression
of early apoptosis [43,56-58]. Of note, at 120 hours, DNA fragmentation in infected treated
cultures was twice, and at 144 hours was three times as high as in the infected untreated cul-
tures (P = 0.001; Fig 2A). Despite this marked extent of deferiprone-induced apoptosis as
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Fig 2. Effect of deferiprone in HIV-infected primary cells: Apoptotic DNA fragmentation,
deoxyhypusyl-elF5A accumulation, and DOHH activity. Apoptotic DNA fragmentation (Panel A) was
detected by terminal deoxynucleotide transferase dUTP nick end labeling (TUNEL) of single-donor peripheral
blood mononuclear cells, maintained in short-term non-replenished cultures as described [43]. Cells were left
uninfected and/or untreated; or infected immediately after plating with clinical HIV-1 isolate [43] and 12 hours
after infection, treated with 200 uM deferiprone. In these single-donor cultures, metabolic labeling with
(1,8-°H)spermidine was performed for quantification of the ®H-labelled deoxyhypusy! substrate and of the 3H-
labelled hypusine product of cellular DOHH (Panel B), followed by acid hydrolysis, ion-exchange-based
separation of the ®H-labeled amino acids, and fractionation as described [28,43,44,124]; the x-axis of the
graph shows 8 of the 16 fractions from a representative experiment. The dose-effect curve for inhibition of
cellular DOHH by increasing deferiprone concentrations in short-term non-replenished single-donor cultures
(Panel C) was calculated from the accumulation of its *H-labeled substrate and the decrease of its ®H-labeled
product; error bars are at the size of the graph symbols and not shown. Black, HIV-infected untreated cells;
green, uninfected untreated cells; blue, uninfected deferiprone-treated cells; red, HIV-infected deferiprone-
treated cells; large triangles, HIV-infected cells (red) or uninfected cells (blue) treated with 200 yM
deferiprone.

doi:10.1371/journal.pone.0154842.g002

detected by TUNEL, the deferiprone-treated and untreated cultures uniformly displayed viabil-
ity at >95% by computerized trypan blue exclusion [43]. Deferiprone thus caused marked
enhancement of apoptosis in HIV-infected cultures that, without this medicine, showed sup-
pression of apoptosis. This is consistent with reports on deferiprone-induced apoptosis in
HIV-infected primary cells [59] and in HIV-infected CD4" cell lines [28,43,45].

For determination of DOHH activity, the previously identified antiretroviral target of defer-
iprone [28,43,45,46], we examined the intracellular conversion of its substrate deoxyhypusyl-
eIF5A into its product hypusyl-eIF5A; deoxyhypusyl-eIF5A is formed by deoxyhypusyl
synthase (DOHS), which transfers the *H-butylamine moiety of *H-spermidine onto the &-
amino group of K50 in lysyl-eIF5A [28,32,41,43-46] and thus allows for metabolic labeling.
Selective reduction of DOHH activity, without concurrent reduction in the activity and sub-
strates of DOHS, results in the non-physiological accumulation of deoxyhypusyl-eIF5A, noted
for its association with onset of apoptosis [28,43,60,61]. We therefore determined its presence
within the cells examined in Fig 2A for apoptosis. In untreated cells, whether infected or not,
deoxyhypusyl-eIF5A was uniformly not detected (Fig 2B), consistent with its complete absence
or its extremely low levels (< 2.2% of hypusine [62]) in tissues. Of note, its conversion by
DOHH into hypusyl-eIF5A remained unchanged after HIV-1 infection, as revealed by the
identical amount of hypusine formed in infected untreated and uninfected untreated cultures
(Fig 2B). Despite this identical accumulation of hypusyl-eIF5A, exposure to deferiprone
revealed a differential response in the HIV-infected cells: The amount of newly synthesized
deoxyhypusyl-eIF5A they accumulated was almost 40% higher than in uninfected treated cul-
tures (Fig 2B, red line) and thus, related to their distinctly higher apoptotic DNA fragmentation
(Fig 2A, red line).

Since HIV-1 enhances elF5A expression in lymph nodes and lymphocytes of infected
patients [63,64], we examined whether HIV-1 induced a shift towards augmented susceptibility
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of DOHH. Such shift would increase, at any given deferiprone concentration, the accumulation
of deoxyhypusyl-eIF5A relative to uninfected treated controls. However, the DOHH-catalyzed
conversion of deoxyhypusyl- to hypusyl-eIF5A did not differ between infected and uninfected
cultures (Fig 2C). They uniformly displayed an identically sloped, steep dose-effect curve over
the same tight range of concentrations: At <100 pM deferiprone, DOHH activity in the pri-
mary cells was >90% and thus unaffected, whereas at >200 uM, cellular DOHH activity was
<8% and thus maximally inhibited (P <0.00000001); DOHH activity in other cells, such as
HelLa, displays an identically shaped steep dose-effect curve (H.M. Hanauske-Abel, unpublished
data). Of note, the maximal inhibition of DOHH activity at 200 uM of deferiprone (Fig 2C)
coincided with the rebound-free inhibition of p24 and HIV-1 RNA (Fig 1) and the apoptotic
ablation of primary cells preferentially if HIV-infected (Fig 2A).

To ascertain any cell integrity-disrupting effects of deferiprone in a clinically relevant in vitro
system that does not employ blood-derived cells, we studied transwell-cultured confluent
human uterine epithelial cells whose monolayer maintains a luminal phenotype, as exemplified
by the ECC-1 cell line [65]. The tight junction-linked surface of such epithelial cells forms an
electrochemical barrier, quantifiable via its transepithelial resistance (TER). Added agents acting
as chemical [66-68] or biological [69] toxicants cause irreversible TER collapse within the first
24 hours of incubation, an effect established to be an in vitro biomarker predictive for clinical
outcome in antiretroviral microbicide development [66,67]. During 144 hours of continuous
incubation with deferiprone, at 100 uM or 200 uM, TER across ECC-1 monolayers did not differ
at any time from the TER in untreated controls (Fig 3). We conclude that, as shown in Figs 2A
and 3, deferiprone is not inherently or indiscriminately cytotoxic to cultured human cells.

Once triggered by deferiprone, apoptotic DNA fragmentation in the infected primary cells
continued off-drug for a limited time and was associated with a further decline in HIV-1 RNA
even after the drug’s complete removal by exchange of medium (Figs 1 and 4, red line segments).
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Fig 3. Effect of deferiprone in transwell-cultured confluent ECC-1 cells: Epithelial monolayer integrity.
Cultures at maximal luminal barrier function (TER > 1000 ohms / cm2) were left untreated, or were treated
with deferiprone at the indicated concentrations, every day via the apical chamber and every other day via the
basolateral chamber. To document the spontaneous TER fluctuation in the untreated cultures, and any drug-
induced deviation from those fluctuations reflective of epithelial monolayer disruption [66], TER
measurements of untreated and treated wells were made on consecutive days for a week. P values for
untreated vs. treated cultures are shown at 96, 120, and 144 hours after start of deferiprone. In this system,
chemicals that cause TER collapse are evident within the first 24 hours of exposure, as shown earlier (e.g.
[68]). Def, deferiprone; closed small black squares, 100 pM deferiprone; closed large black squares, 200 uM
deferiprone; open cyan circles, untreated controls.

doi:10.1371/journal.pone.0154842.9003
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Fig 4. Post-treatment effect of deferiprone in infected primary cells: Protein, RNA, and DNA of HIV-1.
Cultures were infected with clinical isolate of HIV-1 on Day 0 as described [43]. Once self-sustaining infection
was established by Day 7, cultures were treated with 200 pM deferiprone for the indicated duration. Controls
were identically maintained without drug. Observation of virological parameters was extended to 10 days
after cessation of medication. Viral load in untreated controls, under culture conditions consistently stabilizing
within a narrow range at 10° copies/ml throughout month-long experiments (see Figs 1 and 5), are shown for
the transit from on-drug to off-drug. Each p24 value is expressed relative to the respective p24 control on the
day of each measurement. Results of the HIV-1 DNA determination are expressed according to the A4so-
based gradation of the assay, which defines A45o readings of <0.350 as ‘0 copies’, emphasized by the green
arrow at the HIV-1 DNA axis, and increases stepwise to ‘20+ copies’ at A45o readings above 3.000 (Roche
Amplicor HIV-1 DNA Test; see Materials and Methods). Triangles, viral p24; circles, viral RNA; squares, viral
DNA; closed symbols, treatment period; open symbols, pre- and post-treatment periods; black asterisk,
cessation of medication; red line segment, HIV-1 RNA decline off-drug; arrowheads, half of each culture
replenished with fresh medium, drug, and primary cells; blue, control parameters.

doi:10.1371/journal.pone.0154842.9004

Monotherapy with either 100 uM or 200 uM deferiprone for one week to one month (Figs
1, 2A, 4 and 5) consistently did not elicit viral breakthrough, which in culture is triggered by
prolonged single compound-treatment and often emerges within days of exposure to a sup-
pressive antiretroviral (e.g. [70,71]).

In summary, primary cells expressing HIV-1 markers responded to DOHH inhibition by
deferiprone with an excessive accumulation of deoxyhypusyl-eIF5A, revealed by metabolic
labeling. This accumulation coincided with their preferential apoptosis, established by signifi-
cantly increased, and progressively increasing, fragmentation of their DNA. Uninfected and
infected primary cells displayed identical susceptibility of their DOHH activity to inhibition by
deferiprone, evident by a uniform and steep dose-effect curve that defines an ‘all-or-nothing’
threshold concentration in the narrow window between 100 uM and 200 uM.

Off-drug effect in primary culture

The apparently preferential ablative activity of 200 uM deferiprone in HIV-1 infected cells
(Figs 2A and 3) suggested that the drug-mediated destruction of such cells might deplete the
cellular reservoir of HIV-1 DNA and thus produce HIV-1 RNA reductions persistent after
drug discontinuation, possibly to the point of rebound blockade as suggested by the results
shown in Fig 1. This provided the rationale for repeated experiments, in which 200 uM deferi-
prone caused not only a 3-log decline of HIV-1 RNA production, but also a decline of HIV-1
DNA. This decline reached the lower limit of detectability by the Amplicor HIV-1 DNA Test™,
suggesting that despite a still detectable signal the measured DNA template did not sustain
HIV-1 transcription at an infective level. Furthermore, final A5, readings were negative for
the continued presence of HIV-1 DNA, as shown in Fig 4 for 10 days off-drug. By contrast,

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 8/45



@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

1 2 3
- Ll o
120 1 F 107
J—_— ] —A—
110 "
— 100 E 100
© —
E 90 1 c
8 801 E 105 o
“ RNA @
(o] 70 1 o
= [o]
5 60 1 L 104 O
o °
J (®)]
ol 50 P 3
— j S—
40 1 p24 F 108
< N <
(E_ 30 1 S e A—/ﬂ =z
\ F Regular PCR o
20 E 102
HIV-1 >
10 7 Ultrasensitive PCR E
0~ ‘ . - 10
Day 0 7 14 21 28 35 42 49 56 63 70 77 84 91 98 105 112 119 126
Medium
Drug FrTTTHTTTVITFFFFTTTITTIT AT

Cells AAA RAA BUA RAA BU0 AAA BBE BA0 BEE BBL RAA ABL AAA B0L RAA B0 A4

Fig 5. Lasting off-drug antiretroviral activity by deferiprone in isolate-infected, long-term replenished
primary cell cultures. Long-term replenished primary cell cultures were infected with isolate #990,010 on
Day 0 as described [43] and replenished as indicated by arrowheads; on each occasion, half of the culture
was replaced. After one week to establish infection ex vivo (period 1), cultures were treated with 200 pM
deferiprone for one month (period 2), then the drug was withdrawn (asterisk) and the cultures were assayed
for viral copy number during three post-treatment months to monitor for re-emerging productive infection
(period 3). Each p24 value is expressed relative to the respective p24 control on the day of each
measurement. Due to the continuous replenishment with freshly isolated uninfected primary cells, the viability
was consistently above 95% as assessed by computerized trypan blue exclusion. The detection limits of the
HIV-1 RNA assays are indicated. p24 assays: Open circle, HIV-exposed untreated cultures; closed circles,
HIV-exposed cultures, treated with deferiprone. HIV-1 RNA assays: Open squares, HIV-exposed untreated
cultures; closed triangles, HIV-exposed cultures during deferiprone treatment; open triangles, HIV-exposed
cultures after withdrawal of deferiprone; blue, control parameters.

doi:10.1371/journal.pone.0154842.g005

HIV-1 DNA in the untreated controls remained stable at the assay’s maximal signal, which
coincided with maximal HIV-1 RNA levels (Fig 4). Thus, monotherapy with 200 uM deferi-
prone markedly reduced or eliminated HIV-1 DNA in primary cell cultures previously produc-
tively infected with clinical isolate. A similar depletion of HIV-1 infectivity in culture requires
the combination, or the alternating use, of several suppressive antiretrovirals so as to forestall
the selection of drug-resistant escape mutants [51,70,72].

Apoptotic ablation at 200 uM deferiprone (Fig 2A) and the apparently irreversible loss of
HIV-1 DNA due to medicinal ablation of the infected reservoir (Fig 4), suggested that infectiv-
ity would not return even after an extended off-drug period. To test this prediction, we pro-
longed the post-treatment replenishment period from a few weeks to several months, guided
by clinically observed viral rebound delays of up to 50 days after cessation of cART [25,73].
Depending on the particular combination of viral isolate and primary cells (peripheral blood
mononuclear cells [PBMCs)), a reduction of HIV-1 RNA to <10” copies/ml was reached after
2-4 weeks. During variably extended off-drug periods, we monitored for re-emergence of
HIV-1 RNA while replenishing susceptible primary cells to elicit the resumption of on-going
rounds of productive infection. After as many as 87 days off-drug, no re-emergence of HIV-1
RNA synthesis was observed in previously productively infected cultures, despite persistence of
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the PCR signal at the limit of detection in ultrasensitive assays (Fig 5); the DOHH-inhibiting
drug ciclopirox gave similar results at 30 uM [43]. We conclude that the irreversible absence of
productive HIV-1 infection 3 months after withdrawal of 200 uM deferiprone (Fig 5) is com-
patible with the deferiprone-induced preferential apoptotic death of HIV-infected cells (Fig 2)
and thus, the depletion of infective HIV-1 DNA (Fig 4) to the point of causing continued
sterility.

The clinical relevance, if any, of the in vitro HIV-1 DNA reservoir as a model for in vivo
rebound has not been established. Likewise, the biological relevance of drug-triggered apo-
ptosis in cultures of pathogenic cells remains untested and entirely speculative even if such
cells undergo exhaustive molecular studies in vitro. To ascertain the robustness of our pre-
clinical findings, reported for deferiprone here (Figs 1-5) and earlier [28,43-46], we therefore
decided to test this drug’s antiretroviral effect in a proof-of-concept pilot trial of HIV-
infected treatment-naive subjects, who according to then-applicable guidelines [74] were not
yet eligible for cART.

On-drug effectin vivo

The existence of an antiretrovirally effective threshold concentration for deferiprone, between
100 uM and 200 pM in primary cells; their susceptibility to preferential ablation if HIV-
infected; and the lack of rebound upon drug withdrawal (Figs 1-5), informed the design of our
proof-of-concept trial (Supporting Information, S2 Text) guided by the drug’s pharmacology
and toxicology in humans (Supporting Information, S3 and S4 Texts). The particularly steep
dose-effect curve for DOHH inhibition between 100 uM and 200 uM deferiprone (Fig 2C) pre-
dicted a narrow antiretroviral range, consistent with effective suppression of HIV-1 generation
and induction of apoptosis that both require deferiprone at a concentration around 150 uM in
infected T-cell lines [28,43]. We therefore hypothesized the existence of a sharp threshold for
antiretroviral activity in vivo at that concentration of deferiprone. Accordingly, the anticipated
‘all-or-nothing’ antiretroviral effect at that threshold required the proof-of-concept trial to re-
determine deferiprone pharmacokinetics in each study subject, although this drug’s pharmaco-
kinetic and metabolic properties are well-established [75,76]. Only a subpopulation of patients
on oral deferiprone is known to achieve intravascular levels above 150 uM (Supporting Infor-
mation, S3 Text). To minimize the risk of adverse effects (Supporting Information, 54 Text),
deferiprone intake was restricted to a single one-week course of 17 doses (first stage of protocol
S1 in Fig 6). Maximal suppression of HIV-1 RNA in culture is not achieved after one week on
deferiprone (Figs 1, 4 and 5), and therefore this safety decision predicted less than maximal
HIV-1 RNA inhibition in trial subjects.

The primary endpoint of the proof-of-concept trial was the demonstration of on-drug anti-
retroviral activity (first stage S1 of Fig 6), occurring independent of or related to deferiprone
dose administered / deferiprone serum level achieved. Secondary endpoints were i) the discov-
ery of off-drug antiretroviral activity (second stage S2 of Fig 6); ii) the determination of deferi-
prone pharmacokinetics in each trial subject, including the peak serum concentration (Cpax)»
after the ingestion of the first dose on Day 1 (‘entry PK study’ [see Materials and Methods]);
and iii) deferiprone tolerability in HIV-infected hematopoiesis-competent participants with-
out transfusional iron overload. The proof-of-concept trial interpreted the tandem effect
observed in culture, i.e. reduction of HIV-1 RNA on-drug with impairment of viral rebound
off-drug (Figs 1, 4 and 5), as compound biomarker for the apoptotic loss of clinically relevant
HIV-1 DNA-harboring cells in study subjects. This interpretation reflects the fact that two
key parameters can reliably be measured in cell culture, but not in study subjects. These two
parameters are:
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doi:10.1371/journal.pone.0154842.9006

« HIV-1 DNA in vivo. In patients, the various pools of linear or circular, integrated or non-
integrated HIV-1 DNA within diverse cell types, known since 2001 [77], and recently
extended to functional and non-functional proviral genomes with vast predominance of the
latter [78], confound identification of the biologically relevant HIV-1 DNA population(s);
the quantification of host genome-integrated HIV-1 DNA is not yet standardized [79]. We
limited analysis of patient samples to the quantification of HIV-1 DNA-derived RNA under
the assumption that such RNA reflects the clinically important HIV-1 DNA population(s).
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« Apoptosis in vivo. In patients, circulating apoptotic cells have a very short half-life as estab-
lished by the selective pharmacologic induction of apoptosis in a subset of peripheral blood
cells susceptible to the caspase 9-dimerizing drug AP1903, which within minutes causes their
log-scale decline and disappearance [80]. We did not schedule direct measurement of apo-
ptosis induction in, or apoptotic loss of, the HIV-infected cells of peripheral blood.

To provide a comprehensive pharmacokinetic and pharmacodynamic analysis of the proof-
of-concept trial, we evaluated i) the on-drug response of HIV-1 [ODR] in relation to oral dose
intake [ODI] and intravascular drug level [IDL], the latter dichotomized according to threshold
(<149 pM vs. >150 uM); and ii) the off-drug virological findings in relation to drug exposure
during treatment (assessed by IDL) and the HIV-1 response during treatment (assessed as
ODR).

26 consenting individuals, either uninfected or HIV-infected, the latter asymptomatic and
treatment-naive, were enrolled in our double-blind, placebo-controlled dose-finding trial with
extended post-treatment monitoring. The groups of the trial, their baseline HIV-related
parameters, and the disposition of each participant are summarized in Fig 6. The HIV-infected
participants entering the pilot trial took either placebo (N = 4 [placebo group]) or deferiprone,
the latter orally three times per day at 33 mg/kg/dose (N =7 [99 mg group]) or at 50 mg/kg/
dose (N =7 [150 mg group]). These three groups did not differ in pre-trial viral load (P > 0.46)
or spontaneous viral load fluctuation (P > 0.32).

For analysis by ODI, we compared the viral parameters of the three groups. There were no
differences of statistical significance between the groups’ virological response to either placebo
or the two dosages of deferiprone, whether on-drug for one week (P > 0.15) or off-drug for 4
and 8 weeks (P > 0.36). Among protocol-completing subjects, 66% in the 99 mg group and
25% in the 150 mg group showed no viral load change, indicating that each deferiprone group
contained both responders and non-responders (Fig 6). The entry PK study revealed that
within the 99 mg group, the oral dose-generated c,,.x values differed by a factor of 6 (range,

53 uM to 314 uM), and within the 150 mg group by a factor of 2 (range, 128 uM to 285 M
(Fig 7)). This result confirms that after identical oral dosing, intravascular concentrations of
deferiprone vary markedly, attributed to genetic factors [81,82] and likely involving additional
intra-individual variables, such as food effect on deferiprone absorption [83]. Since the intra-
vascular concentration of a drug relates more directly than oral dose to its concentration at the
target site and thus the biological response [84], the observed heterogeneity foils any statistical
analysis of the relationship between oral doses of placebo / deferiprone and viral load. The ODI
analysis revealed, however, that the within-subject variability of HIV-1 RNA among placebo
subjects remained in the range of spontaneous viral load fluctuations, expected [85,86] and
pre-trial established at +£0.2 log; copies/ml, whereas in the two medicated groups, the within-
subject variability of HIV-1 RNA reached -0.45 log;, in the 99 mg/kg group and -0.53 log; in
the 150 mg group after the one-week treatment. Since a 0.5 log;q decrement in HIV-1 RNA
corresponds to an additional 2 years of AIDS-free survival and a 0.3 log;, decrement reduces
the annual risk of progression to AIDS-related death by 25% [87,88], the measurements sug-
gested biological significance.

For analysis by IDL, subjects were dichotomized into two sets based on the attainment dur-
ing the entry PK study of the postulated threshold concentration for deferiprone in serum
(<149 uM vs. >150 uM), whatever a subject’s actual oral dose intake. The cohort that achieved
Cmax =150 pM deferiprone on either dosage, demonstrated a modest intra-cohort response
(ICR) after the one-week treatment (Fig 7) and averaged a decrement of -0.27 log;, (Group A:
95% CI, -0.05 to -0.49 log; [N = 7]) whereas the <149 pM cohort averaged +0.17 log;, (Group
B: 95% CI, +0.03 to +0.31 log;o [N = 4]). The intercohort difference (ICD) between Group A
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Fig 7. Threshold concentration-dependent, acute HIV-1 suppression by deferiprone in treatment-naive HIV-
infected subjects. Color-coded curves on left: Deferiprone levels in serum after the first oral dose, shown for each
subject. In Group A (top left), serum levels rose to >150 pM (Y), the hypothesized threshold we defined on the basis of cell
culture results detailed in the text (see also Fig 1). In Group B (bottom left) serum levels remained at <149 uM (X). Color-
coded straight lines on right, within S1: HIV-1 RNA levels in plasma, shown for each subject in Group A (top) and in Group
B and Group C (bottom). Group C extends the definition of ‘below the threshold’ to include the subjects on placebo. For
each subject, viral load is shown immediately before the first dose of deferiprone on Day 1 (A and C) and after the last
dose of deferiprone on Day 7 (B and D). The one-week treatment period is designated as AB for Group A, and as CD for
Groups B and C. The intra-cohort response (ICR) to treatment is analyzed as the group’s 95% confidence interval (Cl)-
limited average of its subjects’ logo-transformed viral load on Day 7 (B and D) relative to Day 1 (A and C); this averaged
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CD inter-cohort log4 differences (ICDs) are indicated. Note that in Group A, after the first dose only Subject 2 and Subject
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22 achieved Crmax >275 UM; subsequently Subject 2 discontinued oral intake on Day 5 (after the 13™ dose) and Subject 22
discontinued oral intake on Day 3 (after the 7" dose), as indicated by their white line segments in S1 (see Resullts for
clinical details). S1, first stage (‘treat’) of protocol; closed colored symbols and thin lines, intake of 33 mg/kg orally
(Subjects 1,2, 5, 4, 6, 8, 41 [99 mg/kg total daily dose]); closed colored symbols and bold lines, intake of 50 mg/kg
(Subjects 19, 20, 22, 24 [150 mg/kg total daily dose]); open symbols and black lines, placebo (Subjects 7, 18, 23).

doi:10.1371/journal.pone.0154842.9007

and Group B was thus 0.44 log;, (P = 0.0085). This divergence remained robust (P = 0.025)
even if the <149 pM group was defined as ‘below the threshold, unaffected by medication’ so
as to include the placebo recipients (Group C: +0.07, 95% CI -0.05 to +0.19 log;o [N = 7]). The
spontaneous pre-treatment fluctuations of viral load in the subjects of Group A, Group B, and
Group C were not significantly different (P > 0.15).

