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SUMMARY

Upon host infection, the protozoan parasite £ntamoeba histolyticais confronted with reactive
oxygen and nitrogen species (ROS and RNS) and must survive these stresses in order to cause
invasive disease. We analyzed the parasite’s response to oxidative and nitrosative stresses, probing
the transcriptional changes of trophozoites of a pathogenic strain after a 60min exposure to H,0,
(ImM) or a NO donor (DPTA-NONOate, 200..M), using whole-genome DNA microarrays.
Genes encoding ROS and RNS detoxification enzymes had high transcriptional levels under basal
conditions and upon exposure to both stresses. On a whole genome level, there was significant
modulation of gene expression by H,O, (286 genes regulated) and DPTA-NONOate (1,036 genes
regulated) with a significantly overlap of genes modulated under both conditions (164 genes). A
number of transcriptionally regulated genes were in signaling/regulatory and repair/metabolic
pathways. However, the majority of genes with altered transcription encode unknown proteins,
suggesting as yet unraveled response pathways in £. Aistolytica. Trophozoites of a non-pathogenic
E. histolyticastrain had a significantly muted transcriptional response to HoO, compared to the
pathogenic strain hinting that differential response to oxidative stress may be one factor that
contributes to the pathogenic potential of £. Aistolytica.
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INTRODUCTION

Infection by Entamoeba histolytica, the causative agent of amoebiasis, is a global health
problem, which affects 500 million people worldwide (Stanley, 2003). Most commonly, this
pathogen causes hemorrhagic dysentery and liver abscesses. During tissue invasion, £.
histolytica adapts to changing oxygen tensions as it goes from the anaerobic colonic lumen
to an oxygen rich environment in the colonic tissue (Stanley, 2003). Additionally, the
parasite must cope with cytotoxic reactive oxygen species (ROS) and reactive nitrogen
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species (RNS) that are produced and released by activated phagocytes that are attracted to
the site of infection (Stanley, 2003; Bogdan ef a/., 2000; MacMicking et al., 1997).
Therefore, a significant contribution to £. Aistolytica’s pathogenic potential is likely to be
due to its ability to cope with oxidative and nitrosative stresses generated during tissue
invasion.

The cellular components targeted by ROS and RNS include proteins (metal cofactors,
thiolate side chains, tyrosine and methionine residues), nucleic acids and lipids (Halliwell
and Gutteridge, 2007). Common defense strategies against oxidative and nitrosative stresses
include detoxification enzymes and repair systems that enable cells to resist RNS and ROS
(Vandenbroucke et al., 2008; Justino et al., 2005). Several microbial transcription factors
and regulons, which are involved in the response to both oxidative and nitrosative stress as
well as in the transition from anaerobic to aerobic metabolism, have redox sensitive active
sites that are modified and/or damaged by both ROS and RNS. Not surprisingly, given the
overlap in the types of damage caused by ROS and RNS, common mechanisms exist to deal
with these stressors. These include the Crp-Fnr superfamily of transcriptional regulators,
which respond both to nitrosative and oxidative stress (Korner et al., 2003), as do other
transcriptional regulators, e.g., in Escherichia coli. NsrR, OxyR, SoxRS, MetR, ferric uptake
regulator and NorR, regulating a wide range of cellular processes (Spiro, 2006). A survey of
the genomes of the parasitic protists £. histolytica (Loftus et al., 2005), Giardia lamblia
(Morrison et al., 2007) and Trichomonas vaginalis (Carlton et al., 2007) revealed the
absence of homologues of any of the above mentioned transcriptional regulators. In contrast,
genes coding for detoxification systems for ROS and RNS are present in the genomes of
these anaerobic protists. Some of these genes may have been acquired by lateral gene
transfer from prokaryotes (Andersson et al., 2006; Andersson et al., 2003). The E. histolytica
genome has four genes encoding flavodiiron proteins (FDPs), enzymes endowed with
oxygen and/or nitric oxide reductase activity which are widespread in prokaryotes (Kurtz,
2007; Saraiva et al., 2004), and have been studied in the protozoa 7. vaginalis (Sarti et al.,
2004) and G. /amblia (Di Matteo ef al., 2008). E. histolyticas genome also contains genes
encoding other enzymes involved in the detoxification of ROS, including peroxiredoxin,
rubrerythrin, hybrid-cluster protein, and superoxide dismutase (SOD). Peroxiredoxin
constitutes a major defense against oxidative stress as it is induced by a high-oxygen
environment (Akbar et al., 2004) and trichostatin A (Isakov et al., 2008), and contributes to
E. histolytica’s virulence (Sen et al., 2007; Davis et al., 2006). Although peroxiredoxin and
SOD are ubiquitous in all domains of life, FDPs, rubrerythrin and hybrid-cluster proteins
have thus far been identified only in prokaryotes and in these anaerobic protists.

Whole-genome expression profiling has been used to assess the effects of oxidative and
nitrosative stress in diverse eukaryotes and prokaryotes (Vandenbroucke et al., 2008; Thum
and Bauersachs, 2007). A recent meta-analysis of microarray data performed to assess the
common denominators in the oxidative stress response across different domains of life
revealed that there are both strong species-specific responses, and common strategies for
diverse organisms to cope with this challenge (Vandenbroucke et a/., 2008). Microarray
technology has been used in Entamoebato investigate a wide variety of biological questions,
including virulence (Davis et al., 2007; MacFarlane and Singh, 2006), host colonic and
hepatic invasion (Santi-Rocca et al., 2008; Gilchrist et al., 2006) and development
(Ehrenkaufer et al., 2007). In order to determine the molecular mechanisms by which E.
histolyticatrophozoites respond when challenged with oxidative and nitrosative stresses, we
used whole genome expression profiling using a short oligonucleotide microarray containing
9,435 of the annotated 9,938 amebic genes. Our results demonstrated a significant
transcriptional response of E. histolyticaHM-1:1MSS, a canonical virulent strain, to HoO2
(286 genes regulated), NO (1,036 genes regulated), and a significant overlap among the
genes responsive to both conditions (164 genes). To further identify which components of
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these response mechanisms may be correlated with E. histolytica’s virulence potential, the
response to oxidative stress was assessed for a non-pathogenic strain, £. histolytica Rahman.
In contrast to the observations for the virulent HM-1:1MSS strain, the Rahman strain had
fewer transcriptional changes and the overall fold-changes for the regulated genes were
significantly lower. Overall, our results provide insights into the molecular network
regulating adaptation to oxidative and nitrosative stresses in E£. histolytica and suggest that
one important difference between virulent and non-virulent amebae is their ability to deal
with the stresses encountered during host invasion.

