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Deguelin exerts potent nematocidal activity via the
mitochondrial respiratory chain
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ABSTRACT: As a result of limited classes of anthelmintics and an over-reliance on chemical control, there is a great need
to discover new compounds to combat drug resistance in parasitic nematodes. Here, we show that deguelin, a plant-
derived rotenoid, selectively and potently inhibits the motility and development of nematodes, which suppotts its
potential as alead candidate for drug development. Furthermore, we demonstrate that deguelin treatment significantly
increases gene transcription that is associated with energy metabolism, particularly oxidative phosphorylation and
mito-ribosomal protein production before inhibiting motility. Mitochondrial tracking confirmed enhanced oxidative
phosphorylation. In accordance, real-time measurements of oxidative phosphorylation in response to deguelin
treatment demonstrated an immediate decrease in oxygen consumption in both parasitic (Haemonchus contortus) and
free-living (Caenorhabditis elegans) nematodes. Consequently, we hypothesize that deguelin is exerting its toxic effect
on nematodes as a modulator of oxidative phosphorylation. This study highlights the dynamic biologic response of
multicellular organisms to deguelin perturbation.—Preston, S., Korhonen, P. K., Mouchiroud, L., Cornaglia, M.,
McGee, S. L., Young, N. D., Davis, R. A., Crawford, S., Nowell, C., Ansell, B. R. E,, Fisher, G. M., Andrews, K. T., Chang,
B. C. H, Gijs, M. A. M., Sternberg, P. W., Auwerx, J., Bael, J.,, Hofmann, A., Jabbar, A., Gasser, R. B. Deguelin exerts
potent nematocidal activity via the mitochondrial respiratory chain. FASEB J. 31, 000-000 (2017). www.fasebj.org
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The widespread resistance of parasitic worms of livestock
animals to commonly used anthelmintics necessitates
continued efforts to discover new effective chemicals for
subsequent commercial development, particularly those
with new modes of action to limit cross-resistance (1).
Natural products have enormous chemical and structural
diversity that is unmatched by synthetic sets of small
molecules (2). Such products are considered evolutionarily
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optimized drug-like molecules and continue to be an ex-
cellent source of new drugs (3). Although there have been
considerable advances in antiparasite treatments—for ex-
ample, through the early discoveries of avermectins and
artemisinin by William Campbell, Satoshi Omura, and
Youyou Tu, who were jointly awarded the Nobel Prize in
2015—there has been relatively little progress since the
1960s. Unfortunately, many pharmaceutical companies
have reduced or eliminated their natural product pro-
grams, in part because of the advent of high-throughput
screening and combinatorial synthesis technologies, which
allows large synthetic libraries of small molecules to be
constructed and screened (2). For many years, relatively
disappointing results were obtained using the latter ap-
proach; however, today, this approach is highly successful
(4). Recognition that biologically relevant chemical di-
versity is crucial—combined with progress in genomics,
bioinformatics—the biosynthesis of natural products and
the availability of advanced analytical techniques are
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driving a renewed interest in pursuing natural products for
drug discovery. This is particularly the case for anthel-
mintics and other antiparasitic and antibiotic agents, which
are naturally aligned with Nature’s need to develop a
chemical warfare arsenal (5).

In a recent pilot study, we screened a small set of com-
pounds that were derived from natural products against
parasitic larval stages of the barber’s pole worm, Haermon-
chus contortus, of ruminants, and identified deguelin as
having submicromolar activity against this nematode in
vitro (unpublished results). H. contortus is a highly patho-
genic, blood-feeding parasitic worm that has a major eco-
nomical impact on ruminant production worldwide. It
feeds on blood in the stomach and causes gastritis, anemia,
and associated complications, which leads to serious pro-
duction losses and death in severely affected animals. The
parasite has a direct life cycle and is transmitted via a fecal-
oral route in which animals are infected by third-stage
larvae (L3s) from contaminated pasture: infective L3s
ingested by the host exsheath (shed outer cuticle; xL3) and
develop through to fourth-stage larvae (L4s) to dioecious
adults (within 3 wk) in the abomasum. Adult worms
within the stomach then mate and the female will produce
eggs, which are excreted by the host in feces; individual
first-stage larvae (L1ls) develop inside eggs, then hatch
(usually within 1 d) and develop through to the second-
stage larvae and L3s in approximately 1 wk.

Deguelin and other rotenoids—for example, rotenone
and tephrosin—of the flavonoid group are derived from
plants of the family Leguminosae (e.g., Lonchocarpus, Derris,
Cassia, and Tephrosia) (6-10). For example, resins that contain
rotenoids extracted from the roots of Lonchocarpus utiliz
(Cubé), Lonchocarpus urucu (Barbasco), Derris elliptica (Tuba
plant), or Derris involuta (Jewel vine) have been used in many
countries as natural insecticides, acaricides, and/or pisci-
cides (11, 12). Deguelin also has therapeutic effects against a
range of cancers—for example, in lung, stomach, and
prostate—being able to inhibit tumor progression (13-19)
with potent apoptotic and antiangiogenic activities in vitro
(20). Deguelin is also used to improve the success of organ
transplantation by reducing associated inflammation (21).

Although there were some early concerns about the
safety of using deguelin in mammals as a result of the
lethal effect of the analog rotenone on fishes and arthro-
pods (13, 14), and because of Parkinson’s disease-like
symptoms in mice after chronic administration of deguelin
(6 mg/kg/d) (22), no appreciable levels of toxicity or ad-
verse effects of deguelin at therapeutic doses (2-5 mg/kg)
have been recorded in rodents (mice and rats) (15, 17, 23,
24). Deguelin has been reported to exert its effects on
rapidly replicating cells. For instance, it has been reported
to inhibit tumor cell growth by targeting the PI3K/AKT
and ERK signaling pathways (24-26), the IGF receptor
pathway by inhibiting the binding of ATP to heatshock
protein 90 clients proteins (27-29), and the glycogen syn-
thase kinase-33/B-catenin pathway by inhibiting the
growth and survival of prostate cancer cells (30). Deguelin
can also reduce tumor growth and metastasis in mice
by inducing apoptosis and by inhibiting epithelial-to-
mesenchymal transition by targeting the TGF-f1 and
NF-kB signaling pathway (17, 31).
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At the biochemical level, deguelin has been demon-
strated to inhibit phorbol ester-induced ornithine decar-
boxylase activity (6, 13) as well as oxygen consumption by
down-regulating NADH:ubiquinone or complex I of the
mitochondrial electron transport chain in bovine heart
cells, a human breast cancer cell line (MCF-7), and a hu-
man liver carcinoma cell line (HepG2) (6, 32, 33). In con-
trast, nothing is known about how deguelin affects
parasitic nematodes. The relative in vivo safety of deguelin
inmammals and, specifically, in rodent models of cancer at
therapeutic doses (15, 17, 23, 24), the possibility of syn-
thesizing analogs to alleviate the toxic properties that have
been observed using excessive doses (27, 34, 35), and the
potency of deguelin against H. contortus that was observed
in our preliminary work (unpublished results) set the
scene for the present investigation. Here, we i) describe the
screening of a unique and well-defined library of natural
products, including deguelin; ii) characterize the anthel-
mintic effect of deguelin on parasitic larvae of H. contortus;
and iii) explore the molecular differences between treated
and untreated larvae by using transcriptomic and bio-
chemical approaches to understand how this chemical
affects biologic pathways in this parasitic nematode.