Analysis of the two treatment groups revealed that in the 99 mg group (Fig 7, thin lines), all
7 HIV-infected persons completed the pharmacokinetic and viral load assessments of the one-
week treatment. There was no virological decrement in those who did not achieve the
>150 uM threshold (Subjects 4, 6, 8: ICR = +0.23 log; [95% CI, +0.10 to +0.36 log;,]), whereas
in those who did and had a viral response (Subjects 1, 2, 5), the ICR averaged -0.36 log;, (95%
CI, -0.23 to -0.49 log;), giving an ICD of 0.59 log;o (P = 0.004). This emphasizes the significant
heterogeneity in achieving threshold and viral response at this dosage. By contrast, in the 150
mg group (Fig 7, bold lines), only 4 of the 7 HIV-infected persons completed the threshold and
viral response assessments of the one-week treatment; 3 individuals (Subjects 17, 21, and 317)
failed to complete due to disruptions caused by intolerance of the high-dose regimen (see
below). Among the remaining 4 persons (Subjects 19, 20, 22, 24), those who achieved the
threshold concentration of deferiprone (entry PK study ¢y,.x >150 uM: Subjects 20, 22, 24)
showed an acute decline of the ICR, which averaged -0.39 log;o (95% CI, -0.19 to -0.59 log,);
Subject 19, whose ¢,,.x was 128 M, had a change in viral load of +0.02 log; during the one-
week treatment and thus, had no viral load decline (Fig 7).

In summary, the ICR decrement for responders in either the 99 mg group or the 150 mg
group was indistinguishable (-0.36 log vs. -0.39 log). In the 99 mg group, 4 of 7 subjects had
serum Cp,,x concentrations above the threshold; in the 150 mg group, this fraction increased to
3 of 4 at the expense of markedly reduced tolerability (see below). Increasing the amount of
oral deferiprone did not enhance HIV-1 RNA decrement nor secure achievement of a tolerated
threshold concentration. The pharmacokinetic findings (Supporting Information, S1 Table)
suggest that, whatever the amount of oral deferiprone, serum ¢, related the drug’s antiretro-
viral activity to the drug’s tolerability by the following approximations: below 150 uM, no effect
on viral load (Fig 7: Subjects 4, 6, 8, and 19); between 150 uM and 275 uM, effect on viral load
not limited by tolerability (Fig 7: Subjects 1, 5, 20, 24); above 275 uM, effect on viral load lim-
ited by tolerability (Fig 7: Subjects 2 and 22 [see below]). An effective and tolerable regimen of
oral deferiprone may have to achieve a serum ¢, of more than 150 puM, but less than 275 uM.

By categorical data analysis, viral response relative to deferiprone threshold (cpax >
150 uM) among the 11 HIV-infected persons who passed the one-week treatment and the
entry PK study, was statistically significant (two-sided Fisher’s exact test: P = 0.0152). Specifi-
cally, 6 of the 7 subjects who did achieve this threshold also did show a decline in viral load
(Group A, Fig 7), whereas the 4 subjects who did not achieve this threshold (Group B, Fig 7)
also did not show a decline in viral load. This result delineates the in vivo contingency between
deferiprone threshold and viral response. It also conforms to the cell culture-based finding of
an antiretrovirally effective threshold at or around 150 uM deferiprone (Fig 1).
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Off-drug effectin vivo

The cell culture experiments suggested that the DOHH inhibitor deferiprone, like the DOHH
inhibitor ciclopirox [43], associates with lack, or lower levels, of HIV-1 rebound long after drug
discontinuation (Figs 1, 4 and 5). To assess viral rebound in vivo after the 7 day treatment
period (S1 in Fig 6), HIV-1 RNA was measured in the HIV-infected deferiprone-treated volun-
teers 28 and 56 days post drug cessation (S2 in Fig 6). These off-drug viral load data were
assessed in relation to i) the deferiprone threshold on treatment (IDL-based analysis); and ii)
the HIV-1 response on treatment (discontinuation trial design [DTD]-based analysis).

In the IDL-based analysis, we extended the on-drug segregation per the hypothesized
threshold, specified in Fig 7, to the end of the eight-week off-drug monitoring period. In Group
A, who had achieved the threshold, the ICR after 7 days on-drug averaged -0.27 log;o (95% CI
-0.05 to -0.49 log;) and at the end of 8 weeks off-drug averaged -0.28 log;o (95% CI -0.11 to—
0.45 logy ). These values did not differ (P = 0.95) and thus lacked change-over-time, i.e.
rebound. In the threshold-failing Group B, the ICR after 7 days on-drug was +0.17 log;o (95%
CI +0.03 to +0.31 log;) and at the end of 8 weeks off-drug was +0.24 log;, (95% CI +0.07 to
+0.41 log; ). Accordingly, the ICD between Group A of Fig 7 and Group B of Fig 7 was 0.44
log;o (P =0.009) after one week on-drug; after 8 weeks off-drug, the ICD was 0.52 log;,

(P =0.003).

In the DTD-based analysis, findings are independent of any hypothesis. DTD has been
widely used, for instance in neurology [89], rheumatology [90], orthopedics [91], and oncology
[92], to validate trial outcomes that emerged on-drug but are maintained off-drug. DTD
employs a two-stage assessment that stratifies long-term treatment results according to ‘effect
of treatment’ coincident with initial drug intake, whatever the cause(s) of such ‘response’
[93,94]. Accordingly, the first DTD stage is the 7 day treatment period, HIV-1 RNA being mea-
sured before the initial and after the last dose (S1 panel on left of Fig 8). The second DTD stage
is the 8 week observation period (S2 panels on right of Fig 8), during which the subjects, who
no longer received deferiprone, are dichotomized according to present or absent viral load
decrease at the end of the first stage, irrespective of the reason for such ‘decrease’ or ‘no
decrease’ (imprecision of HIV-1 RNA assay, viral load variability, intercurrent immune event,
life style effect, unnoticed error of sample handling or medication, drug action, peculiarity of
food intake or metabolism, etc.). Outcome during the second stage is monitored separately in
the ‘decrease’ and the ‘no decrease’ cohorts, to avoid diluting any off-drug effect or benefit,
should they exist (separation of the upper vs. the lower S1 -S2 panels in Fig 8). At the end of
the first stage (S1 in Fig 8), the ICD between the ‘decrease’ cohort (N = 6) and the ‘no-decrease’
cohort (N = 5) was 0.58 log;o (P = 0.0001 [‘decrease’ cohort ICR: -0.37 log; 4, 95% CI -0.26 to
-0.48 log;o; ‘no-decrease’ cohort ICR: +0.21 logy9, 95% CI +0.08 to +0.34 log;,]). This ICD was
sustained to the end of the second stage (S2 in Fig 8): After 8 weeks off-drug, ICD was 0.48
log;o (P =0.008 [‘decrease’ cohort ICR: -0.31 logo, 95% CI -0.11 to -0.51 log;; ‘no-decrease’
cohort ICR: +0.17 log;9, 95% CI -0.02 to +0.36 log;,]). In the ‘no-decrease’ cohort, the level of
HIV-1 RNA averaged 4.53 log,, initially, 4.74 log, after 7 days, 4.83 log;, after 4 weeks, and
4.70 log;, after 8 weeks. In the ‘decrease’ cohort, the level of HIV-1 RNA averaged 4.90 log;,
initially, 4.53 log; after 7 days, 4.44 log;, after 4 weeks, and 4.52 log; after 8 weeks, suggesting
a distinct and consistent difference in viral load from baseline (pre-treatment) to the end of
medication at 7 days, and persistent from there to 4 weeks and 8 weeks off-drug.

In the ‘decrease’ cohort, Subject 2 (99 mg group) achieved a ¢y, 0f 314 uM and Subject 22
(150 mg group) achieved a cy,y 0f 285 UM, the highest serum ¢, levels measured during the
trial (Fig 7). Subject 2 took 13 of the scheduled 17 doses, then had to stop drug intake on Day 5
of the first stage, and was withdrawn from entering the second stage due to Grade 3
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Fig 8. Persistent HIV-1 suppression after deferiprone cessation in treatment-naive HIV-infected subjects. Discontinuation trial design (DTD) is used
to analyze long-term rebound following HIV-1 RNA—based segregation into a ‘Decrease’ and a ‘No decrease’ cohort, defined by viral load post-drug on
Day 7 relative to viral load pre-drug on Day 1. S1, first stage of protocol (one-week treatment); S2, second stage of protocol (eight-week observation). Left:
HIV-1 RNA levels in each trial subjectimmediately before and after the one-week treatment period (S1). Subject 22 discontinued oral intake on Day 3 (after
the 7" dose) and Subject 2 discontinued oral intake on Day 5 (after the 13" dose), as indicated by the white line segments (for clinical details, see Results).
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Right: Presence or absence of a decrease in HIV-1 RNA after the one-week treatment period (S1) segregates subject into the two subsets for the eight-
week observation period (S2). Horizontal arrows (at C in S2 of upper panel) delineate the pre-drug viral load on Day 1 (at A in S1 of upper panel), color-
coded to an individual’s post-drug viral load on Day 35 and Day 63 (28 and 56 days after drug cessation). Subject 2 did not enter S2 analysis. Subject 22 did
enter S2 analysis and reacquired the pre-medication viral load at 4 weeks post-treatment, verified at 8 weeks post treatment (open circles, S2 of upper
panel). A and D, HIV-1 RNA copies immediately before the intake of the first dose of deferiprone on Day 1; B and E, HIV-1 RNA copies immediately after
the last dose of deferiprone on Day 7; C and F, HIV-1 RNA copies on Day 63 of protocol, i.e. day 56 off-drug. Two-letter combinations indicate the period of
the intra-cohort response (ICR). Extent and significance of the inter-cohort differences (ICDs) are indicated for the identified periods.

doi:10.1371/journal.pone.0154842.9008

transaminase elevation (see Tolerability); Subject 22 discontinued treatment on Day 3 of the
first stage, having ingested just 7 of 17 doses scheduled (see Tolerability), yet entered into and
completed the second stage. We therefore elected Subjects 1 and 5 (99 mg group) and 20 and
24 (150 mg group) as regimen-compliant responsive sub-group of the ‘decrease’ cohort and
analyzed this sub-group for reacquisition of the pre-treatment viral load level. Relative to the
pre-treatment level of this sub-group, the ICR was -0.40 log, after 7 days on-drug (95% CI
-0.27 to -0.53 log;) and -0.38 log, after 8 weeks off-drug (95% CI -0.20 to -0.56 log;,), indicat-
ing lack of rebound. This ‘decrease’ sub-group completed intake of all 17 doses, like the regi-
men-compliant ‘no-decrease’ cohort. Between these two sets of equally medicated, yet drug-
response divergent subjects, the ICD after Day 7 on-drug was 0.58 log;, (P = 0.001) and after 8
weeks off-drug was 0.61 log; (P = 0.003). These two sets had not shown statistically significant
differences in pre-treatment viral load (P > 0.67) or pre-treatment spontaneous fluctuations of
the viral load (P > 0.25). In summary, analysis either by attainment of the deferiprone thresh-
old, ignoring viral load, or by change of the HIV-1 RNA, ignoring drug level, identified a
responsive cohort that, after just 17 doses of deferiprone, retained the on-drug reduction of
HIV-1 RNA for 8 weeks after discontinuing deferiprone, i.e. for over 670 times this drug’s
approximately 2-hour half-life in peripheral blood [81]. 8 weeks is the period when, after the
complete stop of medication with cART, rebound to pre-treatment levels of HIV-1 RNA has
occurred in all patients [25-27,73,95,96]. Such rebound after cART occurs rapidly from pro-
foundly low copy numbers, whereas the deferiprone-responsive cohort did not reacquire the
pre-treatment viral load despite the substantial copy number remaining. We conclude that
after just one week of treatment, a small molecule, exemplified by deferiprone, can achieve a
long-lasting off-drug antiretroviral effect linked to its on-drug clinically relevant decrement of
HIV-1 RNA.

Tolerability of deferiprone in HIV-infected subjects

The proof-of-concept trial required that deferiprone, approved for treatment of transfusional
iron overload in patients with thalassemia syndromes, be ingested by individuals who, like the
vast majority of HIV-infected patients, do not have transfusional iron overload, i.e. excess tis-
sue-stored iron that binds deferiprone and buffers its systemic levels. Since we were dosing a
population with previously untested tolerance for deferiprone, the exploratory trial of this
orally administered drug was conducted under uninterrupted medical observation and stan-
dardized conditions, e.g. uniform diet to minimize confounding food effects, in a specialized
in-patient research unit for Phase I protocols. In-unit supervision lasted for the entire one-
week duration of deferiprone ingestion (first stage of protocol S1 in Fig 6), which was inten-
tionally restricted to the oral intake of in total just 17 doses. After discharge from the research
unit, outpatient follow-up occurred at 4 weeks and 8 weeks (second stage of protocol S2 in Fig
6). Adverse events—primarily hematologic, gastrointestinal, and hepatobiliary toxicity—were
consistent with those observed in 642 deferiprone-treated iron-overloaded patients in clinical
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trials (Fig 6 and Supporting Information, S4 Text). Using drug toxicity grading criteria pro-
posed by NIH [97,98], we defined the following tolerability profile:

In the 99 mg group (N = 7), comprising asymptomatic HIV-infected persons, 2 experienced
elevations of transaminases (Grade 3 and Grade 2 [97]) and y-glutamyl transpeptidase
(Grade 1 and Grade 2, respectively [98]) at the end of the treatment week (first stage of proto-
col S1 in Fig 6). This led to the removal of the person with Grade 3 transaminase elevation,
i.e. Subject 2 (serum ¢, 314 uM [Fig 7]), from the subsequent part of the trial (second stage
of protocol S2 in Fig 6); there were no further withdrawals. Thus, 86% of enrollees in the 99
mg group completed the study.

In the 150 mg group (N = 13), 4 of 7 asymptomatic HIV-infected and 2 of 6 HIV-uninfected
persons experienced a rise in serum liver enzymes. The four asymptomatic HIV-infected per-
sons had elevations of transaminases (three Grade 2 and one Grade 4 [97]); among those, the
one person with Grade 4 elevation, i.e. Subject 22 (serum ¢, 285 pM (Fig 7)), and one of
the persons with Grade 2 elevation (Subject 24), experienced in addition a Grade 2 elevation
of y-glutamyl transpeptidase [98]. The subject with Grade 4 transaminase elevation and
Grade 2 y-glutamyl transpeptidase elevation (Subject 22) also experienced agranulocytosis
(Grade 4 absolute neutrophil count), and medication was discontinued on Day 3 of the one-
week treatment (S1 in Figs 6-8), i.e. after the seventh oral dose. The liver function abnormal-
ity in Subject 22 and Subject 24 corrected spontaneously within one week off-drug, as did the
neutrophil count in Subject 22 within two weeks off-drug, and both stayed on protocol. Sub-
ject 317 displayed a heart rate-corrected QT interval of 441 ms at baseline, before intake of
drug, and was categorized as being at borderline risk for sudden cardiac death (431-450 ms
[99]). This person experienced a 50 ms increase to 491 ms (Grade 2 QTc prolongation [97])
during the first stage of protocol and was withdrawn. Electrocardiograms obtained for several
days after the end of drug intake, i.e. after exceeding the drug’s short half-life in peripheral
blood [81] by a factor of > 14, showed an off-drug rate-corrected QT interval of up to 488
ms, categorized as abnormal [99]. A dedicated trial to assess QT interval prolongation by
deferiprone, completed as part of the post-marketing requirements for the FDA’s accelerated
approval of deferiprone (Ferriprox™) and of the FDA’s general emphasis on clinical evalua-
tions of the proarrhythmic potential of non-antiarrhythmic drugs (“Thorough QT/QTc
Study’ [100]), established that at the doses studied here (33 and 50 mg/kg), deferiprone did
not prolong the rate-corrected QT interval (F. Tricta et al., unpublished data). In view of this
result and the subject’s abnormally long QT interval at baseline, it is likely that the emergence
of a QT prolongation in this subject during the first stage of the protocol was not causally
linked to the medication. In summary, 3 of the 7 HIV-infected enrollees were removed from
the study at the end of the one-week treatment (Fig 6), without further attrition, resulting in
57% protocol completion in those with HIV infection. Among the HIV-uninfected persons
on 150 mg/day, the rise in serum liver enzymes in the two subjects (Subject 9 and Subject 12)
consisted of Grade 1 transaminase elevation, and both withdrew consent on or before Day 4
of the one-week treatment. Overall, 61% of enrollees in the 150 mg group completed the
study (Fig 6, S2 Fig).

In the placebo group (N = 6 (Fig 6)), one of the four HIV-infected consenting volunteers
(Subject 3) developed an adverse event, infection of the genitourinary tract, and exited the
trial. The remaining three HIV-infected and the two uninfected healthy volunteers com-
pleted the trial.

One HIV-uninfected person experienced convulsive episodes at 6 and 8 days after the end of
deferiprone treatment. The chemistry and cytology of the cerebrospinal fluid, parameters of
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iron status, and platelet counts were all within normal limits; a CT scan of the brain was read
as “mild swelling without any structural anomalies”, and there were no other episodes during
close follow-up.

We conclude that an increase in the total dose ingested per day, from 99 mg/kg to 150 mg/kg,
markedly reduced the tolerability of the drug in HIV-infected and in uninfected persons. Of
note, the frequency and severity of adverse reactions, which in iron-overloaded patients are man-
ageable at the FDA-approved oral dose range of < 99 mg/kg daily, should be expected to increase
in HIV-infected persons, who usually are not iron-overloaded.

Discussion

Strategies for the discovery of antiretroviral drugs generally pursue maximal antiretroviral and
minimal cytotoxic activity, thus decreasing HIV-1 RNA in peripheral blood without damage to
cells that harbor HIV-1 DNA: a defensive mode-of-action, limited to viral suppression. Regula-
tions for anti(retro)viral product development in the United States and the European Union
require that at concentrations achieved in vivo, an investigational product must block produc-
tion of virions without ‘cytotoxicity’ to the cells in which its anti(retro)viral activity is deter-
mined [101,102]. We therefore reasoned that any attempt to deplete HIV-infected cells, and
thus HIV-1 DNA, must rely on established medicines proven safe and effective in patients
when used for indications other than retroviral infection and thus, must proceed by drug-
based lead discovery, or DBLD. A medicine already in clinical use, such as deferiprone or ciclo-
pirox, offers a unique opportunity to apply this approach, which explicitly and ethically pur-
sues the ablation of virally infected cells via ‘cytotoxicity’, for instance by the intentional
induction of their apoptotic death. To qualify as a pioneer for such therapeutic reclamation of
apoptotic proficiency, or TRAP [28,43,45], a medicine should reduce HIV-1 RNA and HIV-1
DNA in vitro, and in culture control HIV-1 rebound after drug cessation; and be available and
approved for systemic administration, to facilitate a proof-of-concept trial that probes the
robustness of any preclinical findings.

Of note, such a proof-of-concept pilot trial, limited to the in vivo exploration of just a few
specific preclinical aspects of the pioneer drug, does not suffice to establish any clinical benefit
and must not be allowed to inform any healthcare decisions under whatever circumstances. A
pioneer drug employed for DBLD, such as deferiprone in this work, has merely a side-activity
that at best identifies a novel therapeutic principle for further research to develop clinical regi-
men and optimize chemical properties.

The pioneer drug deferiprone

Deferiprone, first reported as synthesized in 1970 [103], was not systematically studied until
after 1985 for therapeutically relevant iron decorporation in patients suffering from thalasse-
mia major [104], a condition in which lifesaving transfusion therapy causes life-threatening
iron overload and organ failure. Prior to iron decorporation, 30% of thalassemics died by age
20, and 60% by age 30, just from the consequences of iron overload-initiated heart disease
[105]. Iron decorporation by a medicinal chelator therefore constitutes an essential part of
these patients’ treatment, particularly if the decorporation drug can contact the intra-cellular
excess iron, like the membrane-permeant and orally active deferiprone [106]. Prospective
multicentered randomized long-term trials (e.g. [107]) established a remarkable survival bene-
fit for thalassemics on deferiprone as monotherapy or when co-administered with the medici-
nal chelators deferoxamine (Desferal™) or deferasirox (Exj ade™) [108-110]. Introduction of
deferiprone coincided with steeply reduced mortality of thalassemic patients in Cyprus [111],
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Italy [109], and the United Kingdom, where their rate of death from iron overload decreased
by 71% [112]. As a medicinal chelator for iron decorporation in thalassemics, deferiprone was
approved by the European Medicines Agency in 1999 [75] and by the Food and Drug Adminis-
tration in 2011 [76], and currently is used for that indication in more than 60 countries.

In humans, deferiprone is metabolized by glucuronidation of the OH-moiety at C3, almost
exclusively catalyzed by UDP glucuronosyltransferase 1A6 (UGT1A6) [82]. This conjugation
facilitates hepatorenal clearance and terminates the drug’s bidentate interaction with iron. In
vitro, genetic variants of UGT1A6 display a wide spectrum of deferiprone turnover (up to 70%
lower velocity or no activity at all) and are able to inhibit isoforms of the enzyme. Pharmacoki-
netic studies of these isoforms, using a fixed single-oral-dose of deferiprone in genetically
typed subjects, revealed modestly heterogeneous pharmacokinetics, differing by up to 35% in
peak serum concentration (cy,y) and by 38% in total drug exposure over time (AUC, _ ) [81].
Thus, it is not surprising that on the same oral dose and regimen some trial subjects achieved
the threshold of >150 uM while others did not. Of note, macrophages express several UGT iso-
forms, including UGT1AG6, at activities that are many times higher than in liver, consistent
with the chemical detoxification of xenobiotics by these frontline phagocytes [113]. The antire-
troviral implications of accelerated in situ clearance of deferiprone within HIV-infected macro-
phages are under investigation.

The antiretroviral target hypusine

Atleast 21 structurally very diverse compounds are known to inhibit the hypusine pathway
with antiretroviral effect, targeting five different enzymes that catalyze i) the formation of deox-
yhypusyl-eIF5A or hypusyl-eF5A; ii) the formation of spermidine, required for deoxyhypusyl-
elF5A and thus hypusyl-eIF5A synthesis; and iii) the formation of methionine-related precur-
sors, required for spermidine synthesis (Fig 9). Among the targeted enzymes, the inhibition of
DOHH is unique for the slope of its steep dose-effect curve: A mere doubling of the inhibitor
concentration, from 100 uM to 200 puM in case of deferiprone (Fig 2C), achieves transition
from absent to maximal suppression, whereas the same transition in the other four enzymes—
DOHS, ornithine decarboxylase, S-adenosylmethionine decarboxylase, and S-adenosylhomo-
cysteine hydrolase—requires a log-scale increase of inhibitor concentration [114-121]. This
steepness of the dose-effect curve is evidence for an unusual mode of DOHH inhibition that
was noticed early. All currently known antagonists of elF5A hydroxylation were identified by
first modeling the structural and functional architecture of the active site of DOHH, then pre-
dicting inhibitory molecules and confirming their activity by targeted testing [32,122-124].
This approach relied on the stereochemical concept conceived for the rational identification of
inhibitors of collagen hydroxylation [29,30,38] and on reagents originally developed to resolve
the structural and functional architecture of the active site of prolyl 4-hydroxylase (P4H)
[31,33,35-39]. Mapping of DOHH with iron-interacting substrate-like peptides designed for
probing P4H and related MIDOs [29], revealed the position of the DOHH catalytic iron center
to be deep inside the apoenzyme yet connected to the peptide binding site, topologically
defined as C2 of the substrate residue, by an access-gating narrow ‘tunnel’ at least 12 A long
[32]. This peculiar architecture, which imparted a steep dose-effect curve on bidentate chelat-
ing catecholpeptides [32], was recently noted to be in remarkable agreement with the 1.7 A
crystal structure of human DOHH that resolves the localization of its catalytic iron center and
the architecture of its active site [125]. The steep dose-effect curve for DOHH inhibition thus
reflects the structural uniqueness of DOHH itself.