RESULTS AND DISCUSSION

Sensitivity of E. histolytica trophozoites to oxidative and nitrosative stress

To determine the response of £. Aistolyticato nitrosative and oxidative stress, trophozoites
from the HM-1:1MSS strain were exposed to dipropylenetriamine (DPTA)-NONOate (nitric
oxide releaser) or hydrogen peroxide (H,0,). We analyzed the viability of £. histolytica
trophozoites in varying concentrations of H,O, and DPTA-NONOate in order to identify
conditions in which E. histolytica trophozoites stressed but still =90% viable. A 1-hour
exposure to 1 mM H,0, or 200 .M DPTA-NONOate resulted in a significant fraction of the
cells being stressed (as judged by rounded morphology) but only a few dead cells (<5%
and<10%, respectively), based on Trypan blue staining (data not shown). We tested the
sensitivity of both the virulent HM-1:IMSS and the non-virulent Rahman strains to 1 mM
H,0, and found a similar percentage of dead cells (data not shown). The two stress agents
are differently released into the cultures: addition of hydrogen peroxide results in immediate
exposure to the added concentration, whereas DPTA-NONOate is a slow releaser of nitric
oxide. The tested concentration of H,O, (1 mM) is within physiologically relevant
concentrations found in the gastrointestinal lumen (Mayol et a/., 2006). At the chosen
concentration (200 M), DPTA-NONOate releases NO at a rate of ~25 nM NO.s™1, which
after 1 hour of exposure would accumulate to a maximum of ~82 M of NO in the medium,
a concentration above physiological concentrations (Halliwell and Gutteridge, 2007). It is
however likely that the NO concentration experienced by E£. histolytica under the tested
conditions is lower than that released, due to the general reactivity of nitric oxide within
biological milieu. Both NO and H,O, may react with components of the TYI-S-33 medium,
such as serum and cysteine, in which E. Aistolyticais cultured. However, no defined
medium lacking serum or cysteine has been developed in which E. histolytica can be
reliably grown (Diamond and Cunnick, 1991; Gillin and Diamond, 1980). Thus, the TYI-
S-33 medium, in which parasite growth is well standardized and robust and in which many
of the previous transcriptome analyses done previously have been performed, is the best
option for our studies.

Expression analysis of E. histolytica strains challenged with oxidative or nitrosative stress

Affymetrix whole-genome microarrays were used to determine the global transcriptional
changes in E. histolytica HM-1:1MSS trophozoites upon exposure to 1 mM hydrogen
peroxide for 1 hour. Data from three independent H,O,-exposed cultures were compared
with those from E. histolytica HM-1:IMSS trophozoites from standard axenic culture
conditions. All sets of arrays displayed high correlation values (0.94-0.98) (Table 1). Genes
with a > 2-fold change and FDR < 0.05 were considered differentially expressed: 184 genes
were up-regulated by H,O, and 102 genes were down-regulated (Tables 2 and 3;
Supplementary Table 2).

E. histolyticaHM-1:1MSS trophozoites were also subjected to nitrosative stress by addition
of the NO releaser DPTA-NONOate (200 M, 1 hour) and resulting transcriptional changes
assayed. Three arrays from independent parasite cultures challenged with DPTA-NONOate
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were performed; all arrays displayed good correlation values (0.94-0.97 (Table 1)).
Although E. histolytica displayed similar percentages of cell death in H,O, compared to
NO, a substantially greater number of genes were transcriptionally regulated by nitrosative
stress compared to oxidative stress. Using the same statistical criteria applied above (=2-fold
change and FDR < 0.05), 443 genes were up-regulated and 593 genes down-regulated by
DPTA-NONOate (Tables 4 and 5, and Supplementary Table 3). To confirm the array
results, seven genes were selected for semi-quantitative RT-PCR analysis. In every case the
data from the microarray analyses were confirmed (Figure 1).

Genes encoding known detoxification systems in E. histolytica trophozoites are not
significantly modulated by oxidative or nitrosative stresses

In E. histolytica HM-1:1MSS strain growing under standard axenic culture conditions, the
basal transcription levels of genes encoding the enzymatic ROS and RNS detoxification
systems are generally high (Figure 2). Putative detoxification systems for reactive oxygen
and nitrogen species, which were identified in the genome of £. histolytica are depicted in
Scheme 1. Flavodiiron proteins (FDPs) have nitric oxide (NO) and/or molecular oxygen
(Oo) reductase activities, although the molecular basis for substrate selectivity remains
elusive (Vicente et al,, 2007). Out of the four copies of genes encoding FDPs, two
(6.m00467 and 155.m00084) have much higher transcription levels than the other two
homologues (65.m00171 and 146.m00121) (Figure 2A). The gene encoding superoxide
dismutase (384.m00041, SOD), the sole known superoxide detoxifying enzyme in E£.
histolytica’s genome, displays high transcription levels in all conditions tested with no
significant changes under either stress condition (Figure 2B). The same is observed for gene
products involved in hydrogen peroxide detoxification, since the three distinct scavenging
systems identified in its genome also display high and almost invariable expression levels:
peroxiredoxin (176.m00112, Prx), rubrerythrin (131.m00144, Rbr), and hybrid-cluster
protein (8.m00410, HCP) (Figure 2B). Although these genes do not display significant
transcriptional changes upon H,O5 or NO exposure, basal expression levels of some of these
genes do vary across Entamoeba. the FDP-encoding 6.m00467 gene, which is the most
highly expressed FDP in E. histolytica HM-1:IMSS, has a lower expression in the non-
virulent species, £. dispar, and the gene coding for peroxiredoxin, has reduced expression in
both E. histolyticaRahman and E. dispar (Davis et al., 2006; MacFarlane and Singh, 2006).
Moreover, a proteomic analysis revealed that £. Aistolytica superoxide dismutase and
peroxiredoxin have significantly higher expression levels in the virulent E. histolytica
HM-1:1MSS strain as compared to the non-virulent Rahman strain (Davis et al., 2006),
indicating a possible contribution by these proteins to amebic virulence.

Although the majority of genes encoding the ROS and RNS stress detoxifying proteins were
not significantly changed in parasites exposed to oxidative and nitrosative stresses, some
transcriptional changes were noted. Three genes encoding iron-sulfur flavoproteins
(35.m00253, 312.m00037 and 41.m00244) that are proposed to be related to the oxidative
stress response, but whose function remains undetermined (Cruz and Ferry, 2006), were up-
regulated by H,0,. Two homologous genes (187.m00073 and 646.m00021) encoding iron-
sulfur flavoproteins were induced by nitrosative stress. Additionally, one of the four
flavodiiron proteins (146.m00121) was up-regulated by NO (4.8-fold). Besides FDPs, no
other known NO-detoxifying enzyme has thus far been identified in £. Aistolytica’s genome.

Aside from these limited changes, most of the genes in the ROS and RNS detoxification
pathways were not transcriptionally regulated under a number of different conditions that
model the host-pathogen interaction (parasites colonizing the mouse intestine) (Gilchrist et
al., 2006) or trophozoite to cyst stage conversion (Ehrenkaufer et al., 2007). Thus, contrary
to what has been observed in many prokaryotes and a few eukaryotes (Rodionov et al.,
2005; Paget and Buttner, 2003), the transcriptional response at the detoxification level
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appears constitutive as £. histolytica trophozoites have a number of scavenging enzymes
that are robustly expressed even under basal conditions.

Genes up-regulated in E. histolytica HM-1:IMSS in response to oxidative stress

Out of the 185 genes up-regulated by oxidative stress, 107 (58%) are annotated as encoding
hypothetical proteins. The remaining genes code for proteins with roles in signaling/
regulatory processes, metabolic/repair processes, energy metabolism, stress response, and
transport (Figure 3). The categories comprising the largest numbers of up-regulated genes
include the repair systems and signaling/regulatory pathways, which are detailed below.

Response to DNA damage—DNA is a known cellular target of oxidative stress
(reviewed in (D’ Autreaux and Toledano, 2007)) and 8% of the genes up-regulated by H,O,
in E. histolytica encode putative nucleic acids metabolism/repair proteins (Figure 3, Table
2). Two genes encoding deoxyuridine triphosphate nucleotidehydrolase (dUTPase)
(194.m00123 and 375.m00057), considered to be essential for DNA integrity (Nguyen et al.,
2005), are among the genes most highly up-regulated by H,0, (51 and 22-fold,
respectively). A putative homologue of polynucleotide kinase-3-phosphatase (1.m00709, 4-
fold) is involved in the repair of nicks and gaps in damaged DNA, including oxidatively
generated DNA strand breaks (Blondal ef a/., 2005; Betti et al., 2001). A similar function in
the repair of oxidative damage to DNA has been attributed to the large family of MutS
repair proteins (Dzierzbicki et al., 2004; Chang et al., 2002; Khil and Camerini-Otero,
2002). A gene coding for a homologue of MutS DNA mismatch repair proteins in £.
histolytica (115.m00144) was up-regulated by oxidative stress (2-fold). We also observed
induction by hydrogen peroxide of a gene encoding a homologue of DEAD DEAH box
helicase (27.m00240, 3-fold). The homologous gene from the pathogenic fungus Candlida
albicans is regulated by Caplp, a transcription factor involved in oxidative stress tolerance
(Wang et al., 2006).