MATERIALS AND METHODS
Procurement of H. contortus

L3s and L4s of H. contortus (Haecon-5 strain) were cultured from
the feces of monospecifically infected sheep as previously de-
scribed (36, 37). Approval to infect sheep was given by the Uni-
versity of Melbourne (Permit 1413429).

Screening of the compounds on H. contortus larvae
in vitro

A natural product library that contained 260 compounds was
purchased from Compounds Australia (www.griffith.edu.au/
science-aviation/compounds-australia). This unique open-
access library was established in 2010 by R.A.D. and, at the
time of the present study, consisted of 260 distinct small mole-
cules. The majority of the library compounds (~55%) have been
purified from Australian natural sources, such as fungi (38),
marine invertebrates (39), and plants (40). Approximately 30% of
this library contained semisynthetic natural product analogs (41),
whereas ~15% were known commercial drugs or synthetic
compounds that were inspired by natural products. All com-
pounds (purity > 95%) were supplied at a concentration of 5 mM
in DMSO (Ajax Finechem, Taren Point, NSW, Australia) and
diluted to a final concentration of 20 pM of compound and 0.5%
of DMSO in Luria Bertani (LB) medium that was supplemented
with 1% antibiotics-antimycotic mix (1000 U/ml penicillin,
1000 pg/ml streptomycin, and 2.5 pg/ml amphotericin B;
Thermo Fisher Scientific, Waltham, MA, USA). This supple-
mented medium was designated LB* (36). Test compounds were
transferred by using a multichannel pipette (Finnpipette; Thermo
Fisher Scientific Life Sciences) into 96-well flat-bottomed micro-
plates (Corning 3650; Corning, Corning, NY, USA) in a volume of
50 pl. Test and positive control compounds monepantel (Zolvix;
Novartis Animal Health, Basel, Switzerland) and moxidectin
(Cydectin; Virbac, Carros, France) were tested in triplicate on
exsheathed L3s by using previously published methods (36, 37).
Negative controls, LB*, and LB* + 0.5% DMSO were tested in
replicates of 6. A volume of 50 pl that contained ~300 exsheathed
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L3s was then transferred to each well by using a multichannel
pipette (Finnpipette). Plates were incubated for 72 h at 38°C and
10% CO,, then monitored for movement by videographic image
analysis, from which a motility index was derived (36, 37). A
compound was recorded as having anti—exsheathed L3 activity if
it reduced motility by =70% at 72 h. Compounds with anti—
exsheathed L3 activity were screened twice at 20 pM to verify
their inhibitory properties on motility.

Testing of deguelin on H. contortus larvae

To determine the 50% inhibitory concentration [ICs, values of
(—)-deguelin, purity = 95%; Enzo Life Sciences, Basel, Switzerland]
on larval motility and L4 development, this chemical was serially
diluted 2-fold in LB*, starting at a concentration of 100 uM, as
described previously (36, 37). The motility of exsheathed L3s was
recorded 24, 48, and 72 h after exposure to the chemical (36, 37).
Seven days after incubation with deguelin, the development of
exsheathed L3s to L4s was assessed by microscopic assessment of
the presence or absence of a buccal capsule and directly co-
mpared with negative control (LB* + 1% DMSO). To establish
IC5( values, compound concentrations were log;o-transformed,
multiplied by 10, and a variable slope 4-parameter equation was
used, which constrained the top to 100% (Prism v.7.01; GraphPad
Software, La Jolla, CA, USA). A 2-way ANOVA and the Dun-
nett’s multiple comparison test were used to compare the effects
of compounds on motility and larval development at different
concentrations and time points. All experiments were performed
in triplicate on 3 separate days.

Testing of cell toxicity and selectivity in vitro

Cell toxicity was assessed as described previously (42). In brief,
neonatal foreskin fibroblast (NFF) cells were cultured in RPMI
1640 medium (Thermo Fisher Scientific) that was supplemented
with 10% fetal calf serum (CSL Biosciences, Parkville, VIC,
Australia) and 1% streptomycin (Thermo Fisher Scientific). The
inhibition of growth (%) was compared with matched DMSO
controls. ICs, values were calculated by using linear interpolation
of inhibition curves. Mean ICsy value (* sb) was recorded in
3 independent experiments, each carried out in triplicate wells.
The selectivity index (SI) was calculated as ICs, for NFF divided
by ICs for H. contortus.

Scanning electron microscopy

Scanning electron microscopy (SEM) was used to assess whether
deguelin causes structural damage to the larval stages of
H. contortus, as previously described (43). In brief, deguelin and
positive control compounds—monepantel and moxidectin—
were each diluted to a final concentration of 100 uM in LB* and
incubated with exsheathed L3s or L4s in wells of a 96-well plate at
a density of 6000 larvae/ml for 24 h at 38°C and 10% CO,. Sub-
sequently, worms were washed three times in physiologic saline,
resuspended in PBS, processed, and fixed for SEM.

Deguelin treatment of H. contortus exsheathed L3s
and RNA isolation

On 4 different days (biologic replicates), 3 technical replicates of
untreated exsheathed L3s and deguelin-treated exsheathed L3s
were prepared. Untreated exsheathed L3s were produced by
adding 30,000 exsheathed L3s in 1 ml of LB* + 0.25% DMSO to
each of 3 wells of a 24-well plate (Corning), and deguelin-treated
exsheathed L3s were produced by adding the same number of
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exsheathed L3s in 1 ml of LB* + 0.25% DMSO + 12.5 uM of
deguelin to the same number of wells. All exsheathed L3s were
incubated at 38°C with 10% CO, for 48 h. For each of the 4 bi-
ologic replicates of both untreated exsheathed L3s and deguelin-
treated exsheathed L3s, the 3 technical replicates were pooled
(total volume), centrifuged, supernatants were removed, 2 ml of
Trizol reagent (Thermo Fisher Scientific) were added, homoge-
nized for 2 min by using a rotary tissue homogenizer (IKA,
Plaisir, France), then frozen at —80°C until further processing.
Subsequently, total RNA was isolated from the 8 samples
according to the manufacturer’s instructions (Trizol reagent). All
RNA samples were treated with DNase (Turbo-DNAfree;
Thermo Fisher Scientific) to remove any possible genomic
DNA from H. contortus. RNA quality in each sample was eval-
uated by using a fluorometer (Qubit 3.0; Thermo Fisher Scientific)
and by electrophoretic analysis (70 V for 45 min) in 1% agarose
gel, employing a 1-kb ladder (Promega, Madison, WI, USA) as a
size marker.