A steep dose-effect curve for DOHH inhibition is also seen with other uncharged bidentate
chelating structures of catechol-like stereochemistry, such as ciclopirox [43] and deferiprone
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Fig 9. The cellular hypusine pathway and proline cluster-containing proteins (PccPs) of HIV-1:
Spectrum of antiretroviral activity. The antiretroviral consequences of hypusine pathway inhibition are
conceptualized into two categories: i) inhibition before deoxyhypusyl-elF5A formation (green symbols),
which causes lack of hypusyl-elF5A due to deoxyhypusyl-elF5A depletion and results in HIV-1 suppression;
and ii) inhibition after deoxyhypusyl-elF5A formation (red symbols), which causes lack of hypusyl-elF5A
despite deoxyhypusyl-elF5A accumulation and results in HIV-1 ablation. DOHH blockade in primary cells, if
they are HIV-infected, coincides with enhanced deoxyhypusyl-elF5A accumulation jointly with their
preferential apoptotic death (Fig 2B and 2A, respectively; also [28,43]), incurring loss of HIV-1 protein, HIV-1
RNA, and HIV-1 DNA (Figs 1 and 4) in an irreversible manner (Fig 5). A, antiretroviral effect by inhibition at
the level of ornithine decarboxylase [117]; B, antiretroviral effect by inhibition at the level of S-adenosyl-L-
methionine decarboxylase [114,117,118,121]; C, antiretroviral effect by inhibition at the level of S-adenosyl-
L-homocysteine hydrolase [119,120]; D, antiretroviral effect by inhibition at the level of deoxyhypusyl
synthase [115,116]; E, antiretroviral effect by inhibition at the level of deoxyhypusyl hydroxylase (Figs 1-5
and S1 Fig; and refs. [28,43-46,59]). Proline (P) clusters are defined as (P), type, with n>2; or as (PxP),,
type, with x<2 and n>1; or any combination of these two types, e.g. PxPxxPP. The nhumbering of residues in
the HIV-1 PccPs follows the reference genome for HIV-1 (HXB2, accession K03455 [187]). AdoHcy, S-
adenosyl-L-homocysteine (SAH); SAM, S-adenosyl-L-methionine (AdoMet); dcSAM, S-3-aminopropyl-5'-
methyl-thioadenosine; Ado, adenosine; Hey, L-homocysteine. P, genetically encoded peptidyl proline within
the specified viral PccPs; x, a genetically encoded amino acid residue other than peptidyl proline; n.d., not
determined.

doi:10.1371/journal.pone.0154842.g009

(Fig 2C). Steep dose-effect curves expose an anomalous relationship in the drug-target interac-
tion as most of the target readily binds drug for maximal response over a minimal increase of
dose [126]. This indicates a threshold, or breakpoint, concentration above which such inhibi-
tors of DOHH, though merely able to target its catalytic di-iron center, were shown to destroy
binding of the eIF5A substrate by DOHH [46]. These inhibitors were proposed to pass the gat-
ing restriction of the enzyme’s narrow ‘tunnel’, physically enter the catalytic chamber, extract
its di-iron center, and cause active site re-folding incompatible with substrate binding [46].
The breakpoint concentration for DOHH inhibition applies to antiretroviral activity, as noted
for the deferiprone threshold between 100 uM and 200 uM in HIV-infected cell lines [28],

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 21/45



@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

HIV-infected primary cells (Fig 1), and HIV-infected trial subjects (Fig 7), and similarly noted
for the ciclopirox threshold between 10 uM and 20 uM in HIV-infected cell lines and HIV-
infected primary cells [43].

The mechanisms that secure re-appearance of active DOHH, by re-synthesis and/or re-
metallation of apoenzyme [127], are under investigation. In culture, the recovery of catalytic
DOHH after removal of inhibitory 3,4- or 1,2-HOPOs and re-supply of iron is fast, as is the re-
emergence of the previously HOPO-blocked biological effect [44,124]. The model for inhibi-
tion of the hypusine pathway that we currently consider as integrating the pharmacokinetic
(PK) and pharmacodynamic (PD) effects of uncharged bidentate chelating structures with cat-
echol-like stereochemistry, exemplified by the drugs deferiprone and ciclopirox, integrates the
threshold-imposed dichotomy as follows: Above the threshold concentration (about 150 pM
for deferiprone (Fig 2C) and about 15 pM for ciclopirox [43]), these DOHH inhibitors cause
loss of the catalytic iron center jointly with loss of substrate binding [46]; below the threshold,
they do not inhibit hypusine formation nor suppress its biological role, but restrict the bioavail-
ability of iron for rapid (re)metallation, i.e. supra-threshold peaks inactivate DOHH, infra-
threshold troughs suffice to delay DOHH recovery. This PK-PD model allows for mathemati-
cal simulations, produces testable predictions, and has implications for the study of deferiprone
and ciclopirox as inhibitors of eIF5A hydroxylation in other clinical conditions known to
involve hypusine formation, such as cancer [128-131] and parasitic diseases (e.g. [132,133]).

The antiretroviral profile of deferiprone

The primary cell culture system we developed [43] relies on repetitive replenishment (Figs 1, 4
and 5) to produce HIV-1 RNA amounts that stabilize at a self-sustaining level of 10° copies/ml
[43], indicating on-going rounds of infection and continuous HIV-1 production at a steady
rate, as in patients [134]. The p24 / HIV-1 RNA ratios were equivalent to those found in
patients [135]. The kinetics of inhibition depended on the isolate, the particular isolate-PBMC
combination, and the drug concentration. Long-term cell culture experiments with deferiprone
were repeated at least two times, usually in parallel with another eIF5A hydroxylation inhibitor
such as ciclopirox to guard against inconsistency between eIF5A hydroxylation inhibitor-test-
ing experiments that might arise from replenishment with primary cells from genetically
diverse donors; as a consequence, results obtained with different eIF5A hydroxylation inhibi-
tors follow identically timed replenishment protocols and show identical overall duration
(comp. Fig 5 herein with Fig 7 of ref. [43]). Our primary cell culture system also models HIV-1
rebound from infra-threshold concentrations of deferiprone (1), closely paralleling in vivo
observations in the wake of cART interruptions with regard to the kinetics of the HIV-1 RNA
resurgence (log;, +0.2 copies/ml/day [73,95,96]) and the closely correlated p24 increase [136].
Similar to our in vitro findings (Fig 1), post-treatment rebound of HIV-1 in vivo may exceed
the pre-treatment levels of p24 [137-139] and HIV-1 RNA [96,140-142]. Limiting or eliminat-
ing this post-treatment rebound of HIV-1, as in Figs 1, 4 and 5, addresses a major obstacle to
the ‘cure for HIV-AIDS’, and therefore we identify the ablation of HIV-infected cells by medic-
inal induction of apoptosis as a strategic goal. Of note, the post-treatment lack of recrudescent
HIV-1 replication in the presence of persistent low-level PCR signals for HIV-1, as reported
here for the DOHH inhibitor deferiprone (Fig 5) and earlier for the DOHH inhibitor ciclopirox
[43], has been interpreted as a decline of infective cells to a degree that equals a functional
‘cure’ [9].

The DOHH-catalyzed formation of the hypusine residue within eIF5A modulates apoptosis
induction (e.g. [28,43]), but the molecular pathways involved and the roles of lysyl-, deoxyhy-
pusyl-, and/or hypusyl-eIF5A remain to be determined. Deferiprone caused not one, but two
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reversals of hypusine formation within eI[F5A: absence of the otherwise predominant hydroxyl-
ated form (hypusyl-eIF5A, assessed as hypusine (Fig 2B)) and predominance of the otherwise
absent unhydroxylated form (deoxyhypusyl-eIF5A, assessed as deoxyhypusine (Fig 2B)).
Hypusyl-eIF5A disappeared uniformly in uninfected and HIV-infected cells (Fig 2B); its lack
in infected cells caused inhibition of HIV-1 RNA and HIV-1 protein production, as shown for
deferiprone in HIV-infected cell lines [28,43,46] and in HIV-infected primary cells (Figs 1, 4
and 5). Deoxyhypusyl-eIF5A accumulated differentially, being distinctly higher in HIV-
infected than in uninfected cells exposed to the same DOHH inhibitor, as shown in Fig 2B for
representative results with 200 uM deferiprone. Of note, other DOHH inhibitors ablative for
HIV-infected cells, such as ciclopirox [43], likewise cause statistically significant excess of deox-
yhypusyl-eIF5A in single-donor in vitro HIV-infected primary cells relative to their uninfected
counterparts, indicating that the effect is not a peculiarity of deferiprone (H.M. Hanauske-
Abel, unpublished data). Deferiprone and ciclopirox trigger collapse of the mitochondrial
membrane potential AV that is significantly more pronounced in HIV-infected than in unin-
fected cells [43]. An early event in apoptotic death, A collapse has been related to hypusine-
deficient eIF5A [60]. The HIV-1 enhancement, upon DOHH inhibition, of both deoxyhypu-
syl-eIF5A accumulation and AW collapse, as well as the deoxyhypusyl-eIF5A—AY interrela-
tion, are being studied. The repeated observation that deferiprone-triggered DNA
fragmentation continues off-deferiprone for extended periods in HIV-infected cells (Figs 1 and
4, red line segments) suggests that the drug engages an apoptogenic mechanism that can drive
the ablative process in the absence of drug.

We recently proposed that DOHH inhibition, with the ensuing accumulation of deoxyhy-
pusyl-eIF5A in cells, would decrease their apoptotic threshold; and that the concomitant loss
of hypusyl-eIF5A, which in HIV-infected cells disrupts expression of anti-apoptotic HIV-1
genes, would release the innate defense-by-apoptosis of infected cells and thus cause their pref-
erential ablation, facilitated by the lowered apoptotic threshold that uninfected cells tolerate
(TRAP [43]). The demonstration of excessive deoxyhypusyl-eIF5A accumulation in deferi-
prone-treated HIV-infected cells with joint loss of hypusyl-eIF5A (Fig 2) and AW reported ear-
lier [43] is consistent with this proposal. Of note, since cell membrane integrity is maintained
during apoptosis, cell viability measured by dye exclusion does not reflect apoptotic cell death
detected by DNA fragmentation (e.g. [52]); a high degree of apoptosis by TUNEL is compatible
with unaffected viability by trypan blue exclusion (e.g. [53]).

We conceive the consistent off-drug results by IDL-based and DTD-based analysis of the
proof-of-concept study as evidence for lack of rebound. To assess the statistical significance of
the apparently off-drug stable 0.4 log;, decline in viral load with at least 90% power and an
alpha error of 5% at the standard deviation of the regimen-compliant ‘decrease’ sub-group, an
N > 29 is required for an identical protocol of 17 doses. As a proof-of-concept study, our trial
intended to enable such calculation for the rebound-repressing effect of deferiprone discovered
in cell culture (Fig 5), rather than itself achieve significance for that effect. Of note, it is unlikely
that a therapeutic efficacy study of deferiprone would again test the antiretroviral effect of just
17 doses orally administered during one week, since this regimen, per preclinical evidence too
brief and suboptimal for HIV-1 RNA reduction (Figs 1, 4 and 5), was selected to co-determine
the tolerability of oral deferiprone in HIV-infected but not transfusionally iron-overloaded
subjects.

Deferiprone inhibited retroviral protein and RNA synthesis without breakthrough despite
long-term monotherapy, and without rebound despite treatment cessation (Figs 1, 4 and 5);
activated apoptosis preferentially in HIV-infected primary cells (Fig 2A) with consequential
loss of HIV-1 DNA (Fig 4); and in the proof-of-concept trial displayed on-drug antiretroviral
activity with persistent off-drug effect (Figs 7 and 8). The ability of clinically relevant
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concentrations of deferiprone to cause death-by-apoptosis of HIV-infected cells has been
noted before, relying on capase-3 activation and annexin-V binding [43,59], apoptotic decrease
of cellular volume [43], indicators for nuclear disassembly, such as fragmentation of PARP and
DNA [28,43], and typical ultrastructural changes [28]. The virological in vivo on-drug and off-
drug response to deferiprone reported here (Figs 7 and 8) corroborates the in vitro on-drug
and off-drug response to deferiprone (Figs 1-5 and [28,43,45,46,59]); conforms to the drug’s
clinical profile [143,144]; and is consistent with HOPO-mediated suppression of the MIDO-
and DIMO-type of protein hydroxylases [33,41,45,145]. Although we here focus on inhibition
of the DIMO-type DOHH, we do not rule out that in vivo, inhibition of MIDO-type protein
hydroxylases may have contributed to the observed antiretroviral activity of deferiprone.

Deferiprone is not the only agent that ablates HIV-infected cells. In often unrelated context
and noted as isolated observations during monotherapy, over a dozen experimental com-
pounds and medicines have been reported to trigger ablation of cultured T cells or macro-
phages if productively or latently infected by HIV-1 [146-150]. The option to arrange for
selective cytotoxicity via targeted apoptotic death was also shown in laboratory models that
either employ recombinant apoptosis proteins engineered for activation by HIV-1 [151] or use
recombinant cytotoxic proteins expressed in an HIV-dependent manner [152]. Though none
of these reports were perceived as relevant for a ‘cure for HIV-AIDS’, and none was translated
into a readily testable and clinically relevant strategy or a clinical trial to check the preclinical
findings, they all provide support for TRAP. These reports and our findings point to the test-
able concept of employing apoptosis-inducing medicines to probe rebound disruption of HIV-
1 in vivo, whatever the mechanistic basis for this effect.

Combining such ablative with suppressive antiretrovirals opens new perspectives for the
treatment of HIV-AIDS. HIV-1 escape from suppressive antiretrovirals (virological failure)
occurs after one year in about 10% and after 3 years in about 20% of patients [153-155], neces-
sitating second- and then third-line regimens as salvage therapy, which at least in resource-
restricted settings causes costs to explode up to or beyond the limit of sustainability [154,156].
The expanding use of suppressive antiretrovirals in those settings, from a few hundred thou-
sand persons in 2003 to 14.9 million in 2015 [20], creates on its own an increasing burden of
drug resistance. Since HIV-1 adaptation to suppressive antiretrovirals is limited by the rate
escape mutations can be generated in the population of infected cells, even “a relatively modest
reduction of the effective population size may help prevent the evolution of drug resistance”
[157]. This prediction may now be tested in vitro and in vivo by co-administration of ablative
antiretrovirals that, like deferiprone (Figs 1-5 and [28,43,45]) or ciclopirox [43], have the abil-
ity to destroy the cells that not only harbor HIV-1 DNA and produce infectious HIV-1, but
also breed and supply the escape mutants for the drug resistance of HIV-1.

In contrast to the medicinal chelator deferiprone, the medicinal chelator deferoxamine
(Desferal ™) at clinically relevant concentrations does not achieve maximal suppression of
DOHH activity [41]; does not ablate HIV-infected cells [43,46]; does not display antiretroviral
activity in culture [46,158]; and does not display a dose-related antiretroviral effect in persons
living with HIV-1 [159]. By itself, the iron-binding 1,2-HOPO scaffold of ciclopirox likewise
lacks antiretroviral activity [43], and the decoration of the iron-binding 3,4-HOPO scaffold of
deferiprone with moieties of differing volume and lipophilicity, modulates the antiretroviral
activity by an order of magnitude (Supporting Information, S1 Text and S1 Fig). For these rea-
sons, and consistent with the DOHH-imposed access restrictions mediated by the narrow ‘tun-
nel’ predicted by active site mapping [32] and confirmed by crystal structure [125], the ability
to chelate iron in solution does not of itself assure effective antiretroviral activity at clinically
relevant concentrations [28,43,46]. We anticipate that metal chelation will not be an obligatory
property of novel eIF5A hydroxylation inhibitors, derived by knowledge-guided DBLD from
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the bidentate chelating pioneers deferiprone [28,45], ciclopirox [43], and catecholpeptides
[32]. Such optimized molecules can be designed with the goal of blocking rebound and approx-
imating a ‘cure for HIV-AIDS’, which we define as prolonged or indefinite remission of HIV-1
infection, at least in part due to depletion of HIV-1 DNA.

Viral versus cellular targets

The development of anti(retro)virals has largely centered on blocking the function of viral com-
ponents. Such agents were conceived to be “more specific in antiviral action”, in contrast to those
“targeted at cellular (rather than viral) proteins and thus bound to be cytotoxic” [160]. However,
HIV-1 recruits human genes to achieve infection and replication, and these host genes are recog-
nized as targets for therapeutics that display antiretroviral activity [28,45,161-163].

DOHH inhibition by HOPOs affects the polysomal localization of a subset of human
mRNAs, as first reported in 1995 and immediately recognized to include certain mRNAs of
HIV-1 [44], exemplified by gag [28]. Accordingly, deferiprone and ciclopirox affect the synthe-
sis of groups of proteins at the level of mRNA accumulation and translation [128]. Among
these human mRNAs whose expression deferiprone and ciclopirox translationally restrict is
the one encoding Hsp27 / HSPBI (transcript ID ENST00000248553 [128]). Hsp27 specifically
blocks the mitochondrial pathway of caspase-dependent cell death [164] and is markedly over-
expressed in the initial phase after HIV-1 entry; its anti-apoptotic function secures successful
infection [165]. Deferiprone-mediated translational suppression of the anti-apoptotic Hsp27
[128] is consistent with this drug’s pro-apoptotic activity preferentially in HIV-infected cells
(Figs 1-5 and [28,43,45]). This example shows that existing medicines can switch cellular gene
expression from a state permissive for HIV-1 to a state restrictive for HIV-1.

Since HIV-1 itself promotes apoptotic death of immune cells to the point of emergence of
AIDS [55], pharmacological inhibition of apoptosis has been proposed to halt HIV-AIDS
[166,167]. However, the pharmacological activation of apoptosis—by increasing pro-apoptotic
and/or decreasing anti-apoptotic effectors, such as Hsp27 —is highly desirable if directed at
pathogenic cells. Apoptosis-inducing regimens in medical oncology reduce the burden of path-
ogenic cells; are tolerated by patients; enable survival of otherwise lethal conditions without
continuous medication [80,168]; and selectively eliminate cells with malignant potential [169].

The first antiretroviral drug targeted at cellular (rather than viral) proteins was hydroxyurea
[170]. In productively infected macrophages, hydroxyurea depleted HIV-1 DNA, consistent with
apoptotic death of infected cells; blocked breakthrough during three weeks of treatment; and did
not allow rebound after cessation [170]. A hydroxyurea-containing regimen also averted break-
through and rebound in HIV-infected patients [171-174], depleting HIV-1 DNA and RNA in
their cells and tissues [173] akin to the effect in culture [170]. Hydroxyurea is known to drive the
apoptotic death of malignant cells [175,176]. It shares with deferiprone and ciclopirox a structur-
ally and electronically similar domain for bidentate coordination of metal atoms, in particular
iron (Supporting Information, S1 Text and S2 Fig). Hydroxyurea is an established inhibitor of
DIMOs like mammalian ribonucleotide reductase, whose activity it destroys by initial interaction
with the di-iron center and subsequent iron release from the protein [177], similar to the pro-
posed mode-of-action of deferiprone [46,178]. Taken together, these observations led to the sug-
gestion that hydroxyurea-containing regimens act against HIV-1 via TRAP [43].

HIV-1 genome-based susceptibility to inhibitors of elF5A hydroxylation

The HOPOs deferiprone, mimosine, and ciclopirox all inhibit eIF5A hydroxylation, which
decreases Tat, Rev, and p24, but not Vpr; and reduces the polysomal presence of the
p24-encoding gag mRNA, but not of the mRNA encoding glyceraldehyde-3-phosphate
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dehydrogenase (GAPDH, EC 1.2.1.12) [28,43,45,46]. This suggests differential susceptibility at
the mRNA level and at the protein level. For Tat, Rev, p24, and Vpr, as well as for the mRNAs
encoding Gag and GAPDH, this pattern matches the distribution of proline (P) clusters or of
the encoding mRNAs, respectively. P clusters can be defined as (P),,, with n>2; or as (PxP),,
with x<2 and n>1; or the combinations of these two types, e.g. PxPxxPP (H.M. Hanauske-
Abel, unpublished data). Tat, Rev, and p24 each contain at least two P clusters, whereas Vpr
contains none (Fig 9); likewise, the Gag-encoding mRNA contains 5 CC(U/C/A/G) codon sets
for 5 P clusters, whereas none are in any of the GAPDH-encoding mRNAs, transcribed from
Chromosome 12 (6,533,927-6,538,374 forward strand [Ensembl version
ENSG00000111640.12]): The susceptibility of HIV-1 proteins to suppression by the DOHH
inhibitors deferiprone, mimosine, and ciclopirox co-segregates with their content of P clusters
(Fig 9). Remarkably, this co-segregation also conceptualizes the biologically uniform suppres-
sion of p55 and of p24 by structurally heterogeneous chemicals that do not inhibit DOHH, but
suppress the formation of its protein substrate, deoxyhypusyl-eIF5A, at or before DOHS and in
this way deplete hydroxylated eIF5A indirectly (Fig 9).

P shows the slowest peptide bond-forming rate of all encoded amino acids and restricts pep-
tide backbone flexibility. P clusters cause translation to stall, varying by proline-encoding CC
(U/C/A/G) codon, tRNA identity, and the vicinity of other residues, e.g. tryptophan [179-181]
or glutamate / aspartate (for a library of P clusters, tRNA"" species, and vicinity effects on stall-
ing mouse ribosomes, see Table S2B in [182]). P cluster stalling may reduce the overall rate of
elongation at an active ribosome from about 5-20 amino acids per second [182,183] to none for
several seconds, initiating counterregulation [182] including rapid degradation of the stalling
mRNA (‘no-go decay’) [184,185]. Hydroxylated eIF5A relieves ribosomal stalling at least at sin-
gle (P), and single (P); sites [186]; no data is available on the relief at (Px/xxP) ,,>; sites or their
combination with (P) ,,~,. The unmodified lysyl>’-eIF5A precursor was inactive; the unhy-
droxylated deoxyhypysyl-eIF5A intermediate, which in tissues tends to be undetectable [62],
was not studied [186]. Of note, DOHH inhibition by either deferiprone or ciclopirox causes
striking accumulation of its substrate, deoxyhypusyl-eIF5A (Fig 2B and ref. [43]), coincident
with translational blockade of, for instance, Hsp27 whose mRNA contains CC(U/C/A/G) codon
clusters for PxxP, PxPP, PP, and PxP [128], all of which are prominent at mammalian stalling
sites (see Table S2B in [182]). These findings indicate that, apparently, unhydroxylated deoxy-
hypusyl-eIF5A cannot substitute for hydroxylated hypusyl-eIF5A in securing translation of P
cluster-encoding mRNAs.