Response to protein and lipid damage—Hydrogen peroxide oxidatively damages
proteins, mainly by reacting with thiol groups from cysteine side chains, and also with redox
cofactors such as metal centers. Moreover, the hydroxyl radical generated in the reaction
between H,0, and free Fe2* further reacts with amino acid residues, namely methionine
(Halliwell and Gutteridge, 2007). In E. histolytica HM-1:1IMSS challenged with H,05,, 4%
of the up-regulated genes encode homologues of proteins involved in the repair or
degradation of misfolded proteins (Figure 3 and Table 2). Genes encoding homologues of
chaperone-like heat-shock proteins were up-regulated by oxidative stress, for example
HSP40/DnalJ (21.m00247) which stimulates the ATPase activity of HSP70 chaperones (Qiu
et al., 2006) and HSP101 (64.m00187). An ubiquitin-conjugating enzyme (142.m00162),
which may mark misfolded proteins for degradation, was also up-regulated. A homologue of
peptidyl-prolyl cis-trans isomerase (75.m00189), a protein with a role in the repair of
oxidatively damaged proteins from plants (Shapiguzov et a/.,, 2006) and mammalian cells
(Hong et al., 2002; Santos et al., 2000) was also upregulated.

Oxidative damage exerted on lipids by H,O, and other ROS may result in loss of membrane
integrity (Halliwell and Gutteridge, 2007; Colles and Chisolm, 2000). Accordingly, some of
the genes up-regulated by H,O, have a role in lipid metabolism: phosphatidylcholine
transport-like protein (99.m00180), and a phospholipid-transporting P-type ATPase
(75.m00173), homologous to aminophospholipid translocases. Increased expression of the
gene coding for glucosamine-6-phosphate N-acetyltransferase (34.m00243) suggests a
requirement for cell wall repair and/or the assembly of cell wall proteins (Hurtado-Guerrero
et al., 2007). 1t has been reported that a mutant strain of C. albicans with a deletion in this
gene displays decreased virulence (Mio et al., 2000).
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Signaling and regulatory pathways—The largest group of genes up-regulated by
H»0, (20%) is that encoding proteins that may be related to signaling pathways including
protein kinases, phosphatases and acetyltransferases. £. Aistolytica possesses an intricate
phosphorylation network involving a large number of kinases, which have roles in diverse
cell processes (Anamika et a/., 2008), including effects on parasite virulence (Beck et al.,
2005; Batista Ede and de Souza, 2004). Other genes that may be involved in signal
transduction mechanisms include those that encode GTPases and related proteins, such as
the G protein regulator phosducin (407.m00055) (2.4-fold). The two genes coding for Rab
GTPases, Rabl1 (20.m00304, 3.6-fold) and RabM1 (103.m00161, 2.0-fold) (Saito-Nakano
et al., 2005), are homologues of Rab1B and Rab15, respectively involved in transport and
endocytosis. A small GTPase CDC42 (encoded by 219.m00107, 11.3-fold) has a human
homologue that regulates adherence and membrane permeability (Broman et a/.,, 2007) and
more recently has been proposed to have a role in regulating protein ubiquitination (Shen et
al., 2008). In addition, ArfA3 (147.m00113) (Clark et al., 2007), an ADP ribosylation factor
(ARF) GTPase, was induced by H,0, (2.6-fold). ARF GTPases participate in the regulation
of organelle structure and vesicular trafficking, besides participating in diverse cellular
functions, such as cytokinesis, endocytosis, phagocytosis and cell adhesion (D’Souza-
Schorey and Chavrier, 2006). We also observed induction of a gene encoding a putative
copine (333.m00053) (2.1-fold), whose homologue from Dictyostelium discoideum plays a
role in cytokinesis and contractile vacuole function (Damer et al.,, 2007). An AlG1 plant-like
antibacterial protein (451.m00039) was induced (2.1-fold) and was also significantly up-
regulated upon E. histolytica invasion of the mouse intestine (Gilchrist et a/., 2006). Two
genes encoding BspA-like leucine rich proteins (1.m00705 and 310.m00070) were induced
by H,0, (6.6 and 2.4 fold, respectively). Homologues of these proteins from 7annerella
forsythia have been reported to modulate the host response by interfering with interleukin-8
expression and ultimately contributing to invasion of the epithelial barrier (Onishi et a/.,
2008; Inagaki et al., 2006). In summary, £. histolytica responds to oxidative stress by
inducing genes coding for a multitude of signaling/regulatory systems, with roles in diverse
cellular functions.

Other pathways—Since E. histolyticaredox homeostasis is sustained by free
(homo)cysteine, in the absence of glutathione or any related metabolic enzymes, it is
noteworthy that sulfur amino-acid metabolism enzymes are regulated by oxidative stress.
The gene encoding the MGL1 isotype of methionine-y-lyase (MGL1, 395.m00028), which
in eukaryotes has thus far only been found in plants (Rebeille et al., 2006), E. histolytica
(Tokoro et al.,, 2003) and 7. vaginalis (Nozaki et al., 2005) is up-regulated (3.6-fold) by
H»0,. This enzyme catalyzes elimination reactions with a wide range of substrates, such as
methionine, (homo)cysteine, and substituted (homo)serine homologues (Nozaki et al.,
2005). Moreover, the products of methionine degradation by MGL not only supply the
energy metabolism, but may also be implicated in amebic pathogenicity since thiols and
hydrogen sulfide can become toxic for the host cells by permeating the membrane barrier
and interfering with host signaling systems (Nozaki et a/., 2005).

Genes down-regulated in E. histolytica HM-1:IMSS in response to oxidative stress

A total of 102 genes were down-regulated by H,0, exposure; 52 (51%) of which encode
hypothetical proteins (Table 3; Supplementary Table 2). As displayed in Figure 3, the
majority of the £. histolytica HM-1:1MSS genes repressed by oxidative stress appear to be
involved in the same general processes whose components were up-regulated, namely repair
systems (mostly for nucleic acids), signaling pathways, and regulatory mechanisms. The
numerous genes possibly involved in signaling and regulatory processes encode a humber of
putative GTPases, one of which (64.m00149) encodes a protein with RhoGEF and ArfGAP
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domains and has a homologue proposed to be involved in D. discoideum development
(Mondal et al., 2007).

Genes up-regulated in E. histolytica HM-1:IMSS in response to nitrosative stress

From the 443 genes up-regulated by nitrosative stress, 248 (56%) are annotated as encoding
unknown hypothetical proteins. Similar to what was observed with oxidative stress, the
largest groups of genes induced by nitrosative stress are those related with signaling /
regulatory processes and repair systems for nucleic acids, proteins and lipids.

Response to DNA damage—Upon exposure to NO, 33 up-regulated genes (7%) encode
proteins involved in the metabolism and/or repair of nucleic acids (Figure 3). This reflects
the direct damage exerted by reactive nitrogen species on nucleic acids, either NO directly
or NO-derived species, such as peroxynitrite (Halliwell and Gutteridge, 2007). In
Salmonella enterica, NO impairs DNA replication and arrests growth (Schapiro et a/., 2003).
Two genes encoding dUTPase (194.m00123 and 375.m00057) are among the genes most
highly up-regulated by NO (192 and 82-fold, respectively), and are essential enzymes for
DNA integrity (Nguyen et al., 2005). A homologue of MutS DNA mismatch repair proteins
(115.m00144), was also up-regulated by nitrosative stress (3.3-fold). We observed induction
of genes encoding a panoply of DNA repair enzymes, such as DNA excision repair protein
(117.m00190) (4.0-fold), Rad3 DNA repair helicase (197.m00081) (2.1-fold), and Rad50
(102.m00081) (2.0-fold).