RNA-sequencing, transcriptome assembly,
and analyses

The 4 biologic replicates representing deguelin-untreated
exsheathed L3s and the 4 representing deguelin-treated
exsheathed L3s were all subjected to RNA sequencing as
described previously (44). In brief, libraries were built by using
the TruSeg-stranded mRNA library kit (Illumina, San Diego,
CA, USA) and paired-end sequenced using the Illumina HiSeq
2500 platform at Yourgene Bioscience. The quality of the reads
that were obtained by sequencing from each of the 8 mRNA
libraries was assessed using the program FastQC (http://wwuw.
bioinformatics.babraham.ac.uk/projects/fastqc). Poor-quality reads
and adaptors were removed by using Trimmomatic (v.0.36) (45)
that employed the following parameters: illumina clip =
TruSeq3-PE fa:2:30:10, leading = 3, trailing = 3, sliding window =
4:15, minlen = 36. The transcriptome was assembled separately
by using the programs Velvet (v1.2.07) (46) and OASES (v.0.2.08)
(47) using the following parameters: kmer = 25 and cov_cutoff =
12. Redundancy in the resultant assembly was reduced by using
the program CD-HIT-EST (v.4.6) (48), employing the parameter
¢ =0.9. The basic local alignment search tool (BLASTp; E-value,
107%) (49) was used to scan remaining transcripts that encode
homologous genes of H. contortus, and matching transcripts
were preserved. High-quality reads from each library were
mapped to the H. contortus transcriptome (50) by using the
software package RSEM (v1.2.31) (51) employing the commands
“rsem-prepare reference” and “rsem-calculate-expression” us-
ing the following parameters: bowtie2 p 24, paired-end, and
bowtie2-mismatch-rate 0.2. The quality of the reads that mapped
to the nonredundant transcriptome was assessed by using Pic-
ard Tools (http://picard.sourceforge.net), and the statistical
package edgeR (v.3.14.0) (52) was used to identify differentially
transcribed genes using a corrected a value of P = 0.01. To ex-
amine the effect of treatment on transcription, a hierarchical
cluster was performed by using Euclidean distances employing
the heatmap.2 function in the R package gplots (v.3.0.1; The
R Foundation, Vienna, Austria). All transcripts that mapped to
the nonredundant transcriptome were annotated by BLASTp
(v.2.2.30+; E-value: 10~ %°) against public gene and protein da-
tabases, including the National Center for Biotechnology In-
formation (NCBI) nonredundant database (April 28, 2016) (53),
Kyoto Encyclopedia of Genes and Genomes (KEGG; March 11,
2016) (54, 55), UniProt/SwissProt (April 28, 2016) (56), InterPro
v.5.15.54 (57), and WormBase (C. elegans proteome in WS242)
(58). To identify biologic pathways in H. confortus that were
significantly affected after exposure to deguelin in vitro, differ-
entially transcribed genes were subjected to enrichment by using
the KEGG database employing a customised script in which
Fisher’s exact test was used to calculate P values. The R package
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Pathview (v1.12.0) (59) was used to display enriched KEGG
pathways.

Measuring the effects of deguelin on mitochondria
within H. contortus

Oxygen consumption—representing oxidative phosphorylation—
was measured in the medium surrounding H. contortus
exsheathed L3s after exposure to varying concentrations
(100, 50, 25, and 12.5 uM) of deguelin using the Seahorse XFe24
analyzer (Seahorse Biosciences, North Billerica, MA, USA), as
previously described with minor modifications (60). In brief,
exsheathed L3s were dispensed into XFe24 cell culture micro-
plates (Seahorse Biosciences) ata density of ~600 exsheathed L3s
per well in 600 pl of DMEM (Thermo Fisher Scientific) that was
supplemented with 2 mM pyruvate and 2 mM glucose (pH 7.4).
Four wells that contained Seahorse medium alone served as
normalization controls. Deguelin was then dissolved in Seahorse
medium, then loaded into the injection ports (in quadruplicate)
and automatically dispensed into the XFe24 microplate after
5 measurements of respiration at intervals of 8 min. By using this
approach, exsheathed L3s were exposed to final concentrations
of deguelin of 100, 50, 25, 12.5, and 0 pM. Respiration rates were
measured every 8 min for a period of 60 min, followed by
measurements every 30 min for 15 h. To determine significant
differences between treatments, the area under the curve was
computed for each assay, and a nonparametric 1-way ANOVA
using a Dunn’s multiple comparison test was performed. A
value of P < 0.05 was used (Prism v.7.01).

Mitochondria within exsheathed L3s of H. confortus were
stained with tetramethylrhodamine ethyl ester (TMRE; Sigma-
Aldrich, St. Louis, MO, USA), which is a cell-permeable, cationic,
red-orange fluorescent dye that readily accumulates in active
mitochondria because of their relative negative charge. Inactive
mitochondria have limited membrane potential and do not se-
quester TMRE. Here, exsheathed L3s—prepared as in Pro-
curement of H. contortus—were exposed (in triplicate) to 100, 50,
25,125, 6.25, or 3.13 pM deguelin. Exsheathed L3s were also
exposed (in triplicate) to the same concentrations of monepantel
(nonmitochondrial inhibitor control). Untreated worms were ex-
posed to 1% DMSO. After a 24-h incubation at 38°C and 10% CO,
1 wl TMRE (1:800) was added to each well and incubated for an
additional 24 h. Before imaging worms, unbound TMRE was re-
moved from the media by washing wells in the plate three times
with 0.9% saline using a centrifuge with a plate insert (300 g for
5 min; 22-24°C). Worms were resuspended in 50 pl LB* and
imaged by using a high-content imaging system (Operetta;
PerkinElmer, Waltham, MA, USA). All experiments con-
ducted to assess respiration and mitochondrial activity were
repeated 3 times on separate days. Significant differences
between treatments were determined by 1-way parametric
ANOVA using a Holm-Sidak’s multiple comparison test,
setting a cutoff of P = 0.05.

Measuring the effect of deguelin on the free-living
nematode C. elegans

The effect of deguelin on the mobility and the size of C. elegans
was studied by using a microfluidic platform, as described pre-
viously (61), with slight modification. In brief, eggs of C. elegans
(N2 wild-type strain; provided by the Caenorhabditis Genetics
Center, University of Minnesota, Minneapolis, MN, USA) were
hatched on solid nematode growth medium (NGM) agar plates
that were seeded with Escherichia coli OP50, grown to L1, and
injected into the microfluidic chip. Worms were fed a bacterial
medium on chip (E. coli HT115 in complete S-medium) for a
period of 20 h. After 20 h of feeding, deguelin at varying
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concentrations (1 mM, 100 pM, 10 uM, 1 uM, 100nM, 10 nM, and
0nM) was added to the medium and injected into the chip. After
42 h of treatment, a video recording and a picture were taken of
each chamber, and the mobility and size of each worm in re-
sponse to treatment was measured by using MovementTracker
software (62). The fertility rates of worms were assessed at 64 h by
manually counting the larvae and adult worms per chamber.