The 9 genes of HIV-1 encode mRNAs that direct the ribosomal synthesis of 10 (P) ,,~, and
of 18 (Px/xxP) ,>; clusters in all HIV-1 proteins except Vpr, which lacks P clusters (Fig 9 and
[187]). These P clusters are indispensable for the pathogenicity of HIV-1 proteins and highly
sensitive to mutation of any single intra-cluster P:

o the (PxxP); cluster in Nef, which imposes a rigid polyproline II structure, mediates major
infective functions [188,189] and remains highly conserved despite increasing nef gene diver-
sity during progression to AIDS [190];

the PPxP cluster in Vif is essential for degrading the intracellular defense factors of the APO-
BEC3 family that restrict viral infectivity [191];

o a PxxP cluster in p24 (Fig 9; Gag residues 222-225 [187]) is critical for nuclear import, early
replication efficiency, core assembly, cyclophilin A interaction, and infectivity of HIV-1
[192]; and

the PxPxxPP cluster of p6 (Fig 9; Gag residues 453-459 [187]) controls, via its 4SpTAP*®
motif, the packaging, budding, and release of infective HIV-1 virions [193].
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Remarkably, the 3,4-HOPOs deferiprone and mimosine not only suppress the ribosomal
presence of gag mRNA and the amount of intra- and extracellular p24, but also the ultrastruc-
turally evident budding of viral particles from the treated HIV-infected cells [28].

In the absence of hydroxylated eIF5A, the mRNAs encoding the P cluster-rich proteins of
HIV-1 should stall, reducing viral proteins like Tat, Rev, and Gag/p24, whereas the mRNA
encoding P-cluster-free Vpr should translate, creating the observed divergent response of HIV-
1 proteins to the same drug in the same cells [43]. The HIV polyproteins Gag, Pol, and Env,
which are processed into a dozen products, contain 17 proline clusters, indicating extensive
viral reliance on host-provided hydroxylated eIF5A. Our results suggest that the evolutionary
advantage of encoding such P cluster-rich viral polyproteins in a single open reading frame
[194], can be turned into a multiple-hit disadvantage by agents that act on the pathway of
hypusine formation (Fig 9). Thus, inhibition of this pathway at of before DOHS by various
compounds invariably causes uniform lack of the Gag/p55 polyprotein or its p24 derivative, as
summarized in Fig 9, and inhibition of the final, hypusine-forming step in this pathway, cata-
lyzed by DOHH, causes both p24 deficiency (Figs 1, 4 and 5) and disappearance of the gag
mRNA from polysomes [28]. Only DOHH inhibitors force the deoxyhypusyl-eIF5A substrate
of DOHH to accumulate non-physiologically [43].

The simultaneous deficiency of multiple, P cluster-containing HIV-1 proteins also pro-
vides a conceptual basis for the apparent barrier against DOHH inhibitor-produced viral
resistance. During up to 5 weeks of monotherapy with either deferiprone (e.g. Fig 5) or ciclo-
pirox [43], neither allowed breakthrough. By contrast, monotherapy with suppressive antire-
trovirals invariably causes breakthrough as the result of drug-driven selection for resistance
[195-198], requiring as little as 4 days for zidovudine or nevirapine [70]. Remarkably, the
deferiprone barrier appears robust even at non-ablative concentrations: Monotherapy at
100 uM for up to 35 days allowed persistence of functional HIV-1 DNA and thus rapid
rebound, but did not allow viral breakthrough (Fig 1). In addition, treatment with deferi-
prone at 50 uM for 30 days followed by escalation to 200 uM resulted in complete suppres-
sion of p24 within one week, similar to the kinetics shown in Figs 1, 4 and 5, thus indicating
that viral resistance did not evolve even after prolonged suboptimal exposure to deferiprone
(data not shown). Breakthrough during medication with an ablative antiretroviral that acts
via inhibition of eIF5A hydroxylation, like deferiprone or ciclopirox, would require multiple
simultaneous mutations at clustered CC(U/C/A/G) that encode (P) >, and (Px/xxP) ,>1
manifolds in every HIV-1 protein except Vpr (Fig 9), without degrading their function for
viral fitness. Of note, after several decades of frequent clinical use as topical antifungal, not a
single case of fungal resistance against ciclopirox has been reported [199,200], in contrast to
the azole agents [201].

Ciclopirox does not cause acute toxicity at human or mouse epithelia [43] at concentrations
that ablate yeast [202] and HIV-infected cells without eliciting resistance and breakthrough
[43]. Deferiprone likewise lacks acute toxicity to cultured human epithelial cells (Fig 3) at anti-
retroviral concentrations that ablate HIV-infected cells without eliciting resistance and break-
through (e.g. Fig 5). Despite the general ability to chelate metal ions, which are essential for
human cells; despite the apparent interference with translation of proline cluster-containing
mRNAs, which in humans are not uncommon [203]; and despite the lethality to certain
human cells, especially if infected by HIV-1 (Fig 2 and [28,43]), the HOPOs ciclopirox, deferi-
prone, and mimosine lack obligatory pro-apoptotic activity and global cytotoxicity: They
inhibit apoptosis induced by physical, chemical, or biological stimuli in cells and animal tissues
[204-210]; the 3,4-HOPO domain of mimosine, shared with deferiprone, protects human
CD4" and CD8" lymphocytes against T cell receptor-initiated apoptosis [211,212]; and deferi-
prone protects human retinal pigment cells against chemically-triggered apoptosis [213]. We
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attribute these divergent but consistent findings to the multiplicities encoded into the human
genome, which ensures redundancy of differentiated pathways, cells, and tissues, in contrast to
the restricted redundancy of subcellular and unicellular genomes, exemplified by HIV-1 and
yeast, respectively.

Towards a ‘cure for HIV-AIDS’

Curbing the incessant advance of HIV-1 and pursuing a ‘cure for HIV-AIDS’ requires the
exploration of novel ideas. We present proof-of-concept that in culture, deferiprone preferen-
tially kills human cells infected by HIV-1, with destruction of the HIV-1 DNA incorporated
into their genome (Figs 1-5 and refs. [28,43,45]). When studied in HIV-infected volunteers, a
7-day course of deferiprone produced an antiretroviral effect consistent with the in vivo deple-
tion of infection-relevant HIV-1 DNA (Figs 6-8). Current anti(retro)virals and regulations for
their development do not seek to irreversibly remove the sites of virion production [101,102].
We identify deferiprone as the clinically established pioneer for this class of novel medicines,
ablative anti(retro)virals. We propose that this class enables infected cells to reclaim their
innate apoptotic proficiency (TRAP [28,43]), which renders the infective viral genome non-
functional as a result of the medicine-facilitated suicide. For the DOHH inhibiting drugs,
exemplified by deferiprone and ciclopirox [28,43,46], this proposed mode-of-action voids the
development of HIV-1 resistance and breakthrough. The results of our pilot trial do not, how-
ever, justify any premature expectation of oral deferiprone as a clinically safe and effective abla-
tive antiretroviral. Our results add urgency to the further pursuit of drug-based lead discovery
for the identification of additional medicines that ablate HIV-infected cells preferentially. Our
results also provide guidance to the further clinical study of DOHH inhibitors and to their
chemical optimization as compounds that spring the TRAP on HIV-1.

If confirmed, the concepts and findings presented here and earlier [28,31,43-46] may help
achieve an AIDS-free generation.

Conclusions

Deferiprone, FDA- and EMA-approved for the safe and effective treatment of transfusional
iron overload and globally used by thalassemic patients for that indication, inhibits HIV-1 pro-
duction, breakthrough, and rebound in isolate-infected lymphocytes. In HIV-1 infected per-
sons, a 7-day / 17-dose course causes a zidovudine-like decrease of HIV-1 RNA, which persists
off-drug for at least 8 weeks. Deferiprone is the first low-molecular weight medicine whose bio-
logical profile offers the prospect of reducing the pool of cells that harbor infection-relevant
HIV-1 DNA. The irreversible removal of the HIV-1 DNA integrated into these cells’ genome,
usually as a single copy [214], is central to any prolonged remission or ‘cure for HIV-AIDS’.
Technologies to detect and remove such integrated HIV-1 DNA without ‘cytotoxicity’ can rely
on unique sequences for gene editing, e.g. in the viral LTR [215,216], but appear highly suscep-
tible to single-nucleotide mutation, also the major factor in resistance to current antiretrovirals
[217], and to the sequelae of such resistance, such as the selection of genetically resistant quasi-
species; the need to personalize subsequent rounds of salvage therapy; and the transmission of
resistant virus to treatment-naive patients. The finding that the medicinal chelator deferiprone
removes, without eliciting viral resistance noticeable in our system, the HIV-1 genome by apo-
ptotic fragmentation preferentially of the infected cells’ DNA, defines a unique antiretroviral
profile. However, HIV-1 infection usually is not associated with iron overload, and therefore
any as-is repurposing of orally administered deferiprone for its antiretroviral side-activity must
not be expected to be benign: We have not shown oral deferiprone to be safe or effective for
anti(retro)viral indications.
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It remains to be established whether any of the currently available oral preparations of
deferiprone, or the anticipated chemical optimization of this pioneer drug into non-chelating
inhibitors of DOHH, will translate into real benefits for persons living with HIV-AIDS. Based
on the preclinical and clinical results presented here and earlier [28,43,45,46], a follow-up clini-
cal trial evaluating the safety, efficacy, and pharmacokinetics of deferiprone in HIV-positive
subjects has been conducted and is registered at ClinicalTrial.gov (NCT02456558).

Materials and Methods
Reagents and cells

Deferiprone, as drug-grade powder for the preclinical and as tablet for the clinical studies, was
provided by ApoPharma (Toronto, Canada), which also provided appearance-identical pla-
cebo tablets. PBMCs were obtained from consenting healthy donors in accordance with an
IRB-approved protocol, stimulated overnight, infected with HIV-1 isolate [43], and maintained
as described below.

Detection of p24, viral RNA, and viral DNA, and apoptosis

Cell-free supernatants were used for p24 and HIV-1 RNA measurements. p24 core antigen in
the supernatant was quantified by ELISA (Retrotek HIV-1 p24"™; ZeptoMetrix Corp.; Buffalo,
NY). HIV-1 RNA copy number in the supernatant of PBMC cultures and in plasma of trial
subjects enrolled in the exploratory deferiprone trial was determined with a PCR-based and
FDA-approved assay (Amplicor HIV-1 Monitor™; Roche Diagnostics Corp.; Indianapolis,
IN). For clinical samples, the assay was used per the Standard Specimen Processing Procedure
(sensitivity limit 400 copies/ml); for cell culture samples, the assay was used in both the Stan-
dard Specimen Processing and the UltraSensitive Specimen Processing Procedure (sensitivity
limit 50 copies/ml). If not specified further, the term “log;,” designates the amount of HIV-1
RNA in the dimensions [log;, / ml]. The Roche Amplicor HIV-1 DNA Test (Roche Diagnos-
tics Corp.; Indianapolis, IN) was used for detection of HIV-1 DNA with the primer pair
SK431/462, which amplifies a highly conserved region of the gag genome of HIV-1 subtype B
DNA. Results are shown per the assay’s optical readings of a chromogenic reaction that relates
absorbance at 450 nm to the HIV-1 DNA copy number and is calibrated by assay-internal
copy controls (A4so < 0.350, HIV-1 DNA absent; Ayso > 3.0, HIV-1 DNA present in excess of
20 copies; A4s0 between 0.350 and 3.0, HIV-1 DNA copy number per copy controls). Apoptotic
DNA fragmentation was quantified flow-cytometrically, using a terminal deoxynucleotide
transferase dUTP nick end-labeling (TUNEL) assay (APO-BRDU™; Phoenix Flow Systems;
San Diego, CA). All experiments and assays were performed at least in duplicate.

Detection of DOHH activity by metabolic labeling of deoxyhypusyl-elF5A
and hypusyl-elF5A

Metabolic labeling with (1,8-’H)spermidine at 5 uCi/ml for 18 hours was performed as
described [43,44,124] in primary cell cultures of the same volume, viability by dye exclusion,
cell number, and donor origin. Following acid hydrolysis of each sample for release of radiola-
beled hypusine and deoxyhypusine, separation by ion-exchange chromatography, and liquid
scintillation measurement of incorporated label, 18 fractions were collected and the counts in
the eluted fractions were proportionally adjusted to a total of 10,000 cpm per sample. This nor-
malization adjusts for variances in the radioactivity of different samples and allows direct com-
parison of their hypusine-deoxyhypusine elution profiles. Only the hypusine- / deoxyhypusine-
containing fractions (6 through 14) were used for analysis.
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Measurement of cytotoxicity in epithelial cell culture

The human uterine epithelial cell line ECC-1, kindly provided by Prof. C.R. Wira, Geisel School
of Medicine at Dartmouth, Lebanon, NH, maintains a stable luminal phenotype [65]. ECC-1
cells were cultured in transwell inserts in special, insert-accommodating 24-well plates (Fisher
Scientific; Pittsburgh, PA) as described [218,219]. This establishes an epithelial barrier-forming
system of polarized, tight junction-linked human epithelial cells with both apical and basolat-
eral compartments that has been used to test the tissue toxicity of microbicide candidates [66].
As an indicator of tight junction formation, transepithelial resistance (TER) was measured
using an EVOM electrode and Voltohmmeter (World Precision Instruments, Inc., Sarasota,
FL) [218,219]. Once the seeded ECC-1 reached maximal epithelium-like barrier function,
ascertained by TER > 1000 ohms / cm?, deferiprone at 100 uM and at 200 uM, respectively,
was added to defined wells, followed by TER measurements of treated and untreated wells on
consecutive days for a week. Medium supplemented with the appropriate amount of deferi-
prone was replenished every day in the apical chamber, and every other day in the basolateral
chamber. At least two independent experiments were conducted with a minimum of 4 wells
treated or untreated. Results are shown with bars displaying standard error of the mean.

In vitro model

The antiretroviral activity of deferiprone was tested in primary cultures of PBMCs, infected in
vitro with clinical isolate or mock-infected with clinical isolate-identical cell- and virus-free
medium as described [43]. Briefly, to approximate the bi-compartmental mode of HIV-1 infec-
tion in vivo, which comprises a cell-generative compartment that provides non-infected but
HIV-1 susceptible cells, and an HIV-generative compartment in which they become infected,
the cultures were replenished as described [43] with freshly obtained uninfected primary cells
and medium at regular intervals, assuring identical cell number in both the treated and control
cultures by computerized trypan blue exclusion analysis [43] (Vi-CELL™; Beckman Coulter,
Miami, FL); deferiprone concentrations were adjusted as indicated. This model allowed for
months-long monitoring of HIV-1 parameters in productively infected cultures.

Clinical trial

The clinical trial is registered at ClinicalTrial.gov (NCT02191657). The authors confirm that
all ongoing and related trials for this drug/intervention are registered. As a Phase I trial, this
study did not require registration at ClinicalTrials.gov before enrollment of participants started
(Subclause I of Section 801, Title VIII of Public Law 110-85, Food and Drug Administration
Amendments Act of 9-27-2007).

Eligible for enrollment were volunteers of both genders, between 18 and 60 years old,
healthy or HIV-infected with CD4 count > 300/mm”, viral load of > 10,000 copies/ml, and
absence of active infectious disease; AIDS-defining condition; febrile illness; liver or kidney dis-
ease; hypersensitivity to test material; and medication requirement. The protocol involved a
screening visit; a pharmacokinetic and antiretroviral study requiring admission to a specialized
Phase I research unit for a week of on-drug treatment, with multiple blood draws from a
peripheral vein after oral intake of the first deferiprone dose, either 33 mg/kg or 50 mg/kg, and
at least three repeat blood draws (first stage of protocol); an off-drug observation period of
eight weeks, which comprised at least two repeat visits (second stage of protocol); and an exit
visit. Enrollment complied with the applicable standard-of-care specified in the ‘Clinical
Guidelines for the Management of HIV & AIDS in Adults and Adolescents’, National Depart-
ment of Health, Republic of South Africa [74]. Primary parameters included safety and tolera-
bility (e.g. vital signs, laboratory variables, cardiac monitoring by ECG) and antiretroviral
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activity (e.g. RNA copies of HIV-1). Secondary parameters included pharmacokinetic variables
(e.g. peak serum concentration) in serum, drawn from a peripheral vein at fixed times (0, 0.5,
1,1.5,2,3,4,6,9, 12) after the ingestion of the first dose on Day 1 of the study. The concentra-
tion of the nonconjugated, chelation-competent form of deferiprone in serum was determined
by UV detection at 280 nm, after separation via reversed-phase HPLC under isocratic condi-
tions [220]. The lower limit of deferiprone quantitation was 1.466 uM, or 0.204 pg/ml. HIV-1
RNA was measured as described and used as log;,-transformed parameter in all calculations.

26 consecutive subjects were randomly enrolled in the IRB-approved proof-of-concept trial
and gave written informed consent to be studied (Supporting Information, S2 Text); recruit-
ment of trial subjects commenced in November 2006 and follow-up terminated in April 2008.
Double-blind enrollment comprised i) 18 HIV-infected, asymptomatic and—according to the
applicable standard-of-care [74]-cART-ineligible individuals, who either received placebo
(N =4 [Protocol Group 4]) or deferiprone (Ferriprox‘@ ) administered orally every 8 hours in
three equal doses under medical supervision, totaling initially either 99 mg/kg/day (N =7 [Pro-
tocol Group 1]) or subsequently 150 mg/kg/day (N = 7 [Protocol Group 3]); and ii) 8 uninfected
individuals either on placebo (N = 2 [Protocol Group 5]) or daily deferiprone (N = 6; 150 mg/
kg/day [Protocol Group 2]); CD4 cells were quantified before, during, and at the end of the one-
week treatment period. The protocol specified an interim safety evaluation by an independent
safety committee; only in the absence of safety concerns at the double-blind initial 99 mg/kg/
day dose level did random enrollment begin at the double-blind subsequent 150 mg/kg/day
dose level. The safety evaluation relied on the consistent spectrum of adverse reactions estab-
lished for deferiprone (Supporting Information, S4 Text), did not involve a formal statistical
analysis, and pertinent non-HIV data was disclosed only to relevant individuals in order to
make decisions regarding safety. Visually identical tablets of deferiprone / placebo were admin-
istered once on Days 1 and 7, and thrice on Days 2-6 of protocol. Even if they did not fully
adhere to this treatment, participants remained in their initially assigned group for analysis.
Investigators, study personnel, and study subjects were not privy to any unblinded data except
perceived toxicity; each cohort was unblinded only at study completion. All pertinent raw data
of the trial are presented in the Supporting Information (S1 Table).

A viral load decline of -0.3 log; is typically achieved after 12 weeks on monotherapy with
zidovudine [221-223]. This degree of decline is known to reduce the annual risk of progression
to AIDS-related death by 25% [87,88]. We defined -0.3 log;, as the minimal antiretroviral
activity of monotherapy with deferiprone, obtained as the averaged intra-individual difference
between pre-treatment (before first dose on Day 1) and post-treatment (after last dose on Day
7) logyo-transformed viral load in each subject of a specified cohort (intra-cohort response, or
ICR). Since the spontaneous intra-individual variability by repeat measurements over several
consecutive months ranges at £0.2 log [85,86] and thus approaches the individual response to
zidovudine, the minimal antiretroviral activity was further defined as difference between the
averaged logo-transformed viral load change in those individuals who did achieve and those
who did not achieve a viral decrement and / or the hypothesized threshold concentration of
150 uM deferiprone (intercohort difference, or ICD). ICR and ICD are used to assess on-drug
suppression and off-drug rebound of viral RNA.

For the purpose of this study, ‘rebound’ is defined as reacquisition of the immediate pre-
treatment value on protocol Day 1 by 28 days (4 weeks) or 56 days (8 weeks) after drug cessa-
tion (protocol Day 35 and protocol Day 63); rebound after cessation of suppressive antiretrovi-
rals usually has occurred by 28 days off-drug [96].

To assess in vivo antiretroviral activity in a hypothesis-dependent manner, we analyzed
numerical data by Student’s t-test and categorical data by two-sided Fisher’s Exact Test for the
effect, if any, of achieving a threshold concentration of >150 pM.
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To assess the in vivo antiretroviral activity in a hypothesis-independent manner, we ana-
lyzed the intra-individual difference of log;, -transformed HIV-1 RNA achieved in the first
stage (S1, or ‘Treat’) and the second stage (S2, or ‘Observe’) after post-treatment segregation
per discontinuation trial design (DTD) [93,94]). Student’s t-test was used to assess the statisti-
cal significance of the log,y-based time-specified differentials of a cohort's intra-individual
HIV-1 RNA determinations, whose average is given with 95% confidence intervals. The ana-
lyzed differentials of HIV-1 RNA are ‘on treatment’ (Day 7, after the 17" dose) relative to
‘before treatment’ (Day 1, before the 1** dose); and ‘off treatment’ (8 weeks, or 56 days, after
drug cessation) relative to ‘before treatment’ (Day 1, before the 1** dose); each subject’s timed
set of HIV-1 RNA measurements is provided in the Supporting Information (S1 Table).

Excel™ (Microsoft, Redmond, WA) and Instat®™ (GraphPad Software, La Jolla, CA) were
used for statistical analysis. Power calculation was performed with the PASS ' statistical pack-
age (NCSS, Kaysville, UT) for two sample t-test, adjusted for small sample size and non-nor-
mality. P < 0.05 was the criterion for statistical significance.

Ethics statement

a. The human protocol for the primary cell culture experiments was conducted at the New Jer-
sey Medical School, University of Medicine and Dentistry of New Jersey (now Rutgers Univer-
sity), Newark, NJ, USA, and covered the isolation and handling of mononuclear cells from
peripheral blood of HIV-infected and uninfected volunteers. Blood draws from an antecubital
vein for the purposes of this study were approved by the Institutional Review Board of the Uni-
versity of Medicine and Dentistry, Newark, NJ (Protocol #0119990009) and performed only
after obtaining written informed consent by study participants.

b. The protocol for the exploratory trial of deferiprone in healthy and asymptomatic HIV-
infected subjects as pioneer ablative antiretroviral (“A double blind, placebo-controlled, dose-
escalating, multiple-dose study, investigating the safety, antiretroviral activity, tolerability, and
pharmacokinetic profile of deferiprone when administered in healthy and asymptomatic HIV-
infected subjects") was approved by the Ethics Committee of the Faculty of Health Sciences,
University of the Free State, Bloemfontein, South Africa (Protocol LA-26-106 / 83107) together
with the Informed Consent form on October 26, 2006. The trial was conducted in a specialized
unit for Phase I studies at the Faculty of Health Sciences, University of the Free State, Bloem-
fontein, South Africa. The human protocol was implemented as Study No. 83107 in compli-
ance with the Declaration of Helsinki as set forth by the statutory requirements of the
governmental Health Professions Council of South Africa, in particular sections 3-7 and 12-18
[224] and applied the standard-of-care specified by the ‘Clinical Guidelines for the Manage-
ment of HIV & AIDS in Adults and Adolescents’, National Department of Health, Republic of
South Africa [74]. Written informed consent was obtained from each person before enroll-
ment. The utilization by Rutgers faculty (HMHA, BH, PEP) of data from that trial was IRB-
reviewed on October 23, 2012 (Study ID Pro2012002121) and assessed as not requiring
approval since activities limited to secondary statistical analysis of provided, identity-blinded
data do not meet the regulatory definition of ‘human subjects research’ as defined in 45 CFR
46.102.

Supporting Information

S1 Fig. 3,4-HOPO analog series of deferiprone and relative efficacy of inhibiting p24 syn-
thesis. This series of analogs was designed as DOHH active site probes to test the effect of
altered molecular volume and altered hydrophobic subsite interaction in the presence of invari-
ant metal binding. The series is based on the identification of a properly positioned cyclohexyl
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moiety as ‘anchor’ for the structure-dependent interaction with the active site of DOHH, as
established by the paired 1,2-HOPO chelators ciclopirox (antiretrovirally active) and P2 (anti-
retrovirally inactive) [43]. The conserved chelating 3,4-HOPO scaffold of deferiprone is
highlighted in gray. Its biological activity, assessed as each compound’s concentration affording
half-maximal inhibition of p24 synthesis by chronically HIV-infected H9 cells after a 24-hour
incubation [43], differs by an order of magnitude according to the volume and the lipophilicity
of the moieties selected to decorate that scaffold. ICs, conc. rel. to DEF, concentration required
for half-maximal inhibition, expressed relative to that of deferiprone; arrows, standard biden-
tate chelation; Fe, iron atom bioavailable in solution.