Response to protein and lipid damage—NO and its derived species can be harmful to
proteins involved in all cellular processes, both by reacting with specific amino acids and/or
with redox active cofactors, mostly metal centers. The reaction of RNS with amino acids
results in S-nitrosylation or nitration of the corresponding side chains. NO and other RNS
can also bind transiently or permanently to protein metal cofactors and either inhibit or
definitely inactivate its function. The resulting modifications can be damaging to the overall
folding and structural arrangements of proteins, which was confirmed by the significant
number of E. histolytica genes with these functions that were up-regulated by NO exposure
(5% of all upregulated genes by NO) (Figure 3). The vast majority of these genes encode
either heat-shock proteins, HSP20 (134.m00124) (12.3-fold), three homologues of HSP40
(12.m00313, 28.m00338 and 28.m00311) (5.6, 3.8 and 3.3-fold, respectively), two of
HSP70 (301.m00039 and 584.m00019) (21.1 and 2.3-fold), and three of HSP101
(81.m00150, 64.m00178 and 64.m00187) (20.5, 8.8 and 6.1-fold, respectively), or ubiquitin-
conjugating proteins, which are all involved in degradation / repair of misfolded proteins
and often responsive to many types of cellular stress.

Other major targets of NO and RNS reactivity are lipids. While this interaction may damage
lipids, NO and RNS may also act as antioxidants, reacting with lipid radicals generated by
oxidative stress, thus blocking and terminating harmful lipid radical chain reactions
(Halliwell and Gutteridge, 2007). The low polarity of NO allows it to freely diffuse through
membranes. Damage to lipids can not only affect metabolic processes, but most importantly
may result in cell membrane permeability. The effect of nitrosative stress on lipids in £.
histolyticais directly observable by the number of up-regulated genes encoding proteins
related to lipid metabolism (3% of all induced genes): a PCTP-like protein (99.m00180)
(2.8-fold), a myotubularin lipid phosphatase (35.m00216) (2.6-fold), and a phospholipid-
transporting P-type ATPase (75.m00173) (2.6-fold). In addition to affecting the
membranous environment, NO reacts directly with membrane proteins, such as ion channels
and transport proteins, thus disturbing ion homeostasis. Two genes encoding putative
importins (310.m00066 and 1.m00747) were induced by nitrosative stress (4.0 and 2.1-fold,
respectively). The nuclear transport pathway mediated by importin in human cells has
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recently been shown to be impaired by nitrosative stress (Qu et al., 2007). A putative
sodium/proton antiporter (152.m00122) was up-regulated by NO (3.5-fold). Nitric oxide has
been shown to inhibit Na*/H* exchange activity, mediated by the cyclic GMP signal
transduction pathway (Gill et al., 2002). Genes encoding homologues of amino acid
transporters (2.m00499, 46.m00238 and 82.m00146) were also induced by nitrosative stress.

Signaling and regulatory processes induced by nitrosative stress—The largest
groups of regulated genes (18%) are those involved in signaling and regulation of cellular
processes (Figure 3). Part of this group overlaps with genes found to be up-regulated by
oxidative stress. From the 78 genes in this group, at least 21 encode putative protein kinases,
7 code for protein phosphatases, and 5 encode acetyltransferases. A significant number of
GTPases (4 Rab-type, 3 Rho family, 1 Rap Ran GTPase activating protein, and 2 Rab
GTPase activating proteins) and zinc finger proteins were also up-regulated by nitrosative
stress. Reversible inhibition of DNA-binding zinc containing proteins by nitrosative stress
has been thought to be part of NO-related DNA replication inhibition in pathogenic bacteria
(Schapiro et al., 2003).

Other pathways—A putative FAD-binding NADH oxidoreductase (328.m00064) was
induced (2.4-fold) by NO. Homologues of this enzyme are primary electron carriers in
electron transfer chains with NO-detoxifying activity (Saraiva et al., 2004). A nitroreductase
(13.m00321) was induced upon NO exposure (3.9-fold). Nitroreductases are flavoproteins
that catalyze the reduction of nitro groups in a wide range of substrates and are associated
with resistance to the anti-parasitic antibiotic metronidazole (Mendz and Megraud, 2002).
The gene that codes for methionine-y-lyase (MGL1, 395.m00028) was also up-regulated by
nitrosative stress (4.4-fold). The products of methionine degradation by MGL may permeate
the host cells membrane barrier and interfere with signaling systems (Nozaki et a/., 2005).
Interestingly, three genes encoding putative cysteine proteases were induced by NO
(24.m00271, 180.m00101, and 97.m00133) (2.0, 2.1, and 2.1-fold, respectively). Cysteine
proteases are an important virulence factor for £. histolytica, and are involved in
cytotoxicity and colonic invasion (Stanley, 2003).

Genes downregulated by nitrosative stress

A surprisingly large number of genes had decreased expression upon exposure to DPTA-
NONOate: 592 genes of which 366 (62%) are annotated as unknown hypothetical proteins
(Table 4; Supplementary Table 3). The profile of down-regulated genes and their putative
functions is shown in Figure 3. There is a marked repression of genes involved in the
metabolism of nucleic acids (6%), repair and degradation of misfolded proteins (2%) and
lipids (2%), and in transport (2%). The largest category of genes is that involved in cell
signaling and regulatory processes (21%).

A significant down-regulation of genes encoding proteins involved in RNA metabolism was
observed. Genes encoding RNA polymerase subunits were repressed by nitrosative stress
(64.m00185, 73.m00160, 59.m00197, 51.m00170, and 406.m00050) (4.0, 2.1, 3.2, 2.5, and
3.2-fold, respectively), suggesting that the overall transcription may be slowed-down.
Exposure to nitric oxide led to repression of genes coding for putative proteins related to
ubiquitination (three cullin homologues, one ubiquitin and one ubiquitin-conjugating
enzyme) and ribosome-related proteins. We also observed down-regulation of genes
encoding proteins involved in (glyco)lipid metabolism and glycosylation, such as
phosphatidylinositol-glycan biosynthesis class C protein (80.m00142) (3.4-fold), N-
acetylglucosaminy! transferase (32.m00239) (3.3-fold) and N-acetylglucosaminyl-
phosphatidylinositol de-N-acetylase (52.m00150) (2.5-fold). These genes are likely to
participate in the biosynthesis of glycosylphosphatidylinositol (GPI) anchors, which have
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been proposed to be involved in the regulation of cell growth, endocytosis and the adhesion
to target cells by £. histolytica (Vats et al., 2005). The bulk of genes repressed by NO that
encode putative transport proteins comprise those coding for importin subunits.

From the extended list of NO repressed genes encoding putative signaling/regulatory
proteins, 21 code for protein kinases and 23 for GTPases (9 Rab-type, 6 Ras-type and 8
Rho-type). There is also down-regulation of 10 genes coding for zinc finger proteins, 6 for
WD repeat proteins and 10 for leucine rich proteins. Significantly, exposure to NO resulted
in repression of gene 43.m00187 (2.4-fold). This gene encodes a key regulatory protein,
phosphatidylinositol (PI)-3,4,5-trisphosphate 3-phosphatase (PTEN), which controls diverse
cellular processes as the antagonist of Pl 3-kinase (constituting the PTEN/PIK signaling
pathway). E. histolytica Pl 3-kinase inhibition has been shown to impair proliferation,
encystation and autophagy (Picazarri et al., 2008).