Oxygen consumption was also measured in C. elegans that
were exposed to varying concentrations of deguelin by using the
Seahorse XFe96 analyzer (63). In brief, eggs of C. elegans (N2
strain; provided by the Caenorhabditis Genetics Center, University
of Minnesota) were hatched and grown to L4s on solid NGM
plates using the OP50 strain of E. coli as a food source. L4s of
C. elegans were then transferred from the NGM plates to wells of
an XFe96 cell culture microplate, exposed to 1 mM, 100 uM,
10 uM, 1 uM, 100 nM, 10 nM, and 0 nM final concentrations of
deguelin, and oxygen consumption was measured after 5 and
60 min of incubation. Worm paralysis was measured after 5 h by
microscopically assessing the bending rate of C. elegans (63).

To measure the mitochondrial unfolded protein response
(UPR™; 64), a microfluidic platform was used that employed the
hsp-6:gfp transgenic strain of C. elegans (SJ4100 strain; provided
by the Caenorhabditis Genetics Center, University of Minnesota).
In brief, eggs of hsp-6::gfp worms were hatched on solid NGM
agar plates that were seeded with E. coli OP50, grown to the L1
stage, and injected into the microfluidic chip. Worms were fed
the bacterial medium on chip and treated with deguelin at
varying concentrations (1 mM, 100 uM, 10 uM, 1 uM, 100 nM,
10 nM, and 0 nM). To measure the activation of UPR™, bright-
field and fluorescent images were taken when the worm reached
the adult stage (100 h) with and without deguelin treatment.
Images were then measured for fluorescent intensity (GFP) using
the software program Image] (NIH, Bethesda, MD, USA) as
previously described (61). For all experiments, statistical analysis
was conducted by using 1-way ANOVA, followed by a post
Student’s ¢ test.

RESULTS

Screening results and the activity of deguelin
on and selectivity for H. contortus

From the in vitro primary screening of the 260 natural
compounds against H. contortus, only deguelin was found
to reduce exsheathed L3 motility by =70% (Fig. 1A).
Deguelin was rescreened at 20 uM and shown to consis-
tently inhibit exsheathed L3 motility. ICsy values for
deguelin and those of reference anthelmintic compounds,
monepantel and moxidectin (positive controls), on
exsheathed L3 and L4 motility were determined at 24, 48,
and 72 h, then compared. Although the monepantel and
moxidectin control compounds were more effective than
deguelin at inhibiting exsheathed L3s, with ICs, values of
1+0.5,1=*1.5and 21 = 0.7 uM, respectively (Fig. 1B-D
and Table 1), deguelin was considerably more potent at
inhibiting L 4 motility at 72 h, with ICs, values of <0.004 .M
compared with monepantel and moxidectin (ICsp: 3 =
1.3 and 0.005 = 0.53 wM, respectively; Fig. 1F-H and
Table 1). In addition, after 72 h of exposure, deguelin was
more potent at inhibiting L.4 than exsheathed L3 motility.
Deguelin was also shown to completely inhibit the de-
velopment of L4s from exsheathed L3s at concentrations
that ranged from 6.25 to 100 uM, with an ICs, value of 3.2 =
0.04 uM (Fig. 1E and Table 1). Although deguelin was more
potent at inhibiting L4 development than moxidectin
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Figure 1. Activity of deguelin on the parasitic nematode H. conlortus compared with reference compounds monepantel and
moxidectin. A) The chemical structure of deguelin. (B-H) Dose response curves for deguelin and positive controls (monepantel
and moxidectin) after a 24, 48-, and 72-h incubation period on the motility of exsheathed L3 (xL3) and the motility and
development of L4s. Bottom panels display representative scanning electron micrographs of L4s incubated with control medium
(untreated control; LB plus 0.5% DMSO) or 100 pM of deguelin, monepantel, or moxidectin for 24 h. Scale bar, 5 pm.

(ICs0: 13.53 uM), it was less potent than monepantel H. contortus vs. NFFs observed for L4 motility (SI =
(ICs50: 0.57 = 0.55 uM). Deguelin was found to havelow  7143). In contrast, only modest selectivity was observed
toxicity against NFFs by using a cell proliferation assay for L4 development (SI = 32) and only 2-fold selectivity
(IC50: > 50 pM) with the greatest selectivity for for exsheathed L3s motility.
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TABLE 1. Half maximum inhibitory concentrations (ICsp) of deguelin and the reference anthelmintic compounds monepantel
and moxidectin on the motility and development of larval stages (exsheathed L3 and L4) of H. contortus

Activity (ICs¢ values wM) against H. contortus

Exsheathed L3 motility L4 motility L4 development
Compound exposure time 24 h 48 h 72 h 24 h 48 h 72 h 7d
Deguelin 81 £ 023 54 =310 21 £ 0.70 ~11.39 + 0.23 ~25.4 = 0.46 0.004 = 0.80 3.2 £ 0.04
Monepantel n.d. 7+ 0.72 1+ 0.50 4.3 £ 0.39 2.2+ 0.77 3.0 = 1.30 0.57 = 0.55
Moxidectin 9+046 5 =*+0.77 1=*1.50 2.2 = 0.21 0.60 = 0.20 0.005 = 0.53 ~13.53

1G5 values for deguelin, monepantel, and moxidectin were recorded at 24, 48, and 72 h (exsheathed L3 and L4 motility) and 7 d (L4
development). n.d., not detected; ~, indicates where 1C5, values were estimated if the log(agonist) vs. response—variable slope (4 parameters)

model could not be used to fit the curve.

Ultrastructural analysis of H. contortus

An SEM study of exsheathed L3s and L4s of H. contortus
was undertaken. For exsheathed L3s, no morphologic
difference was detected between deguelin-treated and
untreated control worms (data not shown). This result is
consistent with findings for monepantel and moxidectin,
tested under the same conditions. In contrast, for 14s,
deguelin-treatment resulted in longitudinal indentations
of the cuticle, which were absent from untreated worms
(Fig. 1, bottom). Monepantel was also shown to alter the
morphology of L4s, which resulted in a perturbation of the
cross-sectional striations of the cuticle and the formation of
horizontal ridges and wrinkles; however, no detectable
changes were evident on moxidectin-treated L4s (Fig. 1,
bottom).