(TTF)

S2 Fig. Analog series of the TRAP-causing drugs hydroxyurea, ciclopirox, mimosine, and
deferiprone. A. Standard formulas showing progression from hydroxyurea to ciclopirox,
which contains the chelating moiety of hydroxyurea, and to mimosine, the active fragment
homolog of deferiprone. B. Space-filling representation of the same molecules to portray over-
all molecular size (white, hydrogen; black, carbon; red, oxygen; blue, nitrogen). C. Semi-empir-
ical modeling of the same molecules to visualize the recurring structural motif for interaction
with a metal center inside of an active site pocket The electrostatic characteristics are color-
encoded along the visible spectrum onto the 0.08 electrons/au’ isosurface. The field of constant
electrostatic potential, i.e. the domain for bidentate metal binding (shown as white mesh) is
mapped at 20 kcal/mol. This visualization, and the shared ability of the these drugs to inhibit at
least the DIMO ribonucleotide reductase [177,178,225], identifies the bidentate metal binding
domain as a privileged structure that defines this analog series of drugs as a group of molecular
masterkeys [226] for inhibition of a target family of non-heme oxygenases that share common-
alities of active site structure, active site access, and catalytic metal cofactor requirement.

(TIF)

S1 Table. Raw data of the Oral Deferiprone Trial, Protocol LA-26-106 / 83107. Enrollment
and disposition of the asymptomatic HIV-infected volunteers, and pharmacokinetic and viral
load measurements used for statistical analysis by i) deferiprone dose; ii) deferiprone threshold
of >150 uM in serum, per ¢,y of the pharmacokinetic study done on Day 1 after the first oral
dose; and iii) the HIV-1 RNA response. Deviations from scheduled drug intake are indicated
by doses ingested and days on drug. PK, pharmacokinetic study; S1, first stage of protocol
(one-week treatment); S2, second stage of protocol (eight-week observation); Y, affirmative; N,
negative; po, per os (oral intake); TID, ter in die (three times per day).

(TTF)

S1 Text. Addendum to Material and Methods.
(DOCX)

S2 Text. Oral Deferiprone Trial, Protocol LA-26-106 / 83107. 1. Original, complete, and
detailed Protocol for the conduct of the trial. 2. Safety specifications as worded in the Protocol,
p- 8-9. 3. Complete listing of deviations from the Protocol.

(DOCX)

$3 Text. Deferiprone concentrations in patients.
(DOCX)

$4 Text. Deferiprone caveats in patients.
(DOCX)

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 33/45


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0154842.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0154842.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0154842.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0154842.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0154842.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0154842.s007

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

Acknowledgments

This paper was written in honor of Fritz Bauer, JD (July 16, 1903-June 30, 1968) and Ernst
Klee (March 15, 1942-May 18, 2013). The authors are indebted to the volunteers who decided
to participate in the deferiprone proof-of-concept trial, and wish to thank Dewald Steyn, MD,
and his team at the Faculty of Health Sciences, University of the Free State, Bloemfontein,
South Africa, for implementing and supervising the trial. The authors also acknowledge Dr.
Steyn’s helpful critique of the manuscript. The authors are grateful to Caroline Fradette, PhD,
ApoPharma, Toronto, Canada, for superbly managing the publication-related special docu-
mentation requirements. DS, PEP, and HMHA appreciate the generous assistance of C.R. Wira
and J.V. Fahey, Geisel School of Medicine at Dartmouth, Lebanon, NH, during the experiments
testing eIF5A hydroxylation inhibitors on mucosal barrier function; and the generous assis-
tance of E. C. Wolft, National Institutes of Health, during the quantification of metabolically
labeled hypusine and deoxyhypusine. HMHA gratefully acknowledges R.L. Johnson, MD, G.
Weiss, MD, and L.T. Goldsmith, PhD (all Newark, NJ), T. and C. Cracchiolo (Grosse Pointe,
MI), and W.G. Hanauske (Biidingen, Germany) for enabling the pursuit of this decade-long
project.

Author Contributions

Contributed reagents/materials/analysis tools: HMHA PEP BH MS FT JC DDAG MBM JK
MHP. Wrote the paper: HMHA. Conceived the concept: HMHA. Designed the preclinical
experiments: HMHA PEP DS ARH MHP BMC. Designed the clinical experiments: PEP
HMHA MS FT JC ARH BMC. Performed the preclinical experiments and acquired the preclin-
ical data: HMHA DS PEP MHP. Performed the clinical experiments and acquired the clinical
data: MS FT JC. Analyzed the preclinical data: HMHA PEP BH DS MBM TP ARH MHP
BMC. Analyzed the clinical data: HMHA MS FT JC BH PEP ARH BMC. Edited the manu-
script for important intellectual content, critically revised it, and approved this version:
HMHA PEP MS FT JC BH DDAG DS MBM JK BMC ARH TP MHP.

References

1. Taylor BS, Sobieszczyk ME, McCutchan FE, Hammer SM (2008) The challenge of HIV-1 subtype
diversity. N Engl J Med 358: 1590-1602. doi: 10.1056/NEJMra0706737 PMID: 18403767

2. Holtz CM, Mansky LM (2013) Variation of HIV-1 mutation spectra among cell types. J Virol 87: 5296—
5299. doi: 10.1128/JV1.03576-12 PMID: 23449788

3. BuzonMJ, SunH, Li C, Shaw A, Seiss K, Ouyang Z, et al. (2014) HIV-1 persistence in CD4 T cells
with stem cell-like properties. Nat Med 20: 139-142. doi: 10.1038/nm.3445 PMID: 24412925

4. Wensing AM, van de Vijver DA, Angarano G, Asjo B, Balotta C, Boeri E, et al. (2005) Prevalence of
drug-resistant HIV-1 variants in untreated individuals in Europe: implications for clinical management.
J Infect Dis 192: 958-966. PMID: 16107947

5. Herbeck JT, Muller V, Maust BS, Ledergerber B, Torti C, Di Giambenedetto S, et al. (2012) Is the viru-
lence of HIV changing? A meta-analysis of trends in prognostic markers of HIV disease progression
and transmission. AIDS 26: 193—205. doi: 10.1097/QAD.0b013e32834db418 PMID: 22089381

6. KordelasL, Verheyen J, Esser S, Group EHIVA (2014) Shift of HIV tropism in stem-cell transplanta-
tion with CCR5 Delta32 mutation. N Engl J Med 371: 880-882.

7. Hutter G, Nowak D, Mossner M, Ganepola S, Mussig A, Allers K| et al. (2009) Long-term control of
HIV by CCR5 Delta32/Delta32 stem-cell transplantation. N Engl J Med 360: 692—698. doi: 10.1056/
NEJMo0a0802905 PMID: 19213682

8. Allers K, Hutter G, Hofmann J, Loddenkemper C, Rieger K, Thiel E, et al. (2011) Evidence for the cure
of HIV infection by CCR5Delta32/Delta32 stem cell transplantation. Blood 117:2791-2799. doi: 10.
1182/blood-2010-09-309591 PMID: 21148083

9. Yukl SA, Boritz E, Busch M, Bentsen C, Chun TW, Douek D, et al. (2013) Challenges in detecting HIV
persistence during potentially curative interventions: a study of the Berlin patient. PLoS Pathog 9:
€1003347. doi: 10.1371/journal.ppat.1003347 PMID: 23671416

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 34/45


http://dx.doi.org/10.1056/NEJMra0706737
http://www.ncbi.nlm.nih.gov/pubmed/18403767
http://dx.doi.org/10.1128/JVI.03576-12
http://www.ncbi.nlm.nih.gov/pubmed/23449788
http://dx.doi.org/10.1038/nm.3445
http://www.ncbi.nlm.nih.gov/pubmed/24412925
http://www.ncbi.nlm.nih.gov/pubmed/16107947
http://dx.doi.org/10.1097/QAD.0b013e32834db418
http://www.ncbi.nlm.nih.gov/pubmed/22089381
http://dx.doi.org/10.1056/NEJMoa0802905
http://dx.doi.org/10.1056/NEJMoa0802905
http://www.ncbi.nlm.nih.gov/pubmed/19213682
http://dx.doi.org/10.1182/blood-2010-09-309591
http://dx.doi.org/10.1182/blood-2010-09-309591
http://www.ncbi.nlm.nih.gov/pubmed/21148083
http://dx.doi.org/10.1371/journal.ppat.1003347
http://www.ncbi.nlm.nih.gov/pubmed/23671416

@‘PLOS | ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

10.

1.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

Tebas P, Stein D, Tang WW, Frank |, Wang SQ, Lee G, et al. (2014) Gene editing of CCRS5 in autolo-
gous CD4 T cells of persons infected with HIV. N Engl J Med 370: 901-910. doi: 10.1056/
NEJMoa1300662 PMID: 24597865

Bureau of Disease Control, Prevention and Epidemiology HIV/STD/VH/TB Epidemiology Section,
Michigan Department of Community Health (2014) Annual review of HIV trends in southeast Michigan
(2008—-2012). Overall trends in new HIV diagnoses in southeast Michigan. pp 1-5. Available: http://
www.michigan.gov/documents/mdch/SEMI_withDet14_456015_7.pdf

Department of Health, HIV/AIDS, Hepatitis, STD, and TB Administration, Government of the District of
Columbia (2013) Annual Epidemiology & Surveillance Report 2012. pp 1-77. Available: http://doh.dc.
gov/sites/default/files/dc/sites/doh/publication/attachments/2013%20Annual%20Report%20FINAL-
2.pdf

United States State Department (2014) PEPFAR—The United States President's Emergency Plan for
AIDS Relief—Countries. Office of U.S. Global AIDS Coordinator and the Bureau of Public Affairs.
Washington, DC Available: http://www.pepfar.gov/countries/index.htm

Reese M (2015) Declaration of Public Health Emergency in Scott County, Indiana (Executive Order
15-05). Executive Department Indianapolis—State of Indiana. Available: http://www.in.gov/
activecalendar/EventList.aspx?view=EventDetails&eventidn=214652&information_id=
212487&type=&syndicate=syndicate

Maddox L, Bush T, Moise M (2015) Epidemiology of HIV infection—Trends in Florida reported through
2014. Florida Department of Health, Division of Disease Control and Health Protection, HIV/AIDS
Section. Tallahassee, FL Available: http://www.floridahealth.gov/diseases-and-conditions/aids/
surveillance/_documents/hiv-aids-slide-sets/2014/state-trends-2014.pdf#search="hiv%202014"

Editorial (2015) Alarming rise in HIV cases. Tampa Bay Times, July 10, 2015. Tampa Bay, FL Avail-
able: http://www.tampabay.com/opinion/editorials/editorial-alarming-rise-in-hiv-cases/2236948

Group ISS, Lundgren JD, Babiker AG, Gordin F, Emery S, Grund B, et al. (2015) Initiation of Antiretro-
viral Therapy in Early Asymptomatic HIV Infection. N Engl J Med 373: 795-807. doi: 10.1056/
NEJMoa1506816 PMID: 26192873

HHS Panel on Antiretroviral Guidelines for Adults and Adolescents (2015) Statement Regarding
Results from the START and TEMPRANO Trials. U.S. Department of Health and Human Services,
Office of AIDS Research Council. Available: https://aidsinfo.nih.gov/news/1592/statement-from-adult-
arv-guideline-panel—start-and-temprano-trials

World Health Organization (2015) Guideline on when to start antiretroviral therapy and on pre-expo-

sure prophylasis for HIV. Geneva, Switzerland. Available: http://apps.who.int/iris/bitstream/10665/
186275/1/9789241509565_eng.pdf

World Health Organization (2015) HIV / AIDS Factsheet No 360. Geneva, Switzerland. Available:
http://www.who.int/mediacentre/factsheets/fs360/en/

United States State Department (2015) PEPFAR—Latest Results. Office of U.S. Global AIDS Coordi-
nator and the Bureau of Public Affairs. Washington, DC Available: http://www.pepfar.gov/documents/
organization/189671.pdf

Joint United Nations Programme on HIV/AIDS (2014) Children and HIV. Geneva, Switzerland. Avail-
able at: http://www.unaids.org/en/media/unaids/contentassets/documents/unaidspublication/2014/
FactSheet_Children_en.pdf

Sloan CE, Champenois K, Choisy P, Losina E, Walensky RP, Schackman BR, et al. (2012) Newer

drugs and earlier treatment: impact on lifetime cost of care for HIV-infected adults. AIDS 26: 45-56.
doi: 10.1097/QAD.0b013e32834dce6e PMID: 22008655

United States State Department (2015) PEPFAR Funding Fact Sheet Fiscal Years 2014-2016. Office
of U.S. Global AIDS Coordinator and the Bureau of Public Affairs. Washington, DC Available: http://
www.pepfar.gov/documents/organization/189671.pdf

Chun TW, Justement JS, Murray D, Hallahan CW, Maenza J, Collier AC, et al. (2010) Rebound of
plasma viremia following cessation of antiretroviral therapy despite profoundly low levels of HIV reser-
voir: implications for eradication. AIDS 24: 2803-2808. doi: 10.1097/QAD.0b013e328340a239
PMID: 20962613

Fischer M, Hafner R, Schneider C, Trkola A, Joos B, Joller H, et al. (2003) HIV RNA in plasma
rebounds within days during structured treatment interruptions. AIDS 17: 195-199. PMID: 12545079

Siliciano JD, Kajdas J, Finzi D, Quinn TC, Chadwick K, Margolick JB, et al. (2003) Long-term follow-
up studies confirm the stability of the latent reservoir for HIV-1 in resting CD4+ T cells. Nat Med 9:
727-728. PMID: 12754504

Andrus L, Szabo P, Grady RW, Hanauske AR, Huima-Byron T, Slowinska B, et al. (1998) Antiretrovi-
ral effects of deoxyhypusyl hydroxylase inhibitors: a hypusine-dependent host cell mechanism for

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 35/45


http://dx.doi.org/10.1056/NEJMoa1300662
http://dx.doi.org/10.1056/NEJMoa1300662
http://www.ncbi.nlm.nih.gov/pubmed/24597865
http://www.michigan.gov/documents/mdch/SEMI_withDet14_456015_7.pdf
http://www.michigan.gov/documents/mdch/SEMI_withDet14_456015_7.pdf
http://doh.dc.gov/sites/default/files/dc/sites/doh/publication/attachments/2013%20Annual%20Report%20FINAL-2.pdf
http://doh.dc.gov/sites/default/files/dc/sites/doh/publication/attachments/2013%20Annual%20Report%20FINAL-2.pdf
http://doh.dc.gov/sites/default/files/dc/sites/doh/publication/attachments/2013%20Annual%20Report%20FINAL-2.pdf
http://www.pepfar.gov/countries/index.htm
http://www.in.gov/activecalendar/EventList.aspx?view=EventDetails&eventidn=214652&information_id=212487&type=&syndicate�=�syndicate
http://www.in.gov/activecalendar/EventList.aspx?view=EventDetails&eventidn=214652&information_id=212487&type=&syndicate�=�syndicate
http://www.in.gov/activecalendar/EventList.aspx?view=EventDetails&eventidn=214652&information_id=212487&type=&syndicate�=�syndicate
http://www.floridahealth.gov/diseases-and-conditions/aids/surveillance/_documents/hiv-aids-slide-sets/2014/state-trends-2014.pdf#search=
http://www.floridahealth.gov/diseases-and-conditions/aids/surveillance/_documents/hiv-aids-slide-sets/2014/state-trends-2014.pdf#search=
http://www.tampabay.com/opinion/editorials/editorial-alarming-rise-in-hiv-cases/2236948
http://dx.doi.org/10.1056/NEJMoa1506816
http://dx.doi.org/10.1056/NEJMoa1506816
http://www.ncbi.nlm.nih.gov/pubmed/26192873
https://aidsinfo.nih.gov/news/1592/statement-from-adult-arv-guideline-panel---start-and-temprano-trials
https://aidsinfo.nih.gov/news/1592/statement-from-adult-arv-guideline-panel---start-and-temprano-trials
http://apps.who.int/iris/bitstream/10665/186275/1/9789241509565_eng.pdf
http://apps.who.int/iris/bitstream/10665/186275/1/9789241509565_eng.pdf
http://www.who.int/mediacentre/factsheets/fs360/en/
http://www.pepfar.gov/documents/organization/189671.pdf
http://www.pepfar.gov/documents/organization/189671.pdf
http://www.unaids.org/en/media/unaids/contentassets/documents/unaidspublication/2014/FactSheet_Children_en.pdf
http://www.unaids.org/en/media/unaids/contentassets/documents/unaidspublication/2014/FactSheet_Children_en.pdf
http://dx.doi.org/10.1097/QAD.0b013e32834dce6e
http://www.ncbi.nlm.nih.gov/pubmed/22008655
http://www.pepfar.gov/documents/organization/189671.pdf
http://www.pepfar.gov/documents/organization/189671.pdf
http://dx.doi.org/10.1097/QAD.0b013e328340a239
http://www.ncbi.nlm.nih.gov/pubmed/20962613
http://www.ncbi.nlm.nih.gov/pubmed/12545079
http://www.ncbi.nlm.nih.gov/pubmed/12754504

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

replication of human immunodeficiency virus type 1 (HIV-1). Biochem Pharmacol 55: 1807-1818.
PMID: 9714299

Hanauske-Abel HM, Glinzler V (1982) A stereochemical concept for the catalytic mechanism of prolyl
hydroxlyase. Applicability to classification and design of inhibitors. J Theor Biol 94: 421-455. PMID:
6281585

Hanauske-Abel HM (1983) Uber einen stereochemischen Vorschlag fiir den katalytischen Mechanis-
mus der Prolylhydroxylase, seine Anwendung zur Klassifizierung und Formulierung von Hemmstoffen
sowie die Entwicklung und Erprobung eines 'mafBgeschneiderten’ neuartigen Inhibitors. Thesis,
Department of Pharmacology and Toxicology, Philipps Universitat, Marburg, Germany

Hanauske-Abel HM, Popowicz AM (2003) The HAG mechanism: a molecular rationale for the thera-
peutic application of iron chelators in human diseases involving the 2-oxoacid utilizing dioxygenases.
Curr Med Chem 10: 1005-1019. PMID: 12678673

Abbruzzese A, Hanauske-Abel HM, Park MH, Henke S, Folk JE (1991) The active site of deoxyhypu-
syl hydroxylase: use of catecholpeptides and their component chelator and peptide moieties as
molecular probes. Biochim Biophys Acta 1077: 159-166. PMID: 2015290

McCaffrey TA, Pomerantz KB, Sanborn TA, Spokojny AM, Du B, Park MH, et al. (1995) Specific inhibi-
tion of elF-5A and collagen hydroxylation by a single agent. Antiproliferative and fibrosuppressive
effects on smooth muscle cells from human coronary arteries. J Clin Invest 95: 446—455. PMID:
7860726

Park JH, Aravind L, Wolff EC, Kaevel J, Kim YS, Park MH (2006) Molecular cloning, expression, and
structural prediction of deoxyhypusine hydroxylase: a HEAT-repeat-containing metalloenzyme. Proc
Natl Acad Sci U S A 103: 51-56. PMID: 16371467

Majamaa K, Hanauske-Abel HM, Gunzler V, Kivirikko KI (1984) The 2-oxoglutarate binding site of pro-
lyl 4-hydroxylase. Identification of distinct subsites and evidence for 2-oxoglutarate decarboxylation in
a ligand reaction at the enzyme-bound ferrous ion. Eur J Biochem 138: 239-245. PMID: 6321169

Majamaa K, Turpeenniemi-Hujanen TM, Latipaa P, Gunzler V, Hanauske-Abel HM, Hassinen IE,
et al. (1985) Differences between collagen hydroxylases and 2-oxoglutarate dehydrogenase in their
inhibition by structural analogues of 2-oxoglutarate. Biochem J 229: 127-133. PMID: 2994628

Tschank G, Raghunath M, Gunzler V, Hanauske-Abel HM (1987) Pyridinedicarboxylates, the first
mechanism-derived inhibitors for prolyl 4-hydroxylase, selectively suppress cellular hydroxyprolyl bio-
synthesis. Decrease in interstitial collagen and Clq secretion in cell culture. Biochem J 248: 625-633.
PMID: 2829835

Hanauske-Abel HM (1991) Prolyl 4-hydroxylase, a target enzyme for drug development. Design of
suppressive agents and the in vitro effects of inhibitors and proinhibitors. J Hepatol 13 Suppl 3: S8-
15; discussion S16. PMID: 1667671

Newfield RS, Giardina P, Grady RC, Hanauske-Abel HM (1996) Deferiprone, but not deferoxamine,
inhibits biosynthesis of fibrillar procollagens in iron-overloaded thalassemic patients. Ped Res 39:
160.

Newfield RS, Giardina P, Grady RC, Hanauske-Abel HM (1996) Deferiprone: An in vitro inhibitor of
protein hydroxylases vital for matrix formation and cell proliferation. Ped Res 39: 160.

Clement PM, Hanauske-Abel HM, Wolff EC, Kleinman HK, Park MH (2002) The antifungal drug ciclo-
pirox inhibits deoxyhypusine and proline hydroxylation, endothelial cell growth and angiogenesis in
vitro. IntJ Cancer 100: 491-498. PMID: 12115536

Hoffart LM, Barr EW, Guyer RB, Bollinger JM Jr., Krebs C (2006) Direct spectroscopic detection of a
C-H-cleaving high-spin Fe(IV) complex in a prolyl-4-hydroxylase. Proc Natl Acad SciU S A 103:
14738-14743. PMID: 17003127

Hanauske-Abel HM, Saxena D, Palumbo PE, Hanauske A-R, Luchessi AD, Cambiaghi TD, et al.
(2013) Drug-Induced Reactivation of Apoptosis Abrogates HIV-1 Infection. PLOS ONE 8: €74414.
doi: 10.1371/journal.pone.0074414 PMID: 24086341

Hanauske-Abel HM, Slowinska B, Zagulska S, Wilson RC, Staiano-Coico L, Hanauske AR, et al.
(1995) Detection of a sub-set of polysomal mRNAs associated with modulation of hypusine formation
at the G1-S boundary. Proposal of a role for elF-5A in onset of DNA replication. FEBS Lett 366: 92—
98. PMID: 7789538

Hanauske-Abel HM, Grady RW, Hanauske AR, Andrus L, Szabo P (1998) Method of inhibiting viral
replication in eukaryotic cells and of inducing apoptosis of virally infected cells. United States Patent
5,849,587.