Common transcriptional responses of E. histolytica HM-1:IMSS to oxidative and
nitrosative stress

We observed a substantial overlap in genes transcriptionally regulated byoxidative and
nitrosative stress with 102 genes up-regulated under both stress conditions including those
genes that are the most induced under each of those conditions (Figure 4) (Supplementary
Table 5). Of these 102 genes, 63 encode unknown hypothetical proteins. The remaining ones
are distributed according to the function profiles observed for the individual stresses (Figure
3). The observation of commonly induced repair systems-encoding genes by both stress
types reflects the fact that nucleic acids and proteins are among the cell components that
suffer similar damaging reactions upon exposure to both ROS and RNS (Halliwell and
Gutteridge, 2007). The two genes showing the highest induction folds by both stress types
are deoxyuridine 5-triphosphate nucleotidohydrolase (dUTPase, 194.m00123 and
375.m00057). As mentioned above, this enzyme is involved in nucleotide metabolism and
contributes to DNA integrity and has been previously assessed as a potential target for anti-
parasitic drugs (Nguyen et al., 2005). Two genes (1.m00709 and 115.m00144) are
homologues of a polynucleotide kinase-3-phosphatase and a MutS DNA mismatch repair
protein, respectively, and are both involved in the repair of oxidatively damaged DNA
(Dzierzbicki et al., 2004; Betti et al., 2001). Both stresses induced genes encoding systems
involved in the degradation and repair of misfolded proteins such as heat-shock proteins
HSP101 and DnalJ/HSP40 (64.m00187 and 21.m00247) and an ubiquitin-conjugating
enzyme (142.m00162).

We observed induction under oxidative and nitrosative stresses of genes involved in lipid
metabolism, transport and glycosylation. Two genes encoding proteins involved in lipid
metabolism were phospholipid-transporting P-type ATPase (75.m00173) and
phosphatidylcholine transfer protein (99.m00180). An aminophospholipid translocase
(75.m00173), upon nitrosative inhibition in apoptotic cells, leads to an accumulation of
extra-cellular phosphatidylserine that marks cells for macrophage engulfment (Tyurina et
al., 2007). E. histolyticahas been reported to recognize externalized phosphatidylserine on
the surface of host cells and target these cells for phagocytosis (Boettner et a/., 2005; Huston
et al., 2003). Genes encoding putative transport proteins (mainly ion transporters) were
induced both by oxidative and nitrosative stress, consistent with the observation that
nitrosative and oxidative stress disturb ion homeostasis (Beausejour et al., 2007; Orsenigo et
al., 2007). A dTDP-D-glucose 4,6-dehydratase (116.m00108) was up-regulated by both
types of stress; this enzyme is related to glycosylation in pathogenic bacteria (Allard et af,
2001). Also induced by both stresses was a glucosamine-6-phosphate N-acetyltransferase
(34.m00243) whose homologous gene in C. albicans has a role in virulence (Mio et al.,
2000).
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It is worth noting that all four protein families that respond to oxidative stress in all
eukaryotic kingdoms (Vandenbroucke et al., 2008) (heat-shock proteins, ubiquitin-
conjugating enzymes, kinases and small GTPases) have homologues which were
transcriptionally regulated in £. histolytica by both oxidative and nitrosative stress: HSP101
(64.m00187), an ubiquitin-conjugating enzyme (142.m00162), three protein kinases
(199.m00096, 46.m00221 and 275.m00123) and one Rab family GTPase (20.m00304).

In previous sections we emphasized the induction of a gene encoding methionine-y-lyase
(MGL) (395.m00028) by both stress types, since its methionine degradation products may
contribute to the permeation and disruption of the host epithelial barrier by E. histolytica.
MGL is an attractive drug target which is being actively pursued (Sato et a/., 2008; Ali and
Nozaki, 2007).

The majority of the genes most significantly repressed by each individual stress were down-
regulated under both stresses (Supplementary Table 5). Sixty-two genes were down-
regulated by both stresses, 35 (56%) of which encode unknown hypothetical proteins. The
remaining genes encode putative proteins mostly involved in signaling and regulatory
mechanisms, and also include a few genes encoding nucleic acid metabolism proteins. No
genes encoding repair systems for misfolded proteins or lipids were commonly down-
regulated under both stresses, although both stresses did regulate genes in these pathways. In
summary, the overlap between genes responsive to oxidative and nitrosative stress by £.
histolyticais significant and shows common strategies to overcome the cytotoxicity of
reactive oxygen and nitrogen species.

We also analyzed the overlap between the transcriptional responses of E£. histolyticato
oxidative or nitrosative stress and other conditions. As expected, some genes regulated by
H,0, were also regulated by cyst conversion indicating that these genes respond to multiple
stress conditions (Ehrenkaufer et al,, 2007; Hackney et al., 2007; Weber et al., 2006). A
significant fraction of the genes repressed by H,0O, (47%) were also repressed in response to
heat-shock (Hackney et al., 2007; Weber et al., 2006). Of the 443 genes up-regulated by
DPTA-NONOate, 50 were also induced by heat-shock, some of which encode putative
repair systems for damaged nucleic acids and proteins, 25 were also up-regulated in cysts,
but only a few were induced upon colonization of the mouse intestine (Gilchrist et al.,
2006). Almost half of the 592 genes down-regulated by nitrosative stress were also down-
regulated by heat-shock, a much smaller fraction (10%) was down-regulated in cysts, and 12
genes were down-regulated during an /n vivo mouse colitis model (Table 5 and
Supplementary Table 3). The limited overlap between genes regulated by oxidative and
nitrosative stress and the changes seen during colonization of the mouse colon and hepatic
invasion deserve further comment (Santi-Rocca et a/., 2008; Gilchrist et al., 2006). Whether
this represents technical issues (differences in time points of colonic animal model, colonic
model represents more colonization than invasion, or differences in the arrays used for the
liver invasion model compared to these studies) or biological differences (animal models are
more complex and difficult to compare directly to studies utilizing in vitro methods) is not
currently clear. However, since the genes and pathways transcriptionally modulated by
oxidative or nitrosative stress overlap significantly with changes seen in multiple other
systems using the same stress conditions, the approach with the 77 vitro model of stress
exposure is identifying conserved mechanisms of stress response between Entamoeba and
other systems.

Differential response to oxidative stress may contribute to the decreased virulence
phenotype of the E. histolytica Rahman strain

In order to determine whether virulent and non-virulent amebic strains had differing
responses to oxidative stress, we characterized the transcriptional changes of the non-
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pathogenic E. histolytica Rahman strain to hydrogen peroxide. It has previously been
demonstrated that the non-virulent £. Aistolytica Rahman is more susceptible to hydrogen
peroxide than the pathogenic E. Aistolytica HM-1:1MSS and that higher levels of
peroxiredoxin in the virulent strain contribute to £. Aistolytica’s virulence (Davis ét al.,
2006) Three arrays using RNA from E. histolytica Rahman exposed to 1 mM H,O, for one
hour were performed and displayed good correlation values (0.97-0.99) (Table 1).
Expression was compared to array data from E. Aistolytica Rahman under standard axenic
culture conditions (Ehrenkaufer et al., 2007). Using the same fold-change criteria described
in the Materials and Methods (=2-fold change and FDR<0.5), a total of 153 genes were up-
regulated by H,O, in E. histolytica Rahman and 65 genes were down-regulated (Tables 6
and 7; Supplementary Table 4).