Analysis of transcription in H. contortus
exsheathed L3s after exposure to deguelin

To begin to explore the molecular basis of how deguelin
reduces motility and viability in H. contortus, we studied
transcription in treated and untreated worms. First, we
needed to identify an exposure time at which worms were
expected to undergo considerable molecular alterations.
To do this, exsheathed L3s were cultured in vitro in the
presence or absence of 12.5 uM of deguelin for 72 h (4 bi-
ologic replicates), with exsheathed L3s motility assessed at
6, 24, 48, and 72 h (Fig. 2A). The exposure of 30,000
exsheathed L3sto 12.5 uM deguelin resulted in a reduction
of motility after 48 h (Fig. 2), which became significantly
pronounced at 72 h (1.04 *+ 0.06 compared with 0.6 = 0.06;
P = 0.01). In addition, at this time point (48 h), no L4
development had occurred in treated or untreated worms
(Fig. 2B). The reduction in exsheathed L3 motility at 72 h
was associated with a distinct, straight, and rigid pheno-
type, which did not develop to the L4 stage.

On the basis of this result, the 48-h time-point was
selected (Fig. 24, B) to capture a snapshot of changes in
transcription in deguelin-treated exsheathed L3s, pre-
ceding the significant reduction in motility and L4 de-
velopment after a 72-h deguelin exposure. The mRNA
samples from 4 biologic replicates—each containing
~30,000 exsheathed L3s either treated or untreated for
48 h with 12.5 uM of deguelin—were subjected to RNA
sequencing, followed by quality assessment and bio-
informatic analyses.
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After an assessment of the mapping of sequence reads
from all replicates to the nonredundant transcriptome
(63.5-65.7%; Supplemental Table 1), genes that were diff-
erentially transcribed between deguelin-treated and
-untreated exsheathed L3s were identified by using edgeR
(false discovery rate adjusted; P = 0.01). The 500 most
highly up- or down-regulated genes were identified,
clustered, and displayed in a heatmap (Fig. 2C). Of all
26,294 genes that were predicted to be encoded in the
nonredundant transcriptome, 4052 (15%) were identified
as differentially transcribed in response to deguelin treat-
ment, 1813 genes were highly transcribed (up-regulated),
and 2239 genes were lowly transcribed (down-regulated)
relative to the untreated control (Fig. 2D). For differentially
transcribed genes, the majority of up-regulated (87.2%) and
down-regulated (86.4%) genes could be assigned at least 1
function in silico (Supplemental Table 2).

Protein families represented by up- and
down-regulated genes after 48 h of exposure
to deguelin

By using the KEGG BRITE functional hierarchy database,
up- and down-regulated gene sets encoded proteins that
could be classified into 40 and 38 unique functional groups
(75-78% of all protein families in KEGG BRITE were rep-
resented among differentially transcribed genes; Fig. 3
and Supplemental Tables 3 and 4). Of the up-regulated
(annotated) transcripts, most (55.3%) encoded enzymes,
such as hydrolases, transferases, and oxidoreductases,
with ribosomal proteins (7.1%; mostly ribosomal proteins
associated with the mitochondria), exosome components
(4.4%), and mitochondrial biogenesis proteins (3.6%;
mainly mitochondrial import machinery and mitochon-
drial DNA transcription, translation, and replication fac-
tors) also being prominently represented (Supplemental
Table 3). Of the down-regulated (annotated) transcripts,
approximately one half (50.7%) represented hydrolases,
transferases, and oxidoreductases, with peptidases (5.6%),
exosomal components (4.4%), and transport proteins
(4.3%) also being represented (Supplemental Table 4).
Specifically using the KEGG orthology classification
within BRITE, most of the up-regulated annotated tran-
scripts (1 = 719) were associated with energy metabolism
(n = 353; 49.1%) and genetic information and processing
(specifically translation in the ribosome; n = 227; 31.6%;
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Figure 2. Transcriptomic analysis of exsheathed L3s H. contortus in response to deguelin treatment. A, B) The motility of
exsheathed L3s and L4s development rate over time after treatment with 12.5 pM deguelin (black box) or matched DMSO
control (clear box). **P < 0.01. C) Heat map of the 500 most differentially transcribed genes in deguelin-treated worms and
untreated controls, assayed in quadruplicate. Down-regulated genes are shown in shades of red; up-regulated genes in shades of
green; replicates were clustered. D) Transcript abundance vs. change in transcription in deguelin-treated exsheathed L3s of
H. contortus compared with untreated controls. Individual points represent transcripts and respective false discovery rate
(FDR)-adjusted P values are indicated. Bold numbers indicate the number of transcripts which were up- or down-regulated in

response to deguelin treatment. Mi, motility index.

Fig. 3 and Supplemental Table 3). In particular, of the en-
ergy metabolism pathways, oxidative phosphorylation
was highly up-regulated in deguelin-treated exsheathed
L3s compared with untreated larvae. Similarly, for genetic
information and processing, genes that were associated
with ribosomes were highly up-regulated. Other KEGG
orthology protein families that were recorded to be up-
regulated included those involved in xenobiotic bio-
degradation and metabolism, as well as those linked to
bisphenol and polycyclic aromatic hydrocarbon degra-
dation that involves enzymes such as esterases, lipases,
and paraoxonases. Down-regulated annotated transcripts
(n = 573) were linked to metabolism (n = 197; 34.4%), en-
vironmental information processing (1 = 125; 21.8%), and
cellular processes (n = 83; 14.5%; Fig. 3 and Supplemental
Table 4). In particular, down-regulated were genes asso-
ciated with the lysosome and signal transduction that is
related to PI3K-Akt, Wnt, and Ras signaling (Fig. 3 and
Supplemental Table 4).

DEGUELIN HAS ANTHE'EMAE)E&% CTIVITY

Enrichment for up-regulated transcripts

The top 10 biologic pathways that were identified as
highly enriched for up-regulated genes included those
associated with oxidative phosphorylation and ribosomes,
neurodegenerative disorders, and endocrine and metab-
olism disease, as well as the citric acid cycle (Table 2).
In the oxidative phosphorylation pathway, highly up-
regulated genes included those that encode the NADH
dehydrogenase subunits (complex I), succinate dehydro-
genase (complex II), cytochrome ¢ reductase (complex III),
cytochrome c oxidase (complex IV), and the ATP synthase
proton pump (complex V; Fig. 4A). Similarly, for path-
ways that have been inferred to be linked to neurode-
generative disorders, all showed substantial transcription
pertaining to the oxidative phosphorylation pathway
(complex 1-V) as well as cytochrome c oxidase (Supple-
mental Table 3); high levels of transcription represented
genes that encode mitochondrial membrane porin and
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Figure 3. Graphical summary of the key KEGG orthology classification within BRITE affected by deguelin treatment. A, B) Up-
and down-regulated protein families assigned by using the KEGG BRITE hierarchy database are summarized (drawn to scale).
Numbers of transcripts representing particular KEGG pathways are in brackets. Shaded boxes have been drawn to scale to reflect

the percent of transcripts in each category.

voltage-dependent anion channel protein 1 (Supplemental
Table 3). In the ribosome pathway, genes that encode
numerous ribosomal proteins that comprise the large and
small subunits were highly up-regulated (Fig. 4B); many of
the ribosomal proteins were of mitochondrial origin (62%;
Supplemental Table 3). The remaining 3 pathways anno-
tated represented metabolism, biosynthesis of amino
acids, carbon metabolism, and the 2-oxocarboxylic acid
pathway (Table 2 and Supplemental Table 3).