Hoque M, Hanauske-Abel HM, Palumbo P, Saxena D, D'Alliessi Gandolfi D, Park M, et al. (2009) Inhi-
bition of HIV-1 gene expression by Ciclopirox and Deferiprone, drugs that prevent hypusination of
eukaryotic initiation factor 5A. Retrovirology 6: 90. doi: 10.1186/1742-4690-6-90 PMID: 19825182

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 36/45


http://www.ncbi.nlm.nih.gov/pubmed/9714299
http://www.ncbi.nlm.nih.gov/pubmed/6281585
http://www.ncbi.nlm.nih.gov/pubmed/12678673
http://www.ncbi.nlm.nih.gov/pubmed/2015290
http://www.ncbi.nlm.nih.gov/pubmed/7860726
http://www.ncbi.nlm.nih.gov/pubmed/16371467
http://www.ncbi.nlm.nih.gov/pubmed/6321169
http://www.ncbi.nlm.nih.gov/pubmed/2994628
http://www.ncbi.nlm.nih.gov/pubmed/2829835
http://www.ncbi.nlm.nih.gov/pubmed/1667671
http://www.ncbi.nlm.nih.gov/pubmed/12115536
http://www.ncbi.nlm.nih.gov/pubmed/17003127
http://dx.doi.org/10.1371/journal.pone.0074414
http://www.ncbi.nlm.nih.gov/pubmed/24086341
http://www.ncbi.nlm.nih.gov/pubmed/7789538
http://dx.doi.org/10.1186/1742-4690-6-90
http://www.ncbi.nlm.nih.gov/pubmed/19825182

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

Arrowsmith J, Miller P (2013) Phase Il and Phase Il attrition rates 2011-2012. Nat Rev Drug Discov
12: 569. doi: 10.1038/nrd4090 PMID: 23903212

Begley CG, Ellis LM (2012) Drug development: Raise standards for preclinical cancer research.
Nature 483:531-533. doi: 10.1038/483531a PMID: 22460880

Kontoghiorghes GJ, Goddard JG, Bartlett AN, Sheppard L (1990) Pharmacokinetic studies in humans
with the oral iron chelator 1,2-dimethyl-3-hydroxypyrid-4-one. Clin Pharmacol Ther 48: 255-261.
PMID: 2401124

Witvrouw M, Pannecouque C, Desmyter J, De Clercq E, Andries K (2000) In vitro evaluation of the
effect of temporary removal of HIV drug pressure. Antiviral Res 46: 215-221. PMID: 10867159

Nitanda T, Wang X, Somekawa K, Yuasa S, Baba M (2001) Three-drug combinations of emivirine
and nucleoside reverse transcriptase inhibitors in vitro: long-term culture of HIV-1-infected cells and
breakthrough viruses. Antivir Chem Chemother 12: 161-167. PMID: 12959324

New DR, Maggirwar SB, Epstein LG, Dewhurst S, Gelbard HA (1998) HIV-1 Tat induces neuronal
death via tumor necrosis factor-alpha and activation of non-N-methyl-D-aspartate receptors by a
NFkappaB-independent mechanism. J Biol Chem 273: 17852—-17858. PMID: 9651389

Gain P, Thuret G, Chiquet C, Dumollard JM, Mosnier JF, Burillon C, et al. (2002) Value of two mortality
assessment techniques for organ cultured corneal endothelium: trypan blue versus TUNEL tech-
nique. Br J Ophthalmol 86: 306—-310. PMID: 11864889

Finkel TH, Tudor-Williams G, Banda NK, Cotton MF, Curiel T, Monks C, et al. (1995) Apoptosis occurs
predominantly in bystander cells and not in productively infected cells of HIV- and SIV-infected lymph
nodes. Nat Med 1: 129-134. PMID: 7585008

Montagnier L (2009) 25 years after HIV discovery: prospects for cure and vaccine (Nobel lecture).
Angew Chem Int Ed Engl 48: 5815-5826. doi: 10.1002/anie.200902130 PMID: 19618403

Fernandez Larrosa PN, Croci DO, Riva DA, Bibini M, Luzzi R, Saracco M, et al. (2008) Apoptosis
resistance in HIV-1 persistently-infected cells is independent of active viral replication and involves
modulation of the apoptotic mitochondrial pathway. Retrovirology 5: 19. doi: 10.1186/1742-4690-5-19
PMID: 18261236

Venkatachari NJ, Buchanan WG, Ayyavoo V (2008) Human immunodeficiency virus (HIV-1) infection
selectively downregulates PD-1 expression in infected cells and protects the cells from early apopto-
sis in vitro and in vivo. Virology 376: 140—153. doi: 10.1016/j.virol.2008.03.015 PMID: 18440040

Klase Z, Winograd R, Davis J, Carpio L, Hildreth R, Heydarian M, et al. (2009) HIV-1 TAR miRNA pro-
tects against apoptosis by altering cellular gene expression. Retrovirology 6: 18. doi: 10.1186/1742-
4690-6-18 PMID: 19220914

Georgiou NA, van der Bruggen T, Oudshoorn M, Hider RC, Marx JJ, van Asbeck BS (2002) Human
immunodeficiency virus type 1 replication inhibition by the bidentate iron chelators CP502 and CP511
is caused by proliferation inhibition and the onset of apoptosis. Eur J Clin Invest 32 Suppl 1: 91-96.
PMID: 11886438

Sun Z, Cheng Z, Taylor CA, McConkey BJ, Thompson JE (2010) Apoptosis induction by elF5A1
involves activation of the intrinsic mitochondrial pathway. J Cell Physiol 223: 798-809. doi: 10.1002/
jcp.22100 PMID: 20232312

Seko Y, Fujimura T, Yao T, Taka H, Mineki R, Okumura K, et al. (2015) Secreted tyrosine sulfated-
elF5A mediates oxidative stress-induced apoptosis. Sci Rep 5: 13737. doi: 10.1038/srep13737
PMID: 26348594

Beninati S, Abbruzzese A, Folk JE (1990) High-performance liquid chromatographic method for deter-
mination of hypusine and deoxyhypusine. Anal Biochem 184: 16-20. PMID: 2108587

Bevec D, Klier H, Holter W, Tschachler E, Valent P, Lottspeich F, et al. (1994) Induced gene expres-
sion of the hypusine-containing protein eukaryotic initiation factor 5A in activated human T lympho-
cytes. Proc Natl Acad SciU S A 91: 10829-10833. PMID: 7971969

Li Q, Smith AJ, Schacker TW, Carlis JV, Duan L, Reilly CS, et al. (2009) Microarray Analysis of Lym-
phatic Tissue Reveals Stage-Specific, Gene Expression Signatures in HIV-1 Infection. The Journal of
Immunology 183: 1975—-1982. doi: 10.4049/jimmunol.0803222 PMID: 19596987

Mo B, Vendrov AE, Palomino WA, DuPont BR, Apparao KB, Lessey BA (2006) ECC-1 cells: a well-dif-
ferentiated steroid-responsive endometrial cell line with characteristics of luminal epithelium. Biol
Reprod 75: 387-394. PMID: 16707768

Mesquita PM, Cheshenko N, Wilson SS, Mhatre M, Guzman E, Fakioglu E, et al. (2009) Disruption of

tight junctions by cellulose sulfate facilitates HIV infection: model of microbicide safety. J Infect Dis
200: 599-608. doi: 10.1086/600867 PMID: 19586414

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 37/45


http://dx.doi.org/10.1038/nrd4090
http://www.ncbi.nlm.nih.gov/pubmed/23903212
http://dx.doi.org/10.1038/483531a
http://www.ncbi.nlm.nih.gov/pubmed/22460880
http://www.ncbi.nlm.nih.gov/pubmed/2401124
http://www.ncbi.nlm.nih.gov/pubmed/10867159
http://www.ncbi.nlm.nih.gov/pubmed/12959324
http://www.ncbi.nlm.nih.gov/pubmed/9651389
http://www.ncbi.nlm.nih.gov/pubmed/11864889
http://www.ncbi.nlm.nih.gov/pubmed/7585008
http://dx.doi.org/10.1002/anie.200902130
http://www.ncbi.nlm.nih.gov/pubmed/19618403
http://dx.doi.org/10.1186/1742-4690-5-19
http://www.ncbi.nlm.nih.gov/pubmed/18261236
http://dx.doi.org/10.1016/j.virol.2008.03.015
http://www.ncbi.nlm.nih.gov/pubmed/18440040
http://dx.doi.org/10.1186/1742-4690-6-18
http://dx.doi.org/10.1186/1742-4690-6-18
http://www.ncbi.nlm.nih.gov/pubmed/19220914
http://www.ncbi.nlm.nih.gov/pubmed/11886438
http://dx.doi.org/10.1002/jcp.22100
http://dx.doi.org/10.1002/jcp.22100
http://www.ncbi.nlm.nih.gov/pubmed/20232312
http://dx.doi.org/10.1038/srep13737
http://www.ncbi.nlm.nih.gov/pubmed/26348594
http://www.ncbi.nlm.nih.gov/pubmed/2108587
http://www.ncbi.nlm.nih.gov/pubmed/7971969
http://dx.doi.org/10.4049/jimmunol.0803222
http://www.ncbi.nlm.nih.gov/pubmed/19596987
http://www.ncbi.nlm.nih.gov/pubmed/16707768
http://dx.doi.org/10.1086/600867
http://www.ncbi.nlm.nih.gov/pubmed/19586414

@’PLOS ’ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

Rohan LC, Moncla BJ, Kunjara Na Ayudhya RP, Cost M, Huang Y, Gai F, et al. (2010) In vitro and ex
vivo testing of tenofovir shows it is effective as an HIV-1 microbicide. PLoS One 5: €9310. doi: 10.
1371/journal.pone.0009310 PMID: 20174579

Patel MV, Ghosh M, Fahey JV, Wira CR (2012) Uterine epithelial cells specifically induce interferon-
stimulated genes in response to polyinosinic-polycytidylic acid independently of estradiol. PLoS One
7:e35654. doi: 10.1371/journal.pone.0035654 PMID: 22558189

Nazli A, Chan O, Dobson-Belaire WN, Ouellet M, Tremblay MJ, Gray-Owen SD, et al. (2010) Expo-
sure to HIV-1 directly impairs mucosal epithelial barrier integrity allowing microbial translocation.
PLoS Pathog 6: €1000852. doi: 10.1371/journal.ppat.1000852 PMID: 20386714

Okamoto M, Makino M, Yamada K, Nakade K, Yuasa S, Baba M (1996) Complete inhibition of viral
breakthrough by combination of MKC-442 with AZT during a long-term culture of HIV-1 infected cells.
Antiviral Res 31:69-77. PMID: 8793010

Balzarini J, Perez-Perez MJ, Velazquez S, San-Felix A, Camarasa MJ, De Clercq E, et al. (1995) Sup-
pression of the breakthrough of human immunodeficiency virus type 1 (HIV-1) in cell culture by thio-
carboxanilide derivatives when used individually or in combination with other HIV-1-specific inhibitors
(i.e., TSAO derivatives). Proc Natl Acad Sci U S A 92: 5470-5474. PMID: 7539917

Balzarini J, De Clercq E (2001) Rapid alternation of drug therapy is highly efficient in suppressing the
emergence of mutant drug-resistant HIV strains in cell culture. AIDS Res Hum Retroviruses 17:
1625-1634. PMID: 11779350

Davey RT Jr., Bhat N, Yoder C, Chun TW, Metcalf JA, Dewar R, et al. (1999) HIV-1 and T cell dynam-
ics after interruption of highly active antiretroviral therapy (HAART) in patients with a history of sus-
tained viral suppression. Proc Natl Acad Sci U S A 96: 15109-15114. PMID: 10611346

National Department of Health, Republic of South Africa (2010) Clinical guidelines for the manage-
ment of HIV & AIDS in adults and adolescents. pp. 1-42. Available: http://www.sahivsoc.org/upload/
documents/Clinical_Guidelines_for_the_Management_of_HIV_AIDS_in_Adults_Adolescents_2010.
pdf

European Medicines Agency (2013) Ferriprox ™: Annex —Summary of product characteristics. pp
1-56. Available: http://www.ema.europa.eu/ema/index.jsp?curl=pages/medicines’human/medicines/
000236/human_med_000789.jsp&mid=WC0b01ac058001d124 http://www.ema.europa.eu/docs/en_
GB/document_library/EPAR_-_Product_Information/human/000236/WC500022050.pdf

Food and Drug Administration (2011) Oncologic Drugs Advisory Committee Briefing Document: NDA
#21-825, Ferriprox™ (deferiprone). pp 1-7. Available: http://www.fda.gov/downloads/
advisorycommittees/committeesmeetingmaterials/drugs/oncologicdrugsadvisorycommittee/
ucm271538.pdf

Butler SL, Hansen MS, Bushman FD (2001) A quantitative assay for HIV DNA integration in vivo. Nat
Med 7:631-634. PMID: 11329067

Ho YC, Shan L, Hosmane NN, Wang J, Laskey SB, Rosenbloom DI, et al. (2013) Replication-compe-
tent noninduced proviruses in the latent reservoir increase barrier to HIV-1 cure. Cell 155: 540-551.
doi: 10.1016/j.cell.2013.09.020 PMID: 24243014

Alidjinou EK, Bocket L, Hober D (2015) Quantification of viral DNA during HIV-1 infection: A review of
relevant clinical uses and laboratory methods. Pathol Biol (Paris) 63: 53-59.

Di Stasi A, Tey SK, Dotti G, Fujita Y, Kennedy-Nasser A, Martinez C, et al. (2011) Inducible apoptosis
as a safety switch for adoptive cell therapy. N Engl J Med 365: 1673-1683. doi: 10.1056/
NEJMoa1106152 PMID: 22047558

Limenta LM, Jirasomprasert T, Tankanitlert J, Svasti S, Wilairat P, Chantharaksri U, et al. (2008)
UGT1AB6 genotype-related pharmacokinetics of deferiprone (L1) in healthy volunteers. Br J Clin Phar-
macol 65:908-916. doi: 10.1111/].1365-2125.2008.03103.x PMID: 18318774

Benoit-Biancamano MO, Connelly J, Villeneuve L, Caron P, Guillemette C (2009) Deferiprone glucur-
onidation by human tissues and recombinant UDP-glucuronosyltransferase 1A6: an in vitro investiga-
tion of genetic and splice variants. Drug Metab Dispos 37: 322-329. doi: 10.1124/dmd.108.023101
PMID: 18971318

Bellanti F, Danhof M, Della Pasqua O (2014) Population pharmacokinetics of deferiprone in healthy
subjects. Br J Clin Pharmacol 78: 1397-1406. doi: 10.1111/bcp.12473 PMID: 25052529

Center for Drug Evaluation and Research, Food and Drug Administration, United States Department
of Health and Human Services (2003) Guidance for Industry. Exposure-Response Relationships—
Study Design, Data Analysis, and Regulatory Applications. April 2003 ed. pp. 1-28. Available at:
http://www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/
ucm072109.pdf

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 38/45


http://dx.doi.org/10.1371/journal.pone.0009310
http://dx.doi.org/10.1371/journal.pone.0009310
http://www.ncbi.nlm.nih.gov/pubmed/20174579
http://dx.doi.org/10.1371/journal.pone.0035654
http://www.ncbi.nlm.nih.gov/pubmed/22558189
http://dx.doi.org/10.1371/journal.ppat.1000852
http://www.ncbi.nlm.nih.gov/pubmed/20386714
http://www.ncbi.nlm.nih.gov/pubmed/8793010
http://www.ncbi.nlm.nih.gov/pubmed/7539917
http://www.ncbi.nlm.nih.gov/pubmed/11779350
http://www.ncbi.nlm.nih.gov/pubmed/10611346
http://www.sahivsoc.org/upload/documents/Clinical_Guidelines_for_the_Management_of_HIV_AIDS_in_Adults_Adolescents_2010.pdf
http://www.sahivsoc.org/upload/documents/Clinical_Guidelines_for_the_Management_of_HIV_AIDS_in_Adults_Adolescents_2010.pdf
http://www.sahivsoc.org/upload/documents/Clinical_Guidelines_for_the_Management_of_HIV_AIDS_in_Adults_Adolescents_2010.pdf
http://www.ema.europa.eu/ema/index.jsp?curl�=�pages/medicines/human/medicines/000236/human_med_000789.jsp&mid=WC0b01ac058001d124
http://www.ema.europa.eu/ema/index.jsp?curl�=�pages/medicines/human/medicines/000236/human_med_000789.jsp&mid=WC0b01ac058001d124
http://www.ema.europa.eu/docs/en_GB/document_library/EPAR_-_Product_Information/human/000236/WC500022050.pdf
http://www.ema.europa.eu/docs/en_GB/document_library/EPAR_-_Product_Information/human/000236/WC500022050.pdf
http://www.fda.gov/downloads/advisorycommittees/committeesmeetingmaterials/drugs/oncologicdrugsadvisorycommittee/ucm271538.pdf
http://www.fda.gov/downloads/advisorycommittees/committeesmeetingmaterials/drugs/oncologicdrugsadvisorycommittee/ucm271538.pdf
http://www.fda.gov/downloads/advisorycommittees/committeesmeetingmaterials/drugs/oncologicdrugsadvisorycommittee/ucm271538.pdf
http://www.ncbi.nlm.nih.gov/pubmed/11329067
http://dx.doi.org/10.1016/j.cell.2013.09.020
http://www.ncbi.nlm.nih.gov/pubmed/24243014
http://dx.doi.org/10.1056/NEJMoa1106152
http://dx.doi.org/10.1056/NEJMoa1106152
http://www.ncbi.nlm.nih.gov/pubmed/22047558
http://dx.doi.org/10.1111/j.1365-2125.2008.03103.x
http://www.ncbi.nlm.nih.gov/pubmed/18318774
http://dx.doi.org/10.1124/dmd.108.023101
http://www.ncbi.nlm.nih.gov/pubmed/18971318
http://dx.doi.org/10.1111/bcp.12473
http://www.ncbi.nlm.nih.gov/pubmed/25052529
http://www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/ucm072109.pdf
http://www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/ucm072109.pdf

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

Raboud JM, Montaner JS, Conway B, Haley L, Sherlock C, O'Shaughnessy MV, et al. (1996) Varia-
tion in plasma RNA levels, CD4 cell counts, and p24 antigen levels in clinically stable men with human
immunodeficiency virus infection. J Infect Dis 174: 191-194. PMID: 8655993

Paxton WB, Coombs RW, McElrath MJ, Keefer MC, Hughes J, Sinangil F, et al. (1997) Longitudinal
analysis of quantitative virologic measures in human immunodeficiency virus-infected subjects with >
or =400 CD4 lymphocytes: implications for applying measurements to individual patients. National
Institute of Allergy and Infectious Diseases AIDS Vaccine Evaluation Group. J Infect Dis 175: 247—
254. PMID: 9203644

Modjarrad K, Chamot E, Vermund SH (2008) Impact of small reductions in plasma HIV RNA levels on
the risk of heterosexual transmission and disease progression. AIDS 22:2179-2185. doi: 10.1097/
QAD.0b013e328312c756 PMID: 18832881

Saag MS, Holodniy M, Kuritzkes DR, O'Brien WA, Coombs R, Poscher ME, et al. (1996) HIV viral load
markers in clinical practice. Nat Med 2: 625-629. PMID: 8640545

Holmes C, Wilkinson D, Dean C, Vethanayagam S, Olivieri S, Langley A, et al. (2004) The efficacy of
donepezil in the treatment of neuropsychiatric symptoms in Alzheimer disease. Neurology 63: 214—
219. PMID: 15277611

Gotzsche PC, Hansen M, Stoltenberg M, Svendsen A, Beier J, Faarvang KL, et al. (1996) Random-
ized, placebo controlled trial of withdrawal of slow-acting antirheumatic drugs and of observer bias in
rheumatoid arthritis. Scand J Rheumatol 25: 194-199. PMID: 8792795

Cibere J, Kopec JA, Thorne A, Singer J, Canvin J, Robinson DB, et al. (2004) Randomized, double-
blind, placebo-controlled glucosamine discontinuation trial in knee osteoarthritis. Arthritis Rheum 51:
738-745. PMID: 15478160

Stadler WM (2007) The randomized discontinuation trial: a phase Il design to assess growth-inhibitory
agents. Mol Cancer Ther 6: 1180—-1185. PMID: 17431101

Kopec JA, Abrahamowicz M, Esdaile JM (1993) Randomized discontinuation trials: utility and effi-
ciency. J Clin Epidemiol 46:959-971. PMID: 8263581

Karrison TG, Ratain MJ, Stadler WM, Rosner GL (2012) Estimation of progression-free survival for all
treated patients in the randomized discontinuation trial design. Am Statistician 66: 155—162.

Frost SD, Martinez-Picado J, Ruiz L, Clotet B, Brown AJ (2002) Viral dynamics during structured treat-
ment interruptions of chronic human immunodeficiency virus type 1 infection. J Virol 76: 968-979.
PMID: 11773372

Harrigan PR, Whaley M, Montaner JS (1999) Rate of HIV-1 RNA rebound upon stopping antiretroviral
therapy. AIDS 13: F59-62. PMID: 10371167

National Institutes of Health, National Institute of Allergy and Infectious Diseases, Division of AIDS
(2009) Table for grading the severity of adult and pediatric adverse events, version 1.0 of December
2004 with clarification of August 2009. Available: http:/rsc.tech-res.com/Document/
safetyandpharmacovigilance/Table_for_Grading_Severity_of_Adult_Pediatric_Adverse_Events.pdf

National Institutes of Health, National Institute of Allergy and Infectious Diseases, Division of Microbi-
ology and Infectious Diseases (2007) Adult Toxicity Table. Available: http://www.niaid.nih.gov/
LabsAndResources/resources/DMIDClinRsrch/Documents/dmidadulttox.pdf

Straus SM, Kors JA, De Bruin ML, van der Hooft CS, Hofman A, Heeringa J, et al. (2006) Prolonged
QTc interval and risk of sudden cardiac death in a population of older adults. J Am Coll Cardiol 47:
362-367. PMID: 16412861

Center for Drug Evaluation and Research, Food and Drug Administration, United States Department
of Health and Human Services (2005) Guidance for Industry—Clinical Evaluation of QT/QTc interval
prolongation and proarrhythmic potential for non-antiarrhythmic drugs. pp 1-16. Available: http:/
www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/ucm073153.
pdf

Center for Drug Evaluation and Research, Food and Drug Administration, United States Department
of Health and Human Services (2009) Guidance for Industry—Antiviral Product Development—Con-
ducting and Submitting Virology Studies to the Agency. pp 1-14. Available at: http://www.fda.gov/
OHRMS/DOCKETS/98fr/05d-0183-gdI0002-01.pdf

Committee for Medicinal Products for Human Use, European Medicines Agency (2013) Guideline on
the clinical development of medicinal products for the treatment of HIV infection. pp. 1-18. Available
at: http://www.ema.europa.eu/docs/en_GB/document_library/Scientific_guideline/2013/09/
WC500150733.pdf

Yasue M, Kawamura N, Sakakibara J (1970) [Syntheses of N-substituted-3-glucosyloxy-2-methyl-4-
pyridones and their aglycones]. Yakugaku Zasshi 90: 1222-1225. PMID: 5529352

Kontoghiorghes GJ (1985) New orally active iron chelators. Lancet 1:817.

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 39/45


http://www.ncbi.nlm.nih.gov/pubmed/8655993
http://www.ncbi.nlm.nih.gov/pubmed/9203644
http://dx.doi.org/10.1097/QAD.0b013e328312c756
http://dx.doi.org/10.1097/QAD.0b013e328312c756
http://www.ncbi.nlm.nih.gov/pubmed/18832881
http://www.ncbi.nlm.nih.gov/pubmed/8640545
http://www.ncbi.nlm.nih.gov/pubmed/15277611
http://www.ncbi.nlm.nih.gov/pubmed/8792795
http://www.ncbi.nlm.nih.gov/pubmed/15478160
http://www.ncbi.nlm.nih.gov/pubmed/17431101
http://www.ncbi.nlm.nih.gov/pubmed/8263581
http://www.ncbi.nlm.nih.gov/pubmed/11773372
http://www.ncbi.nlm.nih.gov/pubmed/10371167
http://rsc.tech-res.com/Document/safetyandpharmacovigilance/Table_for_Grading_Severity_of_Adult_Pediatric_Adverse_Events.pdf
http://rsc.tech-res.com/Document/safetyandpharmacovigilance/Table_for_Grading_Severity_of_Adult_Pediatric_Adverse_Events.pdf
http://www.niaid.nih.gov/LabsAndResources/resources/DMIDClinRsrch/Documents/dmidadulttox.pdf
http://www.niaid.nih.gov/LabsAndResources/resources/DMIDClinRsrch/Documents/dmidadulttox.pdf
http://www.ncbi.nlm.nih.gov/pubmed/16412861
http://www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/ucm073153.pdf
http://www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/ucm073153.pdf
http://www.fda.gov/downloads/drugs/guidancecomplianceregulatoryinformation/guidances/ucm073153.pdf
http://www.fda.gov/OHRMS/DOCKETS/98fr/05d-0183-gdl0002-01.pdf
http://www.fda.gov/OHRMS/DOCKETS/98fr/05d-0183-gdl0002-01.pdf
http://www.ema.europa.eu/docs/en_GB/document_library/Scientific_guideline/2013/09/WC500150733.pdf
http://www.ema.europa.eu/docs/en_GB/document_library/Scientific_guideline/2013/09/WC500150733.pdf
http://www.ncbi.nlm.nih.gov/pubmed/5529352

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

105.