Overall, E. histolytica Rahman had a decreased repertoire of transcriptional changes in
response to oxidative stress - both in terms of the numbers of genes regulated but also in the
magnitude of their regulation (Figure 5 and Tables 6 and 7; Supplementary Table 4). Of the
genes up-regulated in £. histolytica Rahman, only 36 (24%) were also up-regulated in the £.
histolytica HM-1:1MSS strain under the same conditions (Figure 5). Furthermore, only 20%
of the genes induced by oxidative stress in HM-1:IMSS strain also up-regulated in Rahman.
Importantly, even for the genes that overlapped in their expression patterns between £.
histolyticaHM-1:1IMSS and Rahman, the extent of up-regulation was much higher in the
pathogenic strain £. histolytica HM-1:1IMSS (Supplementary Table 6). Given the degree of
genetic identity between E. histolyticaHM-1:1IMSS and E. histolytica Rahman (Shah et al,
2005), the limited similarity of the response to the same stress condition was unexpected.
Indeed, previous comparisons of the two strains under standard culture conditions have
identified a limited number of genes with lower expression in Rahman compared to the
HM-1:1MSS strain (Davis et al., 2006; MacFarlane and Singh, 2006). The more robust
transcriptional response of the virulent strain may contribute to its decreased sensitivity to
oxidative stress. Furthermore, the differential response may signify that other genes
exclusively up-regulated in the pathogenic E. Aistolytica HM-1:1MSS strain possibly
contribute to this strain’s virulence potential. These include highly induced genes such as
those encoding deoxyuridine 5-triphosphate nucleotidohydrolase (194.m00123 and
375.m00057), aminophospholipid translocase (75.m00173), dTDP-D-glucose 4,6-
dehydratase (116.m00108) and methionine-y-lyase (395.m00028). These genes are highly
up-regulated by both oxidative and nitrosative stress in the HM-1:IMSS strain but are not
regulated at all in the Rahman strain. Moreover, some of these genes have roles in the
pathogenicity of other organisms and have been tested as potential novel drug targets (Sato
et al., 2008; Ali and Nozaki, 2007; Nguyen et al., 2005).

Of the genes induced in E. histolytica Rahman by oxidative stress, 93 (61%) encode
unknown hypothetical proteins. Some genes with known functions in response to oxidative
stress were regulated in the Rahman strain. One such is a UDP-glucose 4-epimerase
(226.m00073) whose homologue from C. albicans contributes to morphology and cell-wall
integrity and gene silencing results in fungi that are more susceptible to H,O,-derived
oxidative stress (Singh et al., 2007). The remaining genes displayed a different profile from
those of the £. histolyticaHM-1:IMSS strain challenged with oxidative stress (Figure 3).
The number of genes encoding nucleic acids metabolism / repair proteins that were induced
by oxidative stress in E. histolytica Rahman was much lower than the number of such genes
up-regulated by oxidative stress in the pathogenic HM-1:IMSS strain (Figure 3). Notably, no
induction of ubiquitin-conjugating enzymes was observed, contrary to what was observed in
E. histolyticaHM-1:1IMSS.

Overall it appears that the Rahman strain may lack the transcriptional regulatory
mechanisms for coping with oxidative damage. During tissue invasion trophozoites are
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exposed to an oxygen rich environment and the Rahman strain’s limited ability to cope to
oxidative stress may contribute to its avirulent phenotype.

CONCLUSIONS

Upon invasion of the host intestinal epithelium, E. Aistolytica trophozoites are confronted
with varying oxygen tensions and cytotoxic reactive oxygen and nitrogen species. The
transcriptional changes in £. histolytica HM-1:IMSS upon exposure to oxidative and
nitrosative stress were extensive both in the numbers of regulated genes as well as the fold-
changes of these genes. A significant fraction of the genes modulated by both stresses code
for unknown proteins, which may constitute response mechanisms yet to be unraveled.
Among the genes regulated by H,O, exposure, we identified genes encoding members of
four protein families proposed to compose the core of oxidative stress response in
eukaryotes: heat-shock proteins, ubiquitin-conjugating enzymes (misfolded protein
degradation and repair), protein kinases, and small GTPases (signaling and regulation).
Strikingly, genes coding for members of these four families were also induced by nitrosative
stress and a significant fraction of these genes responded to both stress types. The common
responses thus reflect the overlapping regulatory mechanisms to both stresses by £.
histolytica.

Following the premise that an important component of £. Aistolytica’s pathogenic potential
is related to its resistance to ROS and RNS cytotoxicity, we identified a number of genes
responsive to either or both stresses, which may contribute to this organism’s virulence.
Furthermore, we demonstrated that the non-pathogenic £. histolytica Rahman strain had a
marked difference in response to oxidative stress. The differential transcriptional regulation
observed for both strains upon exposure to the same oxidative stress conditions suggests that
Rahman may experience a higher degree of oxidative damage and these changes could
contribute to a decreased virulence phenotype of the Rahman strain.

Overall, our work demonstrates that (i) response to oxidative and nitrosative stress is
modulated by a large and complex network of genes in £. histolytica, (ii) a number of
known virulence genes are regulated by these stresses, (iii) the decreased virulence
phenotype of the non-pathogenic E. histolytica Rahman may be in part due to its limited
response to oxidative stress, and (iv) some genes responding to these stress pathways may
represent important novel drug targets.

EXPERIMENTAL PROCEDURES

Entamoeba histolytica strains and culture methods

E. histolyticaHM-1:1IMSS (pathogenic, ATCC 30459) and E£. histolytica Rahman (non-
pathogenic, ATCC 30886) (Dvorak et al., 2003; Ankri et al., 1999) were obtained from
ATCC, strain identity confirmed by PCR and RFLP of known genomic loci (Clark and
Diamond, 1993) and grown axenically in TY1-S-33 medium at 36.5°C, as previously
described (Diamond et al., 1978).

Sensitivity of E. histolytica trophozoites to oxidative and nitrosative stress

To determine the sensitivity of £. Aistolytica trophozoites to NO and oxidative stress,
parasites from the HM-1:1MSS strain were seeded into 48-well plates (2 x 10% cells per
well), each well filled with growth medium and individually sealed with parafilm. After 16—
18 h, cells in mid-log phase (50-70% confluent) were exposed to dipropylenetriamine
(DPTA)-NONOate (100 M to 1 mM, nitric oxide releaser with a half-time 180 min~1 at
37°C (Nittler et al., 2005)), or hydrogen peroxide (H,05, 100 wM to 5 mM) for 1 to 8h. At
regular intervals the percentage of rounded up parasites and the number of cells that stained
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with Trypan blue were determined. For microarray experiments, £. histolyticatrophozoites
were grown in capped 16-ml Falcon glass tubes to mid-log phase, the medium changed and
culture tubes capped. In the case of the nitrosative stress assays, the tube cap included a
rubber seal that could be punctured without significantly compromising the anaerobic
conditions within the culture. Two hours after replacing the medium, DPTA and H,0, were
added, cultures incubated for 60 min, observed to assess the cell morphology, chilled for 5
min and parasites harvested (spun at 1,000 g, 4°C, 5 min). The supernatant was removed, the
cells re-suspended in trypan blue and the percentage of dead cells assessed.

Isolation of RNA and microarray hybridization

RNA was isolated with Trizol reagent (Invitrogen) according to the manufacturer’s protocol,
purified with a Qiagen® RNeasy kit, and microarray hybridization performed at the
Stanford University Protein and Nucleic Acids facility (http://cmgm.stanford.edu/pan/)
using previously published protocols (Ehrenkaufer et al., 2007). A custom generated
Affymetrix platform microarray described in (Gilchrist et al., 2006), with probe sets that
represents 9,435 open reading frames was used for all studies. A fraction of probe sets are
predicted to cross-hybridize with multiple genes and are annotated as follows: probe sets
labeled (_at) represent a single gene; probe sets labeled (_x_at) have at least one probe that
may cross-hybridize with another gene(s); probe sets labeled (_s_at) are those in which all
the probes for a given gene cross-hybridize with another gene(s). Probes for intergenic
noncoding regions were excluded from all analyses. The arrays were scanned after
hybridization and the probe intensities were calculated using Affymetrix GCOS software
(http://www.affymetrix.com/products/software/specific/gcos.affx).