Enrichment for down-regulated transcripts

The top 10 biologic pathways that were identified as
highly enriched for down-regulated genes included the
lysosome pathway, represented by down-regulated genes
that encode lysosomal acid hydrolases (cathepsins and
legumain), glycosidases (glucuronidase- and hexosa-
minidase), acid phosphatase 2, and such lysosomal
membrane proteins as solute carriers and ATP pumps
(Fig. 5A and Table 2). Genes that contribute to the sup-
pression of metabolism were inferred to relate to carbo-
hydrate metabolism, specifically amino sugar and
nucleotide sugar metabolism (23% of genes), as well as
fructose and mannose metabolism (20% of genes). Genes
that were involved in sphingolipid metabolism and
N-glycan biosynthesis were also down-regulated.

Three of the top 10 pathways were inferred to represent
the immune system (antigen processing, presentation, and
complement), coagulation cascades, and hematopoiesis
(Table 2 and Supplemental Table 4). These findings were
supported by a down-regulation of genes that encode ca-
thepsins B and D, IFN-y-inducible protein 30, legumain,
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tissue factor pathway inhibitor, thyroid peroxidase,
neprilysin, platelet glycoprotein V, and aminopeptidase
N. Pertaining to environmental information processing,
the extracellular matrix—receptor interaction pathway was
conspicuously suppressed on the basis of the finding of a
down-regulation of genes that encode collagen, laminin,
tenascin, and galactosyltransferases (Fig. 5B, Table 2, and
Supplemental Table 4).

Effect of deguelin on nematode mitochondria
in H. contortus and C. elegans

Mitochondrial activity measured by TMRE staining in
H. contortus exsheathed L3s that were treated for 24 h with
deguelin or monepantel was compared with that of
untreated control worms (Fig. 6A). Results indicated
a significant decrease in mitochondrial activity in
exsheathed L3s that were exposed to 100 and 50 uM of
deguelin compared with untreated controls (62.5 * 8.1
and 69.3 * 6.8 vs. 94.4 * 4.8; P = 0.01); however, ex-
posure to less deguelin (25-12.5 uM) led to an increase
in mitochondrial activity, with a significant increase
being observed at 25 uM (127 = 10.8 vs. 94.4 £ 4.8; P = 0.05;
Fig. 6A). No change in mitochondrial activity was observed
after exposure to monepantel (Fig. 6B). To measure the
effect of deguelin on exsheathed L3s in real-time over
24 h, oxygen consumption—a measure of oxidative
phosphorylation—was assayed. Similar to TMRE stain-
ing results, H. contortus exsheathed L3s that were exposed
to 100 uM deguelin manifested an immediate reduction in
oxygen consumption with reference to untreated control
exsheathed L3s and a significant reduction in oxygen
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TABLE 2. The 10 most significantly up- and down-regulated pathways represented by differentially transcribed genes, annotated using the KEGG

pathway database

KEGG Genes assigned  Total genes assigned
KEGG pathway annotation pathway ID to pathways, n to pathways, n P
Up-regulated pathways
Metabolism; energy metabolism; oxidative ko00190 94 169 6.13 x 1073
phosphorylation )
Genetic information processing; translation; ribosome ko03010 114 274 3.46 X 1072°
Human diseases; neurodegenerative diseases; ko05016 80 174 9.64 X 10722
Huntington’s disease
Human diseases; neurodegenerative diseases; ko05012 77 142 7.70 X 10~%7
Parkinson’s disease
Human diseases; neurodegenerative diseases; ko05010 76 175 7.36 X 1071
Alzheimer’s disease
Human diseases; endocrine and metabolic diseases; ko04932 63 132 264 X 10718
nonalcoholic fatty liver disease
Metabolism; carbohydrate metabolism; citric acid cycle ko00020 33 62 872 X 10712
Metabolism; biosynthesis of amino acids ko01230 43 106 5.81 X 1071°
Metabolism; carbon metabolism ko01200 49 134 2.50 x 10"
Metabolism; 2-oxocarboxylic acid metabolism ko01210 18 32 1.74 X 107"
Down-regulated pathways
Cellular processes; transport and catabolism; lysosome ko04142 56 176 8.45 X 1071%
Organismal systems; immune system; antigen processing  ko04612 22 53 1.21 X 107"
and presentation ‘
Environmental information processing; signaling ko04512 19 51 6.17 X 10~
molecules and interaction; ECM-receptor interaction 3
Organismal systems; immune system; complement and ko04610 7 9 1.43 X 10°%
coagulation cascades
Organismal systems; immune system; hematopoietic cell ~ ko04640 10 22 1.51 X 107
lineage
Organismal systems; digestive system; protein digestion ko04974 18 58 1.76 X 107
and absorption
Cellular processes; cell communication; adherens ko04520 19 65 281 X 107™
junction
Metabolism; glycan biosynthesis and metabolism; ko00603 4 6 3.08 X 107%
glycosphingolipid biosynthesis - globo series
Human diseases; immune diseases; autoimmune thyroid ko05320 4 6 3.08 X 1079
disease
Metabolism; glycan biosynthesis and metabolism; ko00601 6 13 3.12 X 1077

glycosphingolipid biosynthesis - lacto and neolacto
series

Columns show the KEGG pathway annotation, pathway identification (ID) codes, number of differentially transcribed genes in one or more
specific pathway, and the total number of genes assigned to particular pathways. Significance was determined by multiple Student’s ¢ tests and

corrected for multiple comparisons. ECM, extracellular matrix.

consumption over the entire test period (107,816 = 14,930
vs. 203,380 = 31,869; P = 0.05; Fig. 6C, D). Exposed to
50 -25 uM of deguelin, exsheathed L3s exhibited a gradual
reduction in oxygen consumption over time (Fig. 6C, D).
Deguelin also substantially decreased oxygen con-
sumption in C. elegans (Fig. 6E). Here, an almost complete
inhibition of respiration was recorded after 5 min of ex-
posure to 1mM (P < 0.001),100 uM (P = 0.001), and 10 .M
(P = 0.05) of this chemical compared with untreated
C. elegans (Fig. 6F). Similarly, oxygen consumption was sig-
nificantly reduced 1 h after exposure to 1 mM (P = 0.001),
100 pM (P = 0.001), and 10 pM (P = 0.001) of deguelin
compared with untreated C. elegans (Fig. 6G). In addition,
L4s of C. elegans that were treated with 1 mM and 100 pM
for 5 h were completely immobile, whereas at 10 and 1 pM,
they exhibited a reduced bending rate (i.e., increased pa-
ralysis) compared with untreated C. elegans (Fig. 6H). By
using the microfluidic platform, deguelin was also shown
to significantly decrease mobility, size, and fertility at

DEGUELIN HAS ANTHEIBMM\JOTIC CTIVITY

concentrations of 10 uM, 100 uM, and 1 mM (Fig. 7B-D).
Given the hypothesis that deguelin exerts its potent effect on
worm viability via the respiratory chain in the mitochondria,
the unfolded protein response (UPR™), which is a marker of
mitochondrial stress, was measured in transgenic C. elegans.
After treatment with 10 and 100 pM of deguelin, UPR™
was significantly activated, as indicated by the increase in
hsp-6::gfp fluorescent signal compared with controls (Fig. 7F).