106.

107.

108.

109.

110.

111.

112,

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

Borgna-Pignatti C, Rugolotto S, De Stefano P, Zhao H, Cappellini MD, Del Vecchio GC, et al. (2004)
Survival and complications in patients with thalassemia major treated with transfusion and deferoxa-
mine. Haematologica 89: 1187—1193. PMID: 15477202

Sohn YS, Breuer W, Munnich A, Cabantchik ZI (2008) Redistribution of accumulated cell iron: a
modality of chelation with therapeutic implications. Blood 111: 1690-1699. PMID: 17975016

Maggio A, Vitrano A, Capra M, Cuccia L, Gagliardotto F, Filosa A, et al. (2009) Improving survival with
deferiprone treatment in patients with thalassemia major: a prospective multicenter randomised clini-
cal trial under the auspices of the Italian Society for Thalassemia and Hemoglobinopathies. Blood
Cells Mol Dis 42:247-251. doi: 10.1016/j.bcmd.2009.01.002 PMID: 19233692

Piga A, Gaglioti C, Fogliacco E, Tricta F (2003) Comparative effects of deferiprone and deferoxamine
on survival and cardiac disease in patients with thalassemia major: a retrospective analysis. Haema-
tologica 88:489-496. PMID: 12745268

Borgna-Pignatti C, Cappellini MD, De Stefano P, Del Vecchio GC, Forni GL, Gamberini MR, et al.
(2006) Cardiac morbidity and mortality in deferoxamine- or deferiprone-treated patients with thalasse-
mia major. Blood 107: 3733-3737. PMID: 16373663

Pepe A, Meloni A, Capra M, Cianciulli P, Prossomariti L, Malaventura C, et al. (2011) Deferasirox,
deferiprone and desferrioxamine treatment in thalassemia major patients: cardiac iron and function
comparison determined by quantitative magnetic resonance imaging. Haematologica 96: 41-47. doi:
10.3324/haematol.2009.019042 PMID: 20884710

Telfer P, Coen PG, Christou S, Hadjigavriel M, Kolnakou A, Pangalou E, et al. (2006) Survival of medi-
cally treated thalassemia patients in Cyprus. Trends and risk factors over the period 1980-2004. Hae-
matologica 91: 1187-1192. PMID: 16956817

Modell B, Khan M, Darlison M, Westwood MA, Ingram D, Pennell DJ (2008) Improved survival of thal-
assaemia major in the UK and relation to T2* cardiovascular magnetic resonance. J Cardiovasc
Magn Reson 10:42. doi: 10.1186/1532-429X-10-42 PMID: 18817553

Tochigi Y, Yamashiki N, Ohgiya S, Ganaha S, Yokota H (2005) Isoform-specific expression and
induction of UDP-glucuronosyltransferase in immunoactivated peritoneal macrophages of the rat.
Drug Metab Dispos 33: 1391-1398. PMID: 15980103

Schéafer B, Hauber |, Bunk A, Heukeshoven J, Dusedau A, Bevec D, et al. (2006) Inhibition of multi-
drug-resistant HIV-1 by interference with cellular S-adenosylmethionine decarboxylase activity. J
Infect Dis 194: 740-750. PMID: 16941339

Hauber |, Bevec D, Heukeshoven J, Kratzer F, Horn F, Choidas A, et al. (2005) Identification of cellular
deoxyhypusine synthase as a novel target for antiretroviral therapy. J Clin Invest 115: 76-85. PMID:
15630446

Schroeder M, Kolodzik A, Pfaff K, Priyadarshini P, Krepstakies M, Hauber J, et al. (2014) In silico
design, synthesis, and screening of novel deoxyhypusine synthase inhibitors targeting HIV-1 replica-
tion. ChemMedChem 9: 940-952. doi: 10.1002/cmdc.201300481 PMID: 24616161

Chiang PK, McCann PP, Lane JR, Pankaskie MC, Burke DS, Mayers DL (1996) Antihuman Immuno-
deficiency Virus (HIV-1) Activities of Inhibitors of Polyamine Pathways. J Biomed Sci 3: 78-81. PMID:
11725087

Jin X, McGrath MS, Xu H (2015) Inhibition of HIV expression and integration in macrophages by
methylglyoxal-bis-guanylhydrazone. J Virol 89: 11176—-11189. doi: 10.1128/JVI1.01692-15 PMID:
26223636

Gordon RK, Ginalski K, Rudnicki WR, Rychlewski L, Pankaskie MC, Bujnicki JM, et al. (2003) Anti-
HIV-1 activity of 3-deaza-adenosine analogs. Inhibition of S-adenosylhomocysteine hydrolase and
nucleotide congeners. Eur J Biochem 270: 3507-3517. PMID: 12919315

Mayers DL, Mikovits JA, Joshi B, Hewlett IK, Estrada JS, Wolfe AD, et al. (1995) Anti-human immuno-
deficiency virus 1 (HIV-1) activities of 3-deazaadenosine analogs: increased potency against 3'-
azido-3'-deoxythymidine-resistant HIV-1 strains. Proc Natl Acad SciU S A 92: 215-219. PMID:
7816820

Marasco CJ Jr., Kramer DL, Miller J, Porter CW, Bacchi CJ, Rattendi D, et al. (2002) Synthesis and
evaluation of analogues of 5'-([(Z)-4-amino-2-butenyl]methylamino)-5'-deoxyadenosine as inhibitors
of tumor cell growth, trypanosomal growth, and HIV-1 infectivity. J Med Chem 45: 5112-5122. PMID:
12408722

Hoffman BD, Hanauske-Abel HM, Flint A, Lalande M (1991) A new class of reversible cell cycle inhibi-
tors. Cytometry 12: 26-32. PMID: 1900227

Watson PA, Hanauske-Abel HH, Flint A, Lalande M (1991) Mimosine reversibly arrests cell cycle pro-
gression at the G1-S phase border. Cytometry 12: 242-246. PMID: 1903691

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 40/45


http://www.ncbi.nlm.nih.gov/pubmed/15477202
http://www.ncbi.nlm.nih.gov/pubmed/17975016
http://dx.doi.org/10.1016/j.bcmd.2009.01.002
http://www.ncbi.nlm.nih.gov/pubmed/19233692
http://www.ncbi.nlm.nih.gov/pubmed/12745268
http://www.ncbi.nlm.nih.gov/pubmed/16373663
http://dx.doi.org/10.3324/haematol.2009.019042
http://www.ncbi.nlm.nih.gov/pubmed/20884710
http://www.ncbi.nlm.nih.gov/pubmed/16956817
http://dx.doi.org/10.1186/1532-429X-10-42
http://www.ncbi.nlm.nih.gov/pubmed/18817553
http://www.ncbi.nlm.nih.gov/pubmed/15980103
http://www.ncbi.nlm.nih.gov/pubmed/16941339
http://www.ncbi.nlm.nih.gov/pubmed/15630446
http://dx.doi.org/10.1002/cmdc.201300481
http://www.ncbi.nlm.nih.gov/pubmed/24616161
http://www.ncbi.nlm.nih.gov/pubmed/11725087
http://dx.doi.org/10.1128/JVI.01692-15
http://www.ncbi.nlm.nih.gov/pubmed/26223636
http://www.ncbi.nlm.nih.gov/pubmed/12919315
http://www.ncbi.nlm.nih.gov/pubmed/7816820
http://www.ncbi.nlm.nih.gov/pubmed/12408722
http://www.ncbi.nlm.nih.gov/pubmed/1900227
http://www.ncbi.nlm.nih.gov/pubmed/1903691

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

124.

125.

126.

127.

128.

129.

130.

131.

132.

133.

134.

135.

136.

137.

138.

139.

140.

141.

142.

Hanauske-Abel HM, Park MH, Hanauske AR, Popowicz AM, Lalande M, Folk JE (1994) Inhibition of
the G1-S transition of the cell cycle by inhibitors of deoxyhypusine hydroxylation. Biochim Biophys
Acta 1221: 115-124. PMID: 8148388

Han Z, Sakai N, Bottger LH, Klinke S, Hauber J, Trautwein AX| et al. (2015) Crystal Structure of the
Peroxo-diiron(lll) Intermediate of Deoxyhypusine Hydroxylase, an Oxygenase Involved in Hypusina-
tion. Structure 23: 882-892. doi: 10.1016/j.str.2015.03.002 PMID: 25865244

Ross EM, Gilman AG (1985) Pharmacodynamics: Mechanism of drug action and the relationship
between drug concentration and effect. In: Gilman AG, Goodman LS, Rall TW, Murad F, editors. The
pharmacological basis of therapeutics. New York: MacMillan. pp. 35-48.

Frey AG, Nandal A, Park JH, Smith PM, Yabe T, Ryu MS, et al. (2014) Iron chaperones PCBP1 and
PCBP2 mediate the metallation of the dinuclear iron enzyme deoxyhypusine hydroxylase. Proc Natl
Acad SciU S A 111:8031-8036. doi: 10.1073/pnas.1402732111 PMID: 24843120

Mémin E, Hoque M, Jain MR, Heller DS, Li H, Cracchiolo B, et al. (2013) Blocking elF5A modification
in cervical cancer cells alters the expression of cancer-related genes and suppresses cell prolifera-
tion. Cancer Res 74:552-562. doi: 10.1158/0008-5472.CAN-13-0474 PMID: 24220243

Minden MD, Hogge DE, Weir SJ, Kasper J, Webster DA, Patton L, et al. (2014) Oral ciclopirox olamine
displays biological activity in a phase | study in patients with advanced hematologic malignancies. Am
J Hematol 89: 363-368. doi: 10.1002/ajh.23640 PMID: 24273151

Fujimura K, Wright T, Strnadel J, Kaushal S, Metildi C, Lowy AM, et al. (2014) A hypusine-elF5A-
PEAK1 switch regulates the pathogenesis of pancreatic cancer. Cancer Res 74: 6671-6681. doi: 10.
1158/0008-5472.CAN-14-1031 PMID: 25261239

Park MH, Clement PM, Hanauske-Abel HM, Wolff EC, Kleinman HK, Cracchiolo BM (2006) Methods
of inhibiting formation of vascular channels and methods of inhibiting proliferation. United States Pat-
ent7,141,589

Chawla B, Kumar RR, Tyagi N, Subramanian G, Srinivasan N, Park MH, et al. (2012) A unique modifi-
cation of the eukaryotic initiation factor 5A shows the presence of the complete hypusine pathway in
Leishmania donovani. PLoS One 7: e33138. doi: 10.1371/journal.pone.0033138 PMID: 22438895

Atemnkeng VA, Pink M, Schmitz-Spanke S, Wu XJ, Dong LL, Zhao KH, et al. (2013) Deoxyhypusine
hydroxylase from Plasmodium vivax, the neglected human malaria parasite: molecular cloning,
expression and specific inhibition by the 5-LOX inhibitor zileuton. PLoS One 8: €58318. doi: 10.1371/
journal.pone.0058318 PMID: 23505486

Wei X, Ghosh SK, Taylor ME, Johnson VA, Emini EA, Deutsch P, et al. (1995) Viral dynamics in
human immunodeficiency virus type 1 infection. Nature 373: 117-122. PMID: 7529365

Piatak M Jr., Saag MS, Yang LC, Clark SJ, Kappes JC, Luk KC, et al. (1993) High levels of HIV-1 in
plasma during all stages of infection determined by competitive PCR. Science 259: 1749-1754.
PMID: 8096089

Schipbach J, Gunthard H, Joos B, Fischer M, Boni J, Tomasik Z, et al. (2005) HIV-1 p24 may persist
during long-term highly active antiretroviral therapy, increases little during short treatment breaks, and

its rebound after treatment stop correlates with CD4(+) T cell loss. J Acquir Inmune Defic Syndr 40:
250-256. PMID: 16249697

Spear JB, Benson CA, Pottage JC Jr., Paul DA, Landay AL, Kessler HA (1988) Rapid rebound of
serum human immunodeficiency virus antigen after discontinuing zidovudine therapy. J Infect Dis
158: 1132-1133. PMID: 3183424

Kappes JC, Saag MS, Shaw GM, Hahn BH, Chopra P, Chen S, et al. (1995) Assessment of antiretro-

viral therapy by plasma viral load testing: standard and ICD HIV-1 p24 antigen and viral RNA (QC-
PCR) assays compared. J Acquir Imnmune Defic Syndr Hum Retrovirol 10: 139-149. PMID: 7552477

Merigan TC, Skowron G, Bozzette SA, Richman D, Uttamchandani R, Fischl M, et al. (1989) Circulat-
ing p24 antigen levels and responses to dideoxycytidine in human immunodeficiency virus (HIV)
infections. A phase | and Il study. Ann Intern Med 110: 189—-194. PMID: 2536257

loannidis JP, Havlir DV, Tebas P, Hirsch MS, Collier AC, Richman DD (2000) Dynamics of HIV-1 viral
load rebound among patients with previous suppression of viral replication. AIDS 14: 1481-1488.
PMID: 10983634

Garcia F, Plana M, Vidal C, Cruceta A, O'Brien WA, Pantaleo G, et al. (1999) Dynamics of viral load

rebound and immunological changes after stopping effective antiretroviral therapy. AIDS 13: F79-86.
PMID: 10449278

Ortiz GM, Nixon DF, Trkola A, Binley J, Jin X, Bonhoeffer S, et al. (1999) HIV-1-specificimmune
responses in subjects who temporarily contain virus replication after discontinuation of highly active
antiretroviral therapy. J Clin Invest 104: R13—18. PMID: 10491418

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 41/45


http://www.ncbi.nlm.nih.gov/pubmed/8148388
http://dx.doi.org/10.1016/j.str.2015.03.002
http://www.ncbi.nlm.nih.gov/pubmed/25865244
http://dx.doi.org/10.1073/pnas.1402732111
http://www.ncbi.nlm.nih.gov/pubmed/24843120
http://dx.doi.org/10.1158/0008-5472.CAN-13-0474
http://www.ncbi.nlm.nih.gov/pubmed/24220243
http://dx.doi.org/10.1002/ajh.23640
http://www.ncbi.nlm.nih.gov/pubmed/24273151
http://dx.doi.org/10.1158/0008-5472.CAN-14-1031
http://dx.doi.org/10.1158/0008-5472.CAN-14-1031
http://www.ncbi.nlm.nih.gov/pubmed/25261239
http://dx.doi.org/10.1371/journal.pone.0033138
http://www.ncbi.nlm.nih.gov/pubmed/22438895
http://dx.doi.org/10.1371/journal.pone.0058318
http://dx.doi.org/10.1371/journal.pone.0058318
http://www.ncbi.nlm.nih.gov/pubmed/23505486
http://www.ncbi.nlm.nih.gov/pubmed/7529365
http://www.ncbi.nlm.nih.gov/pubmed/8096089
http://www.ncbi.nlm.nih.gov/pubmed/16249697
http://www.ncbi.nlm.nih.gov/pubmed/3183424
http://www.ncbi.nlm.nih.gov/pubmed/7552477
http://www.ncbi.nlm.nih.gov/pubmed/2536257
http://www.ncbi.nlm.nih.gov/pubmed/10983634
http://www.ncbi.nlm.nih.gov/pubmed/10449278
http://www.ncbi.nlm.nih.gov/pubmed/10491418

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

143.

144.

145.

146.

147.

148.

149.

150.

151.

152.

153.

154.

155.

156.

157.

158.

159.

160.

161.

162.

163.

164.

165.

Cohen AR, Galanello R, Piga A, Dipalma A, Vullo C, Tricta F (2000) Safety profile of the oral iron che-
lator deferiprone: a multicentre study. Br J Haematol 108: 305-312. PMID: 10691860

Neufeld EJ (2010) Update on iron chelators in thalassemia. Hematology Am Soc Hematol Educ Pro-
gram 2010: 451-455. doi: 10.1182/asheducation-2010.1.451 PMID: 21239834

Hanauske-Abel HM, McCaffrey TA, Grady RW (1998) Method for the treatment of fibroproliferative
disorders by the application of inhibitors of protein hydroxylation. United States Patent 5,789,426

Hirasawa K, Yoshida O, Fujinami T, Sohma K, Watanabe A (2000) Adenine-induced selective apopto-
sis toward HIV chronically infected cells in vitro. Biochem Biophys Res Commun 273: 1025-1032.
PMID: 10891366

Swingler S, Mann AM, Zhou J, Swingler C, Stevenson M (2007) Apoptotic killing of HIV-1-infected
macrophages is subverted by the viral envelope glycoprotein. PLoS Pathog 3: 1281-1290. PMID:
17907802

Perez OD, Nolan GP, Magda D, Miller RA, Herzenberg LA (2002) Motexafin gadolinium (Gd-Tex)
selectively induces apoptosis in HIV-1 infected CD4+ T helper cells. Proc Natl Acad SciU S A 99:
2270-2274. PMID: 11854523

Guendel |, Agbottah ET, Kehn-Hall K, Kashanchi F (2010) Inhibition of human immunodeficiency
virus type-1 by cdk inhibitors. AIDS Res Ther 7: 7. doi: 10.1186/1742-6405-7-7 PMID: 20334651

Berro R, de la Fuente C, Klase Z, Kehn K, Parvin L, Pumfery A, et al. (2007) Identifying the membrane
proteome of HIV-1 latently infected cells. J Biol Chem 282: 8207-8218. PMID: 17237230

Vocero-Akbani AM, Heyden NV, Lissy NA, Ratner L, Dowdy SF (1999) Killing HIV-infected cells by
transduction with an HIV protease-activated caspase-3 protein. Nat Med 5: 29-33. PMID: 9883836

Wang Z, Tang Z, Zheng Y, Yu D, Spear M, lyer SR, et al. (2010) Development of a nonintegrating
Rev-dependent lentiviral vector carrying diphtheria toxin A chain and human TRAF®6 to target HIV res-
ervoirs. Gene Ther 17: 1063-1076. doi: 10.1038/gt.2010.53 PMID: 20410930

Imaz A, Falco V, Ribera E (2011) Antiretroviral salvage therapy for multiclass drug-resistant HIV-1-
infected patients: from clinical trials to daily clinical practice. AIDS Rev 13: 180-193. PMID:
21799536

Collins |, Cairns J, Le Coeur S, Pagdi K, Ngampiyaskul C, Layangool P, et al. (2013) Five-year trends
in antiretroviral usage and drug costs in HIV-infected children in Thailand. J Acquir Immune Defic
Syndr 64: 95-102. doi: 10.1097/QAl.0b013e318298a309 PMID: 23945253

Stadeli KM, Richman DD (2013) Rates of emergence of HIV drug resistance in resource-limited set-
tings: a systematic review. Antivir Ther 18: 115-123. doi: 10.3851/IMP2437 PMID: 23052978

Stover J, Korenromp EL, Blakley M, Komatsu R, Viisainen K, Bollinger L, et al. (2011) Long-term
costs and health impact of continued global fund support for antiretroviral therapy. PLoS One 6:
€21048. doi: 10.1371/journal.pone.0021048 PMID: 21731646

Pennings PS, Kryazhimskiy S, Wakeley J (2014) Loss and recovery of genetic diversity in adapting
populations of HIV. PLoS Genet 10: e1004000. doi: 10.1371/journal.pgen.1004000 PMID: 24465214

Lazdins JK, Alteri E, Klimkait T, Woods-Cook K, Walker MR, Goutte G, et al. (1991) Lack of effect of
desferrioxamine on in-vitro HIV-1 replication. Lancet 338: 1341-1342.

Salhi 'Y, Costagliola D, Rebulla P, Dessi C, Karagiorga M, Lena-Russo D, et al. (1998) Serum ferritin,
desferrioxamine, and evolution of HIV-1 infection in thalassemic patients. J Acquir Inmune Defic
Syndr Hum Retrovirol 18:473-478. PMID: 9715844

De Clercq E (1995) Antiviral therapy for human immunodeficiency virus infections. Clin Microbiol Rev
8:200-239. PMID: 7542558

Liang WS, Maddukuri A, Teslovich TM, de la Fuente C, Agbottah E, Dadgar S, et al. (2005) Therapeu-
tic targets for HIV-1 infection in the host proteome. Retrovirology 2: 20. PMID: 15780141

Narayanan A, Kehn-Hall K, Bailey C, Kashanchi F (2011) Analysis of the roles of HIV-derived micro-
RNAs. Expert Opin Biol Ther 11:17-29. doi: 10.1517/14712598.2011.540564 PMID: 21133815

Coley W, Kehn-Hall K, Van Duyne R, Kashanchi F (2009) Novel HIV-1 therapeutics through targeting
altered host cell pathways. Expert Opin Biol Ther 9: 1369-1382. doi: 10.1517/14712590903257781
PMID: 19732026

Bruey JM, Ducasse C, Bonniaud P, Ravagnan L, Susin SA, Diaz-Latoud C, et al. (2000) Hsp27 nega-
tively regulates cell death by interacting with cytochrome c. Nat Cell Biol 2: 645-652. PMID:
10980706

Wainberg Z, Oliveira M, Lerner S, Tao Y, Brenner BG (1997) Modulation of stress protein (hsp27 and
hsp70) expression in CD4+ lymphocytic cells following acute infection with human immunodeficiency
virus type-1. Virology 233: 364-373. PMID: 9217059

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 42/45


http://www.ncbi.nlm.nih.gov/pubmed/10691860
http://dx.doi.org/10.1182/asheducation-2010.1.451
http://www.ncbi.nlm.nih.gov/pubmed/21239834
http://www.ncbi.nlm.nih.gov/pubmed/10891366
http://www.ncbi.nlm.nih.gov/pubmed/17907802
http://www.ncbi.nlm.nih.gov/pubmed/11854523
http://dx.doi.org/10.1186/1742-6405-7-7
http://www.ncbi.nlm.nih.gov/pubmed/20334651
http://www.ncbi.nlm.nih.gov/pubmed/17237230
http://www.ncbi.nlm.nih.gov/pubmed/9883836
http://dx.doi.org/10.1038/gt.2010.53
http://www.ncbi.nlm.nih.gov/pubmed/20410930
http://www.ncbi.nlm.nih.gov/pubmed/21799536
http://dx.doi.org/10.1097/QAI.0b013e318298a309
http://www.ncbi.nlm.nih.gov/pubmed/23945253
http://dx.doi.org/10.3851/IMP2437
http://www.ncbi.nlm.nih.gov/pubmed/23052978
http://dx.doi.org/10.1371/journal.pone.0021048
http://www.ncbi.nlm.nih.gov/pubmed/21731646
http://dx.doi.org/10.1371/journal.pgen.1004000
http://www.ncbi.nlm.nih.gov/pubmed/24465214
http://www.ncbi.nlm.nih.gov/pubmed/9715844
http://www.ncbi.nlm.nih.gov/pubmed/7542558
http://www.ncbi.nlm.nih.gov/pubmed/15780141
http://dx.doi.org/10.1517/14712598.2011.540564
http://www.ncbi.nlm.nih.gov/pubmed/21133815
http://dx.doi.org/10.1517/14712590903257781
http://www.ncbi.nlm.nih.gov/pubmed/19732026
http://www.ncbi.nlm.nih.gov/pubmed/10980706
http://www.ncbi.nlm.nih.gov/pubmed/9217059

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

166.

167.