Microarray data normalization and analysis

Analysis was performed as in (Ehrenkaufer ef a/., 2007). A minimum of three arrays were
used for each condition. Standard correlation coefficients were calculated in Genespring.
Normalized expression values for each probe set were obtained from raw probe intensities in
R 2.2.0 downloaded from the BioConductor project (http://www.bioconductor.org), using
robust multi-array averaging with correction for oligosequence (gcRMA) (Wu et al., 2004).
To identify differentially expressed genes, we used local pooled error testing along with
Benjamini-Hochberg multiple test correction (Benjamini and Hochberg, 1995). In addition,
fold-change was calculated in Genespring GX
(http:/lwww.chem.agilent.com/scripts/pds.asp?lpage=27881). The threshold for a probe set
to be considered differentially expressed was set at a 2-fold change with a false discovery
rate (FDR) of < 0.05. Differentially expressed genes that were not annotated as hypothetical
proteins were grouped according to their putative functions.

Semi-quantitative reverse transcriptase polymerase chain reaction (RT-PCR)

Total RNA from E. histolytica HM-1:1MSS and Rahman trophozoites was isolated using
Trizol reagent (Invitrogen) and further purified with a Qiagen RNeasy kit. cDNA was
synthesized from total RNA (2.5u9) with the Universal riboclone cDNA system (Promega),
following the manufacturer’s instructions. The cDNA samples were quantified in a
Nanodrop spectrophotometer (NanoDrop Technologies, LLC) and PCR reactions performed
with 100ng of cDNA (15 cycles at 55°C plus 15 cycles at 50°C for every gene, except for
gene 879.m00008, which was amplified with 15 cycles at 50°C plus 15 cycles at 57°C). The
PCR products were fractionated on 2% agarose gels and analyzed with a Kodak Digital
Science electrophoresis documentation and analysis system 120. The primers used are listed
in Supplementary Table 1.
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E. histolytica HM-1:IMSS E. histolytica Rahman
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s = = =
Figure 1.

Semi-quantitative RT-PCR analysis of selected genes, for validation of array results. Up -
Genes induced by exposure to the corresponding stress; Down Genes repressed by exposure
to the corresponding stress.
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Expression levels of genes encoding identified detoxification pathways for reactive oxygen
and nitrogen species (top and middle panels) and iron-sulfur center assembly systems
(bottom panel) for unchallenged cultures of E. Aistolytica strains HM-1:IMSS (pathogenic)
and Rahman (non-pathogenic), and for cultures challenged with hydrogen peroxide and the
nitric oxide releaser DPTA-NONOate.
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Up-regulated by H,0, and NO
(HM-1:IMSS)

Down-regulated by H,0, and NO
(HM-1:IMSS)

Figure 4.
Venn diagrams depicting the overlap between the transcriptional changes observed upon
exposing E. histolytica HM-1:1IMSS to oxidative and nitrosative stress.
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Up-regulated by H,0,
(HM-1:IMSS and Rahman)

Down-regulated by H,0,
(HM-1:IMSS and Rahman)

Figureb5.
Venn diagrams depicting the overlap between the transcriptional changes observed upon
exposing a pathogenic and non-pathogenic £. histolytica strain to oxidative stress.
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Scheme 1.

Putative detoxification pathways for reactive oxygen and nitrogen species identified in the
genome of E. histolyticaHM-1:1MSS. Reactive oxygen species depicted as the sequential
one-electron reduced intermediates of oxygen reduction. FDP — flavodiiron proteins, oxygen
and/or nitric oxide reductases; SOD — superoxide dismutase; Rbr — rubrerythrin, hydrogen
peroxide reductase; HCP — hybrid-cluster protein; Prx — peroxiredoxin.
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Table 1A

Correlations between individual DNA microarrays for £. histolytica HM-1:IMSS and Rahman under each
experimental condition.

HM-1:IMSS
1 2 3
1 0.97 0.95
T 0.94
B
HM-1:IMSS + H,0,
1 2 3
1 0.97 0.97
7 0.98
B
HM-1:IMSS + DPTA-NONOate
1 2 3
1 0.96 0.95
T 0.97
B
Rahman
1 2 3
1 0.99 0.97
7 0.98
B
Rahman + H,0,
1 2 3
1 0.99 0.98
T 0.99
B
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Averaged correlations between DNA microarrays for each experimental condition of £. Aistolytica

HM-1:1IMSS.

Table 1B

Array condition (# of arrays)

HM-1:1MSS (3)

HM-1+H,0, (3)

HM-1+DPTA (3)

HM-1:1MSS (3)

HM-1+H,0, (3)

HM-1 + DPTA (3)

0.98

0.96

0.98

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.

Page 26



Page 27

Vicente et al.

- + 900 €8'9 €10 uajo.d [eanaipodAy pansasuod 898059 WX 12/200W 07

SH + 1200 89'L 810 usjoud [eanatpodAy TI6EY9 X &S 62000W"9GE

15D + SH - 1200 G8'8 G20 anireind ‘utgloud sousiedwiod ae| 189TS9 X 1TE6E00W S

- + 5000 v7'0T L0°0 urajoud [eanayodAy T8/GY9 WX T8 €0TO0W V6T

s18AD + 2100 GO'TT ¥9'0 usjoud [eanatpodAy G06EYY WX 18T £E000W"8GE

- - ¥€0°0 1T 010 uajoud [eanaodAy WLrY9 WX 18769000W"292

SH - €000 vETT 01’0 aAieINd ‘zi uI9104d [03U0D UOISIAIP |80 TGEGY9 WX 18 L0TO0W'6TC

s18A0 + 9200 6EVT A4 usjoud [eanatpodAy GZ0GY9 WX  Je X 6E000W SYE

- + G200 T'6T ¥Z'0 uajoud [eanaodAy 000v79” WX 1 HP000W e

- + 1000 vL'ST 90'0 ursjoud [eanayodAy 8595V9 INX 87X ¥S000W'Z6E
asejopAyopnosjonu

- + 1000 61T 500 ajeydsoydiy- G aupLnAxoap 06LEV9 X 17X /G000W'GLE

SH + 8100 89'€E 01’0 urajoud [eanayodAy T98Z¥9 WX 18 X TZ000W TTL

- + 7000 8.'GE 90°0 usjoud [eanatpodAy €182v9 WX &S 92000W 269

- + v€0°0 88'L¢ ge'T uajoud eanaodAy 799EY9 X 17X 29000W'L6€

SH + 0000 S0'TY 90'0 urajoud [eanayodAy ¥682r9 WX 1S TE000W+S9

- + 0200 952y 810 usjoud [eanatpodAy 6S9EV9 X  1&S GG000W'L6E

- + 1100 G605 110 anneind ‘asereydsoydip 4 LNP 9//GY9 WX 1 X €ZTO0W v6T

- + 2000 GT'es €10 urajoud [eanayodAy GGIYP9 INX  TBTS 99000W'99Z

- + 0000 8LTL 500 usjoud [eanatodAy 6.6v¥9 INX  1e°S 09000W'8YC

- + 0000 v1'9L 500 urajoud [eanaodAy 2/8Zv9 INX 1S $2000W'Z69

- +  $100 G8'z8 @t urajoud [eanayodAy v98YY9 INX 18X £8000W'9SZ

SH + ¥10°0 79'98 AN usjoud [eanatpodAy G98YY9 X  1e X y8000W"9SC

SH + G100 G0'68 LT0 uajoud [eanapodAy 698EY9 X 17X 6Y000W EIE

- + €200 6'YTT 6T urajoud [eanayodAy 168279 WX 18 X 2000w vS9

SH + 1000 1.2T 900 usjoud [eanatpodAy 08679 WX &S 20TOOW v6T

- - 0000 9681 L0°0 uajoud [eanapodAy G8L2¥9 WX 12780000W'6.8

SuoRIpuod Jeyio Y1dd epun Uwum_:mmm w:_m>.Q mmc.mcu.v_On_ A3 CO.:/E;QX@ auleseg co_ua_‘_omwh_ Bguinu uossaddy dalagoid