DISCUSSION

Natural products have been a source of medicines and
remedies for millennia (65, 66). For example, rotenoids
from plants of the family Leguminosae (6-10) are natural
insecticides that are believed to target complex I of the
electron transport chain (67, 68). The best known of the
rotenoids are rotenone, tephrosine, toxicarol, and degue-
lin, which were patented collectively as insecticides in the
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Figure 4. Graphical representation highlighting the genes involved in top 2 down-regulated pathways in exsheathed L3 H. contortus in
response to deguelin treatment. A, B) Transcripts that encode protein subunits involved in oxidative phosphorylation (A) and
ribosomal protein synthesis (B) are listed in individual boxes and shaded according to logs (fold-change) in deguelin-treated
exsheathed L3s relative to untreated controls. Scale bar indicates the relative expression of each gene, with shades of red indicating
low transcription, and shades of green indicating high transcription compared with untreated control. Diagrams were produced by

using the Pathview R package. a, archaea; b, bacteria; e, eukaryote.

1930s (Patent US2058832) (69). Particularly over the last 2
decades, there has been a considerable focus on studying
deguelin as a chemopreventative, since the discovery of its
antiproliferative properties on cells (70). These properties
have been attributed to the modulation of myriad molec-
ular pathways in various cancer cell types (6,13, 17,24-33),
and the question arose as to whether deguelin might also
have antiparasitic effects.

Here, by using a recently developed videographic as-
say (36, 37), we screened a natural product—small
compound—Ilibrary and identified deguelin as a potent
inhibitor of motility and the development of parasitic
larval stages (exsheathed L3s and L4s) of H. contortus and
the free-living nematode (model organism) C. elegans.
Deguelin also induced considerable cuticular damage to
L4s upon short-term exposure and was shown to be se-
lective for H. contortus over a mammalian fibroblast cell
line. In addition, we demonstrated that deguelin inhibits
the motility of nematodes Trichostrongylus, Cooperia, and
Ancylostoma species in vitro (unpublished results), which
are all related to H. contortus and C. elegans. To explore the
molecular pathways that deguelin disrupts to inhibit
both motility and development in H. contortus, we
studied the transcriptional changes in protein-encoding
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genes in response to deguelin treatment. To do this, we
elected to study the global changes in gene transcription
in H. contortus exsheathed L3s in response to an in-
termediate concentration of deguelin. Specifically, we
explored transcription 24 h before the significant de-
crease in motility after exposure to this chemical to
identify biologic pathways that are affected early by
deguelin as well as to prevent artifacts because of the
possible degradation of RNA at later time points. Our
analyses showed that genes up-regulated in response to
deguelin are predominantly associated with energy
metabolism, particularly oxidative phosphorylation,
with drug-metabolism pathways also being activated,
and that down-regulated genes were linked to aspects of
parasite development and cuticle formation.

Notably, the most activated pathway in response to
deguelin treatment was the oxidative phosphorylation
pathway, which consists of the electron transport chain
and is responsible for the production of ATP. A total of 94
genes were up-regulated, including genes that encode all 5
complexes of the electron transport chain. Only one gene
in this pathway—encoding cytochrome ¢ oxidase subunit
5b—was down-regulated. All other components were up-
regulated in response to deguelin. Genes that are involved
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Figure 4. (Continued)

in the ribosome pathway were also highly transcribed,
62% of which encoded proteins located in the mito-
ribosome. Mito-ribosomes synthesize proteins that are
essential for oxidative phosphorylation and ATP synthesis
(71), which suggests that exsheathed L3s of H. contortus
have a substantial requirement for oxidative phosphory-
lation when exposed to deguelin and, by extension, that
deguelin inhibits components of respiration.

It is generally accepted that free-living stages of para-
sitic helminths often depend heavily on aerobic respira-
tion, whereas the parasitic stages depend more on
anaerobic respiration as a result of limited access to oxygen
inside the host animal (50, 72). Specifically, in hypoxic
environments, adult parasitic nematodes rely on the
phosphoenolpyruvate carboxykinase-succinate pathway
to generate ATP (73, 74). This pathway is unique to or-
ganisms that live in environments with low oxygen ten-
sion, including some cancer cells, and is thus seen as a
promising chemotherapeutic target (75-77); however, as
H. contortus is a blood-feeding nematode and has access to
a rich supply of oxygenated blood from its host, it is be-
lieved that this worm utilizes both aerobic and anaerobic
respiratory pathways, which allows rapid adaption to the
fluctuations in oxygen concentrations in its host (72).

DEGUELIN HAS ANTHE'EMM\J)TIC CTIVITY

Although most of the up-regulated pathways in
deguelin-treated worms represent aerobic respiration,
anaerobic pathways were also identified as being signifi-
cantly up-regulated and associated with carbon fixation
and glycolysis. On the basis of these findings and what is
already known about the mode of action of deguelin in
other organisms (6, 32, 33), we hypothesize that deguelin
induces a loss in parasite viability, mainly by modulating
or disrupting the function of the oxidative phosphoryla-
tion pathway, likely acting as a complex I inhibitor of the
electron transport chain. Complex I is involved in both
oxidative phosphorylation and the phosphoenolpyruvate
carboxykinase-succinate pathway, which could account
for the increased gene expression in both respiratory
pathways. The proposal that deguelin is a complex I in-
hibitor in H. contortus is consistent with previous results for
mammalian cells (6, 32, 33) and with the current obser-
vation of a substantial increase in transcription linked to
energy metabolism-related pathways—that is, oxidative
phosphorylation, citric acid cycle, mito-ribosomes bio-
synthesis, and glycolysis—24 h before a significant re-
duction in worm motility, most likely reflecting a
compensatory /negative feedback response to the in-
hibition of complex I. We tested this hypothesis by using a
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Figure 5. Graphical representation of genes involved in top 2 down-regulated pathways in exsheathed L3 H. contortus in response
to deguelin treatment. A, B) Transcripts encoding protein subunits involved in lysosome (A) and extracellular matrix (ECM)
receptor (B) pathways are listed in individual boxes and shaded according to logs (fold-change) in deguelin-treated exsheathed
L3s relative to untreated controls. Scale bar indicates the relative transcription of each gene, with shades of red indicating low
transcription, and shades of green indicating high transcription compared with untreated control. Diagrams were produced

using the Pathview R package.

fluorescent dye that is sequestered by active mitochondria
and assessed mitochondrial activity in response to various
concentrations of deguelin at 48 h. Here, exposure of
H. contortus to high concentrations of deguelin ablated the
activity of mitochondria, whereas low concentrations of
deguelin increased their activity, which supports the RNA
sequencing results.