168.

169.

170.

171.

172.

173.

174.

175.

176.

177.

178.

179.

180.

181.

182.

183.

184.

185.

186.

Selliah N, Finkel TH (2001) Biochemical mechanisms of HIV induced T cell apoptosis. Cell Death Dif-
fer 8:127-136. PMID: 11313714

Weaver JG, Tarze A, Moffat TC, Lebras M, Deniaud A, Brenner C, et al. (2005) Inhibition of adenine
nucleotide translocator pore function and protection against apoptosis in vivo by an HIV protease
inhibitor. J Clin Invest 115: 1828—1838. PMID: 15937550

Fulda S, Galluzzi L, Kroemer G (2010) Targeting mitochondria for cancer therapy. Nat Rev Drug Dis-
cov 9:447-464. doi: 10.1038/nrd3137 PMID: 20467424

Lee MO, Moon SH, Jeong HC, Yi JY, Lee TH, Shim SH, et al. (2013) Inhibition of pluripotent stem cell-
derived teratoma formation by small molecules. Proc Natl Acad SciU S A 110: E3281-3290. doi: 10.
1073/pnas.1303669110 PMID: 23918355

Lori F, Malykh A, Cara A, Sun D, Weinstein JN, Lisziewicz J, et al. (1994) Hydroxyurea as an inhibitor
of human immunodeficiency virus-type 1 replication. Science 266: 801-805. PMID: 7973634

Vila J, Nugier F, Bargues G, Vallet T, Peyramond D, Hamedi-Sangsari F, et al. (1997) Absence of viral
rebound after treatment of HIV-infected patients with didanosine and hydroxycarbamide. Lancet 350:
635-636. PMID: 9288048

Lisziewicz J, Rosenberg E, Lieberman J, Jessen H, Lopalco L, Siliciano R, et al. (1999) Control of HIV
despite the discontinuation of antiretroviral therapy. N Engl J Med 340: 1683—1684. PMID: 10348681

Lisziewicz J, Jessen H, Finzi D, Siliciano RF, Lori F (1998) HIV-1 suppression by early treatment with
hydroxyurea, didanosine, and a protease inhibitor. Lancet 352: 199-200. PMID: 9683211

Lori F, Rosenberg E, Lieberman J, Foli A, Maserati R, Seminari E, et al. (1999) Hydroxyurea and
didanosine long-term treatment prevents HIV breakthrough and normalizes immune parameters.
AIDS Res Hum Retroviruses 15: 1333-1338. PMID: 10515148

Amaru Calzada A, Pedrini O, Finazzi G, Leoni F, Mascagni P, Introna M, et al. (2013) Givinostat and
hydroxyurea synergize in vitro to induce apoptosis of cells from JAK2(V617F) myeloproliferative neo-
plasm patients. Exp Hematol 41: 253-260 e252. doi: 10.1016/j.exphem.2012.10.013 PMID:
23111067

Schrell UM, Rittig MG, Anders M, Kiesewetter F, Marschalek R, Koch UH, et al. (1997) Hydroxyurea
for treatment of unresectable and recurrent meningiomas. I. Inhibition of primary human meningioma
cells in culture and in meningioma transplants by induction of the apoptotic pathway. J Neurosurg 86:
845-852. PMID: 9126901

Nyholm S, Thelander L, Graslund A (1993) Reduction and loss of the iron center in the reaction of the
small subunit of mouse ribonucleotide reductase with hydroxyurea. Biochemistry 32: 11569-11574.
PMID: 8218224

Kayyali R, Porter JB, Liu ZD, Davies NA, Nugent JH, Cooper CE, et al. (2001) Structure-function
investigation of the interaction of 1- and 2-substituted 3-hydroxypyridin-4-ones with 5-lipoxygenase
and ribonucleotide reductase. J Biol Chem 276: 48814—-48822. PMID: 11602611

Peil L, Starosta AL, Lassak J, Atkinson GC, Virumae K, Spitzer M, et al. (2013) Distinct XPPX
sequence motifs induce ribosome stalling, which is rescued by the translation elongation factor EF-P.
Proc Natl Acad Sci U S A 110: 15265—-15270. doi: 10.1073/pnas.1310642110 PMID: 24003132

Tanner DR, Cariello DA, Woolstenhulme CJ, Broadbent MA, Buskirk AR (2009) Genetic identification
of nascent peptides that induce ribosome stalling. J Biol Chem 284: 34809-34818. doi: 10.1074/jbc.
M109.039040 PMID: 19840930

Starosta AL, Lassak J, Peil L, Atkinson GC, Virumae K, Tenson T, et al. (2014) Translational stalling
at polyproline stretches is modulated by the sequence context upstream of the stall site. Nucleic Acids
Res 42:10711-10719. doi: 10.1093/nar/gku768 PMID: 25143529

Ingolia NT, Lareau LF, Weissman JS (2011) Ribosome profiling of mouse embryonic stem cells
reveals the complexity and dynamics of mammalian proteomes. Cell 147: 789-802. doi: 10.1016/j.
cell.2011.10.002 PMID: 22056041

Uemura S, Aitken CE, Korlach J, Flusberg BA, Turner SW, Puglisi JD (2010) Real-time tRNA transit
on single translating ribosomes at codon resolution. Nature 464: 1012—1017. doi: 10.1038/
nature08925 PMID: 20393556

Graille M, Seraphin B (2012) Surveillance pathways rescuing eukaryotic ribosomes lost in translation.
Nat Rev Mol Cell Biol 13: 727-735. doi: 10.1038/nrm3457 PMID: 23072885

Becker T, Armache JP, Jarasch A, Anger AM, Villa E, Sieber H, et al. (2011) Structure of the no-go
mRNA decay complex Dom34-Hbs1 bound to a stalled 80S ribosome. Nat Struct Mol Biol 18:715—
720. doi: 10.1038/nsmb.2057 PMID: 21623367

Gutierrez E, Shin BS, Woolstenhulme CJ, Kim JR, Saini P, Buskirk AR, et al. (2013) elF5A promotes
translation of polyproline motifs. Mol Cell 51: 35—-45. doi: 10.1016/j.molcel.2013.04.021 PMID:
23727016

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 43/45


http://www.ncbi.nlm.nih.gov/pubmed/11313714
http://www.ncbi.nlm.nih.gov/pubmed/15937550
http://dx.doi.org/10.1038/nrd3137
http://www.ncbi.nlm.nih.gov/pubmed/20467424
http://dx.doi.org/10.1073/pnas.1303669110
http://dx.doi.org/10.1073/pnas.1303669110
http://www.ncbi.nlm.nih.gov/pubmed/23918355
http://www.ncbi.nlm.nih.gov/pubmed/7973634
http://www.ncbi.nlm.nih.gov/pubmed/9288048
http://www.ncbi.nlm.nih.gov/pubmed/10348681
http://www.ncbi.nlm.nih.gov/pubmed/9683211
http://www.ncbi.nlm.nih.gov/pubmed/10515148
http://dx.doi.org/10.1016/j.exphem.2012.10.013
http://www.ncbi.nlm.nih.gov/pubmed/23111067
http://www.ncbi.nlm.nih.gov/pubmed/9126901
http://www.ncbi.nlm.nih.gov/pubmed/8218224
http://www.ncbi.nlm.nih.gov/pubmed/11602611
http://dx.doi.org/10.1073/pnas.1310642110
http://www.ncbi.nlm.nih.gov/pubmed/24003132
http://dx.doi.org/10.1074/jbc.M109.039040
http://dx.doi.org/10.1074/jbc.M109.039040
http://www.ncbi.nlm.nih.gov/pubmed/19840930
http://dx.doi.org/10.1093/nar/gku768
http://www.ncbi.nlm.nih.gov/pubmed/25143529
http://dx.doi.org/10.1016/j.cell.2011.10.002
http://dx.doi.org/10.1016/j.cell.2011.10.002
http://www.ncbi.nlm.nih.gov/pubmed/22056041
http://dx.doi.org/10.1038/nature08925
http://dx.doi.org/10.1038/nature08925
http://www.ncbi.nlm.nih.gov/pubmed/20393556
http://dx.doi.org/10.1038/nrm3457
http://www.ncbi.nlm.nih.gov/pubmed/23072885
http://dx.doi.org/10.1038/nsmb.2057
http://www.ncbi.nlm.nih.gov/pubmed/21623367
http://dx.doi.org/10.1016/j.molcel.2013.04.021
http://www.ncbi.nlm.nih.gov/pubmed/23727016

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

187.

188.

189.

190.

191.

192.

193.

194.

195.

196.

197.

198.

199.

200.

201.

202.

203.

204.

205.

206.

Korber BT, Foley BT, Kuiken CL, Pillai SK, Sodroski JG (2014) Numbering Positions in HIV Relative
to HXB2CG.

Kuo LS, Baugh LL, Denial SJ, Watkins RL, Liu M, Garcia JV, et al. (2012) Overlapping effector inter-
faces define the multiple functions of the HIV-1 Nef polyproline helix. Retrovirology 9:47. doi: 10.
1186/1742-4690-9-47 PMID: 22651890

Tarafdar S, Poe JA, Smithgall TE (2014) The accessory factor Nef links HIV-1 to Tec/Btk kinases in
an Src homology 3 domain-dependent manner. J Biol Chem 289: 15718-15728. doi: 10.1074/jbc.
M114.572099 PMID: 24722985

Asamitsu K, Morishima T, Tsuchie H, Kurimura T, Okamoto T (1999) Conservation of the central pro-
line-rich (PxxP) motifs of human immunodeficiency virus type 1 Nef protein during the disease pro-
gression in two hemophiliac patients. FEBS Lett 459: 399-404. PMID: 10526173

Donahue JP, Vetter ML, Mukhtar NA, D'Aquila RT (2008) The HIV-1 Vif PPLP motif is necessary for
human APOBECS3G binding and degradation. Virology 377:49-53. doi: 10.1016/j.virol.2008.04.017
PMID: 18499212

Fitzon T, Leschonsky B, Bieler K, Paulus C, Schroder J, Wolf H, et al. (2000) Proline residues in the
HIV-1 NH2-terminal capsid domain: structure determinants for proper core assembly and subsequent
steps of early replication. Virology 268: 294—-307. PMID: 10704338

Garrus JE, von Schwedler UK, Pornillos OW, Morham SG, Zavitz KH, Wang HE, et al. (2001) Tsg101
and the vacuolar protein sorting pathway are essential for HIV-1 budding. Cell 107: 55-65. PMID:
11595185

Yost SA, Marcotrigiano J (2013) Viral precursor polyproteins: keys of regulation from replication to
maturation. Curr Opin Virol 3: 137-142. doi: 10.1016/j.coviro.2013.03.009 PMID: 23602469

Smith MS, Brian EL, Pagano JS (1987) Resumption of virus production after human immunodefi-
ciency virus infection of T lymphocytes in the presence of azidothymidine. J Virol 61: 3769-3773.
PMID: 2446006

Schinazi RF, Lloyd RM Jr., Nguyen MH, Cannon DL, McMillan A, llksoy N, et al. (1993) Characteriza-
tion of human immunodeficiency viruses resistant to oxathiolane-cytosine nucleosides. Antimicrob
Agents Chemother 37: 875-881. PMID: 7684216

Jonckheere H, Witvrouw M, De Clercq E, Anne J (1998) Lamivudine resistance of HIV type 1 does not
delay development of resistance to nonnucleoside HIV type 1-specific reverse transcriptase inhibitors
as compared with wild-type HIV type 1. AIDS Res Hum Retroviruses 14:249-253. PMID: 9491915

Mellors JW, Bazmi HZ, Schinazi RF, Roy BM, Hsiou Y, Amold E, et al. (1995) Novel mutations in
reverse transcriptase of human immunodeficiency virus type 1 reduce susceptibility to foscarnetin
laboratory and clinical isolates. Antimicrob Agents Chemother 39: 1087—-1092. PMID: 7542860

Niewerth M, Kunze D, Seibold M, Schaller M, Korting HC, Hube B (2003) Ciclopirox olamine treatment
affects the expression pattern of Candida albicans genes encoding virulence factors, iron metabolism
proteins, and drug resistance factors. Antimicrob Agents Chemother 47: 1805-1817. PMID:
12760852

Subissi A, Monti D, Togni G, Mailland F (2010) Ciclopirox: recent nonclinical and clinical data relevant
to its use as a topical antimycotic agent. Drugs 70: 2133-2152. doi: 10.2165/11538110-000000000-
00000 PMID: 20964457

Lupetti A, Danesi R, Campa M, Del Tacca M, Kelly S (2002) Molecular basis of resistance to azole
antifungals. Trends Mol Med 8: 76-81. PMID: 11815273

Almeida B, Sampaio-Marques B, Carvalho J, Silva MT, Leao C, Rodrigues F, et al. (2007) An atypical
active cell death process underlies the fungicidal activity of ciclopirox olamine against the yeast Sac-
charomyces cerevisiae. FEMS Yeast Res 7: 404-412. PMID: 17233764

Morgan AA, Rubenstein E (2013) Proline: the distribution, frequency, positioning, and common func-
tional roles of proline and polyproline sequences in the human proteome. PLoS One 8: €53785. doi:
10.1371/journal.pone.0053785 PMID: 23372670

Choi lY, Lim JH, Kim C, Song HY, Ju C, Kim WK (2013) 4-hydroxy-2(E)-Nonenal facilitates NMDA-
Induced Neurotoxicity via Triggering Mitochondrial Permeability Transition Pore Opening and Mito-
chondrial Calcium Overload. Exp Neurobiol 22: 200-207. doi: 10.5607/en.2013.22.3.200 PMID:
24167414

Song D, Song Y, Hadziahmetovic M, Zhong Y, Dunaief JL (2012) Systemic administration of the iron
chelator deferiprone protects against light-induced photoreceptor degeneration in the mouse retina.
Free Radic Biol Med 53: 64—71. doi: 10.1016/j.freeradbiomed.2012.04.020 PMID: 22579919

Kim SN, Ahn YH, Kim SG, Park SD, Cho-Chung YS, Hong SH (2001) 8-CI-cAMP induces cell cycle-
specific apoptosis in human cancer cells. Int J Cancer 93: 33—41. PMID: 11391618

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 44/45


http://dx.doi.org/10.1186/1742-4690-9-47
http://dx.doi.org/10.1186/1742-4690-9-47
http://www.ncbi.nlm.nih.gov/pubmed/22651890
http://dx.doi.org/10.1074/jbc.M114.572099
http://dx.doi.org/10.1074/jbc.M114.572099
http://www.ncbi.nlm.nih.gov/pubmed/24722985
http://www.ncbi.nlm.nih.gov/pubmed/10526173
http://dx.doi.org/10.1016/j.virol.2008.04.017
http://www.ncbi.nlm.nih.gov/pubmed/18499212
http://www.ncbi.nlm.nih.gov/pubmed/10704338
http://www.ncbi.nlm.nih.gov/pubmed/11595185
http://dx.doi.org/10.1016/j.coviro.2013.03.009
http://www.ncbi.nlm.nih.gov/pubmed/23602469
http://www.ncbi.nlm.nih.gov/pubmed/2446006
http://www.ncbi.nlm.nih.gov/pubmed/7684216
http://www.ncbi.nlm.nih.gov/pubmed/9491915
http://www.ncbi.nlm.nih.gov/pubmed/7542860
http://www.ncbi.nlm.nih.gov/pubmed/12760852
http://dx.doi.org/10.2165/11538110-000000000-00000
http://dx.doi.org/10.2165/11538110-000000000-00000
http://www.ncbi.nlm.nih.gov/pubmed/20964457
http://www.ncbi.nlm.nih.gov/pubmed/11815273
http://www.ncbi.nlm.nih.gov/pubmed/17233764
http://dx.doi.org/10.1371/journal.pone.0053785
http://www.ncbi.nlm.nih.gov/pubmed/23372670
http://dx.doi.org/10.5607/en.2013.22.3.200
http://www.ncbi.nlm.nih.gov/pubmed/24167414
http://dx.doi.org/10.1016/j.freeradbiomed.2012.04.020
http://www.ncbi.nlm.nih.gov/pubmed/22579919
http://www.ncbi.nlm.nih.gov/pubmed/11391618

@’PLOS ‘ ONE

The TRAP for HIV: In Vitro and In Vivo Effects of Deferiprone

207.

208.

209.

210.

211.

212.

213.

214.

215.

216.

217.

218.

219.

220.

221.

222,

223.

224.

225,

226.

Bissonnette N, Hunting DJ (1998) p21-induced cycle arrest in G1 protects cells from apoptosis
induced by UV-irradiation or RNA polymerase Il blockage. Oncogene 16: 3461-3469. PMID:
9692554

Park DS, Morris EJ, Greene LA, Geller HM (1997) G1/S cell cycle blockers and inhibitors of cyclin-
dependent kinases suppress camptothecin-induced neuronal apoptosis. J Neurosci 17: 1256-1270.
PMID: 9006970

Gorospe M, Wang X, Guyton KZ, Holbrook NJ (1996) Protective role of p21(Waf1/Cip1) against pros-
taglandin A2-mediated apoptosis of human colorectal carcinoma cells. Mol Cell Biol 16: 6654—-6660.
PMID: 8943319

Farinelli SE, Greene LA (1996) Cell cycle blockers mimosine, ciclopirox, and deferoxamine prevent
the death of PC12 cells and postmitotic sympathetic neurons after removal of trophic support. J Neu-
rosci 16: 1150-1162. PMID: 8558244

Boehme SA, Lenardo MJ (1993) Ligand-induced apoptosis of mature T lymphocytes (propriocidal reg-
ulation) occurs at distinct stages of the cell cycle. Leukemia 7 Suppl 2: S45-49. PMID: 8361232

Boehme SA, Lenardo MJ (1993) Propriocidal apoptosis of mature T lymphocytes occurs at S phase of
the cell cycle. Eur J Immunol 23: 1552—1560. PMID: 8325332

Hadziahmetovic M, Song Y, Wolkow N, lacovelli J, Grieco S, Lee J, et al. (2011) The oral iron chelator
deferiprone protects against iron overload-induced retinal degeneration. Invest Ophthalmol Vis Sci
52: 959-968. doi: 10.1167/iovs.10-6207 PMID: 21051716

Josefsson L, King MS, Makitalo B, Brannstrom J, Shao W, Maldarelli F, et al. (2011) Majority of CD4+
T cells from peripheral blood of HIV-1-infected individuals contain only one HIV DNA molecule. Proc
Natl Acad SciU S A 108: 11199-11204. doi: 10.1073/pnas.1107729108 PMID: 21690402

Hauber |, Hofmann-Sieber H, Chemnitz J, Dubrau D, Chusainow J, Stucka R, et al. (2013) Highly sig-
nificant antiviral activity of HIV-1 LTR-specific tre-recombinase in humanized mice. PLoS Pathog 9:
€1003587. doi: 10.1371/journal.ppat.1003587 PMID: 24086129

Hu W, Kaminski R, Yang F, Zhang Y, Cosentino L, Li F, et al. (2014) RNA-directed gene editing specif-
ically eradicates latent and prevents new HIV-1 infection. Proc Natl Acad SciU S A 111: 11461—
11466. doi: 10.1073/pnas.1405186111 PMID: 25049410

Johnson VA, Calvez V, Gunthard HF, Paredes R, Pillay D, Shafer RW, et al. (2013) Update of the
drug resistance mutations in HIV-1: March 2013. Top Antivir Med 21: 6-14. PMID: 23596273

Fahey JV, Schaefer TM, Channon JY, Wira CR (2005) Secretion of cytokines and chemokines by
polarized human epithelial cells from the female reproductive tract. Hum Reprod 20: 1439-1446.
PMID: 15734755

Richardson JM, Kaushic C, Wira CR (1995) Polymeric immunoglobin (lg) receptor production and IgA
transcytosis in polarized primary cultures of mature rat uterine epithelial cells. Biol Reprod 53: 488—
498. PMID: 7578671

Huang XP, Spino M, Thiessen JJ (2006) Transport kinetics of iron chelators and their chelates in
Caco-2 cells. Pharm Res 23: 280-290. PMID: 16388408

Schooley RT, Ramirez-Ronda C, Lange JM, Cooper DA, Lavelle J, Lefkowitz L, et al. (1996) Virologic
and immunologic benefits of initial combination therapy with zidovudine and zalcitabine or didanosine
compared with zidovudine monotherapy. Wellcome Resistance Study Collaborative Group. J Infect
Dis 173: 1354—-1366. PMID: 8648207

Fiscus SA, Hughes MD, Lathey JL, Pi T, Jackson B, Rasheed S, et al. (1998) Changes in virologic
markers as predictors of CD4 cell decline and progression of disease in human immunodeficiency
virus type 1-infected adults treated with nucleosides. AIDS Clinical Trials Group Protocol 175 Team. J
Infect Dis 177: 625-633. PMID: 9498441

Palumbo PE, Raskino C, Fiscus S, Pahwa S, Schutzbank T, Spector SA, et al. (1999) Virologic and
immunologic response to nucleoside reverse-transcriptase inhibitor therapy among human immuno-
deficiency virus-infected infants and children. J Infect Dis 179: 576-583. PMID: 9952363

The Health Professsions Council of South Africa, Government of the Republic of South Africa (2008)
Guidelines for good practice in the health care professions. Seeking Patients' Informed

Consent. pp. 1-18. Available at: http://www.hpcsa.co.za/downloads/conduct_ethics/rules/generic_
ethical_rules/booklet_9_informed_consent.pdf

Eberhard Y, McDermott SP, Wang X, Gronda M, Venugopal A, Wood TE, et al. (2009) Chelation of
intracellular iron with the antifungal agent ciclopirox olamine induces cell death in leukemia and mye-
loma cells. Blood 114: 3064—-3073. doi: 10.1182/blood-2009-03-209965 PMID: 19589922

Miller G (2003) Medicinal chemistry of target family-directed masterkeys. Drug Discov Today 8: 681—
691. PMID: 12927511

PLOS ONE | DOI:10.1371/journal.pone.0154842 May 18,2016 45/45


http://www.ncbi.nlm.nih.gov/pubmed/9692554
http://www.ncbi.nlm.nih.gov/pubmed/9006970
http://www.ncbi.nlm.nih.gov/pubmed/8943319
http://www.ncbi.nlm.nih.gov/pubmed/8558244
http://www.ncbi.nlm.nih.gov/pubmed/8361232
http://www.ncbi.nlm.nih.gov/pubmed/8325332
http://dx.doi.org/10.1167/iovs.10-6207
http://www.ncbi.nlm.nih.gov/pubmed/21051716
http://dx.doi.org/10.1073/pnas.1107729108
http://www.ncbi.nlm.nih.gov/pubmed/21690402
http://dx.doi.org/10.1371/journal.ppat.1003587
http://www.ncbi.nlm.nih.gov/pubmed/24086129
http://dx.doi.org/10.1073/pnas.1405186111
http://www.ncbi.nlm.nih.gov/pubmed/25049410
http://www.ncbi.nlm.nih.gov/pubmed/23596273
http://www.ncbi.nlm.nih.gov/pubmed/15734755
http://www.ncbi.nlm.nih.gov/pubmed/7578671
http://www.ncbi.nlm.nih.gov/pubmed/16388408
http://www.ncbi.nlm.nih.gov/pubmed/8648207
http://www.ncbi.nlm.nih.gov/pubmed/9498441
http://www.ncbi.nlm.nih.gov/pubmed/9952363
http://www.hpcsa.co.za/downloads/conduct_ethics/rules/generic_ethical_rules/booklet_9_informed_consent.pdf
http://www.hpcsa.co.za/downloads/conduct_ethics/rules/generic_ethical_rules/booklet_9_informed_consent.pdf
http://dx.doi.org/10.1182/blood-2009-03-209965
http://www.ncbi.nlm.nih.gov/pubmed/19589922
http://www.ncbi.nlm.nih.gov/pubmed/12927511