To provide additional support for our hypothesis that
deguelin acts as a complex I inhibitor to disrupt mito-
chondrial function, which results in a loss of parasite
viability, oxidative phosphorylation was measured in
exsheathed L3s in real time. Deguelin was shown to rap-
idly (after ~8 min) reduce oxygen consumption in
H. contortus in a dose-dependent manner. This decrease
preceded the inhibition of motility and development in
this nematode, which indicates that this chemical de-
creases oxidative phosphorylation, leading—indirectly or
directly—to a major reduction in larval motility and de-
velopment. Recent studies have shown that inhibitors of
oxidative phosphorylation can result in the activation of
UPR™ as a result of a mitonuclear protein imbalance (64).
Given the high transcription of genes that encode
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mitochondrial ribosomal proteins in response to deguelin
treatment, we examined the ability of deguelin to initiate
UPR™ in C. elegans and recorded this response in the
presence of high concentrations of this chemical. UPR™ is
an evolutionary conserved stress response thatis activated
in normal physiologic and disease states to restore ho-
meostasis (78). In C. elegans, UPR™ is known to occur
during the transition from L3 to L4 (79), where a burst of
mitochondrial biogenesis occurs (80). During this transi-
tion, UPR™ is relatively short-lived, but can be extended
by perturbation by using pharmacologic and/or genetic
mutations and has been associated with increased lon-
gevity (81). The finding that deguelin induces a phenotype
in C. elegans that is similar to H. contortus provides a basis
for gene knockdown experiments in C. elegans to confirm
the target and down-stream signaling effects of deguelin
treatment in parasitic nematodes. Such experiments
would be extremely challenging to conduct in H. contortus.

Transcriptionally down-regulated genes in H. contortus
in response to deguelin treatment were found to be pre-
dominantly involved in larval development and cuticle
formation. Specifically, there was a down-regulation in the
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Figure 5. (Continued)

components of the lysosome, antigen-presenting and
-processing pathways, as well as the extracellular matrix
interaction pathway; all pathways link to genes that
encode cysteine and aspartic peptidases, such as legu-
mains and cathepsins, as well as the extracellular matrix
interaction pathway, being mainly associated with
proteins/enzymes, such as collagen, laminin, tenascin,
and galactosyltransferases.

Legumains were originally identified in plants (82) but
have since been found in many organisms, including such
parasitic worms as Schistosoma mansoni and Toxocara canis
(83, 84), and have been shown to or proposed to play roles
in the digestion of host blood (85-87). Specifically, legu-
main is located on the microvillar surface of intestinal cells
of H. contortus, and only in the blood-feeding stages of the
parasite: L4 and adult (88). The location of legumain in the
microvilli of intestinal cells coincides with that of the cys-
teine protease, cathepsins B (88, 89), and it has been
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proposed that legumain might activate cysteine proteases,
such as cathepsins B and D (89). Cysteine peptidases, such
as cathepsins, are well known for H. contortus and related
strongylids as as result of their immune-protective prop-
erties (50, 90, 91). Cysteine proteases are highly abundant
in excretory/secretory products and are involved in host
digestion, immune evasion, nutrition acquisition, and cu-
ticle molting in nematodes (92-94).

During molting in nematodes, cysteine proteases are
released to breakdown the old cuticle (95-97). Cuticle
components, such as collagen, tenascin, laminin, and gal-
actosyltransferases (all required in the development of
new cuticle) (94, 98, 99), were linked to genes with sup-
pressed transcription upon deguelin exposure. Down-
regulation of genes that encode the structural proteins and
key stage-specific enzymes supports the altered shape and
structure of the cuticle as well as the inhibition of L4 de-
velopment after in vitro exposure to deguelin. The
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Figure 6. Effects of deguelin on mitochondrial activity in nematodes. A, B) Activity of H. contortus exsheathed L3s in response to
treatment with various concentrations of deguelin or monepantel after a 48-h period. Mitochondrial activity was measured by a mito-
tracking stain (TMRE), and representative images for each treatment condition are shown adjacent to quantitative data. Data points
represent means * sM from 3 independent assays. C) Kinetic profile of oxygen csonsumption in exsheathed L3s before and after
exposure to deguelin (arrow) at various concentrations. Total oxygen consumption for each treatment group calculated from measuring
the area under the curve (AUC) in panel C. D) Data in panels C and D represent means * seM from 4 biologic replicates. *P = 0.05.
E) Schematic of the protocol for C. elegans experiments. F; G) An independent assessment of the effect of deguelin on the oxygen
consumption rate (OCR) in C. elegans (a free-living nematode which is related to H. contortus) 5 and 60 min after treatment with deguelin.
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nematode cuticle predominantly consists of cross-linked
collagens and coated with an external layer of lipids and
glycoproteins, such that changes in the transcription or
function of genes associated with these components can
severely alter body shape, molting, and/or viability of
nematodes (100-102). It is not clear whether the transcrip-
tional down-regulation of these genes is a direct or indirect
response to deguelin exposure and should be a subject for
additional investigation. Finally, of interest was the sup-
pression of genes that are involved in the PI3K-Akt kinase
signaling pathway (represented by 13 genes), which has
been identified as a target of deguelin in mammalian cells

DEGUELIN HAS ANTHEIEMrI]‘\JOgé% CTIVITY

(24-26). Recently, this pathway was shown to modulate
oxygen metabolism via phosphorylation of pyruvate de-
hydrogenase (103). Additional experimental work will be
required to understand the link between the PI3K-Akt ki-
nase signaling pathway and oxygen metabolism in
H. contortus and its relationship with deguelin.

Overall analyses of transcriptional responses to
deguelin, together with mitochondrial biologic informa-
tion, have revealed a clear modulation of energy metabo-
lism in H. contortus. Integration of biologic and molecular
data sets points to complex I of the electron transport chain
being a target for deguelin in H. contortus and C. elegans.
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Given the toxicity of deguelin on C. elegans, loss of
function studies in this model organism would aid in
identifying and proving the target of deguelin in nem-
atodes. Although not essential for drug discovery and
development, understanding the mode of action of a
drug on a target organism will aid in predicting aspects
of host toxicity, adverse effects, and / or potential modes
of drug resistance (104).
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