Jpun pare|nbey

NIH-PA Author Manuscript

"(Je 18 Japnexualyg woly pardepe) (S1sA2 BanAjolsty ) S1SAD ‘(Je 18 AsuxjoeH wouy
paidepe) (o0ys 1eay) SH "palsl| aJ4e sauab parenbal Ajybiy 1so0W OE dYL "UMOYS aJe SUCIPUOI Jay1o 10 W1dd Japun uonenbai pue ‘anjea-d ‘abueys-pjoy
‘|[9A3] uoIssaldxa auljaseq ‘uondiasap ‘aquunu uoIssadde ‘gl aqoad syl "SSINI:T-INH BarAjo1s1y egaowrius ul apixolad usboipAy Ag parenbai-dn sauso

¢?olqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 28

Vicente et al.

SH - ¥00°0 959 12’0 aAnend ‘ureroid yeadas Yo surona| axjif-vdsg T0v2S9 WX 1e750,00W'T
s1560 + SH - 5000 299 66°0 aAneInd ‘utjoadonely InyIns-uoil BLZVY9 INX 1€ LE000WTTE
s1AD - 9000 L9 9TC anneInd ‘urejosdone)y any|ns-uoll 820059 X 16 €G200UW SE

St} + 6000 8.9 600 utsr0id [eansypodAy 200059 X 187 TTZ00W 9¢
SUORIPUOD BUIO ;| 11 ppun perenBey  enpea-d  abueyo-plo4 S| UOKSS Jdxe sulpses uondiose@  equinu UOKSI00Y aisgoid

pun pare|nboy

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 29

Vicente et al.

- + 1€0°0 88'z- 0€0 usjoud [eanatpodAy verer9 WX 1S 6STOOW'TS
SH - S000 68°C- G8'9 antpend ‘aseury ayeipAyoc.ed Ajiwre) @xid £86.79 NX ¥ /yTO0W S6
SH +  TK00 68'C- €8y anieind ‘ursloud sissuabolq wNY! GG86Y9 INX  TBS 9200w O
SH + 9000 16'2- 98'6 usjoud [eanatpodAy €1%259 WX 7S 90900W'T

- + ¥00°0 662- 9L uajoud [eanaodAy 62879 WX ¥T65TO0W 08
SH + 9000 20e- ev'e ased 19 aned €8GEV9 INX  18S S#000W'80Y
SH + G100 €0'e- 2eT usjoud [eanatpodAy 818059 WX 1 TOE00W'6T

- - 5000 L0°e- €5 uajoud [eanaodAy L2969 NX e 05200W 9y

- - 8800 STE- 9z'eT anneind ‘eeq T Joyoey uonebuols 8EC6V9 INX 187G/TO0W 9S

- + 8100 9z'e- 60 usjoud [eanatpodAy 29669 INX e 9TZ00W /e
SH + 0000 1€°€- 120 aniend ‘aseyeydsoyd 4aonput oRo}W 2ISPY9 INX 17/5000W"982
SH + 9000 69°€- TL0 anmeInd ‘ulfoko SITIY9 WX 8 T6000W'SZT

- + 6€0°0 9L€- 120 urerold yeadal M STOVY9 WX 1 X y9000W EvE
SH + 9000 LL1g- 6€0 anneind ‘urgroud dnoub Aujigow ybiy 1888Y9 INX 1eT0STO0W 99

- + 6700 6L€- S20 uigloud [eanayodAy paniasuod 162059 WX Y& X 60200WTE

anneind
Hill[ve} - 1000 20— 8.0 ‘ureioad Ajurey Jeniodsuely a)U S1RWIOY 2T28Y9 X ¥ ySTo0W /8

- + 6000 eTv- 120 urajoud [eanayodAy G6T8Y9 WX e 59T00W /8
SH + ¥00'0 8T v- 2e0 usjoud [eanatpodAy 2T9TS9 X X Z/e00W s

- + ¥00°0 7y 159 urajoud [eanaodAy €5TGY9 WX 127 S0TO0W'EET

- + 0000 €8'7- 920 ased 19 Ajiuie) gey ovZsr9 WX 18 26000W'9ZZ
SH + 6€0°0 65'G- 90 usjoud [eanatpodAy vvZ8r9 WX 1S 85TO0UW’98

- + 2000 GL'G- 6€9 uajoud [eanapodAy 987259 WX 1TE9500W'E
SH + 6100 8'9- GE0 urajoud [eanayodAy 67259 WX e gzs00w'g

- + 68070 7' .- 85 anpeInd ‘ureioud Ajiwey TOIV €90EV9 X ¥ X LTO00W'LES
SH + 0000 60°6- 98'0 uajoud [eanapodAy 66T9V9 WX 1€78,000W'ZLT

¢suonipuod Byio V.1dd Jepun pareintey anfea-d abueyd-pjo4  pAS| UOSSS IdXe aulpseqg uondiisag  ,Bquinu UOKSIY dalagoid

Japun pare|nfey

NIH-PA Author Manuscript

€9lgel

NIH-PA Author Manuscript

"(Je 18 JajnexuaIyg wol) pardepe)

(senozoydou 2arAyopsiy -3) sydodl :(fe 19 1sLIY9|I9 wody pardepe) (SI1j02 JIgawe JO [9pOLU 3SNOW B WO} Bgawe) sijo) (Je 19 AsuxoeH wol) paidepe)
(3o0ys 188Y) SH "pa1sl| aJe sauab pajejnbal Ajybiy 1sow Qg ayL "UMOYS aJe SUOIIIPUOI J3YI0 10 W 1dd Japun uonenbai pue ‘anjea-d ‘abueyd-pjos ‘|ans]

uoissaidxe auljaseq ‘uondriosap ‘laquinu UoIssadde ‘Al aqoid syl 'SSII:T-INH 2anAjoisiy egaoweiug Ul apixolad usbolpAy Aq parejnbal-umop sauso)

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 30

Vicente et al.

sydos L. + 1200 19C- G8'C ursjoud [eanayodAy paniasuod 962159 WX ¥ HEE00W'ET

sydouL - 8%00 LLT- v8'Y ased 19 Ajiuiey gey 9TT0S9 WX 1eTEL200W E

- +  0v00 8'z- ET'ET  aAeINd ‘aSeuleap dUISOUBPE J14193ds-YNY} 090259 WX T TY900W Yy

SH + 6100 28z €e'T utsjoud pajorpaid EVTLYY WX ¥TpTo0W /2T

- + L200 68'z- VL€ urajoud [eanayodAy GTEGYY WX  18°S 68000W'TZZ

¢SuonIpuod BYI0 V.1dd Jepun paentey anfea-d abueyo-pjo4  jpAS| UOISSa IdXe aulpseg uondiiosa@  ,Bquinu UOSS3Y aleago.d

Bpun pare|nfoy

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 31

Vicente et al.

- 9100 622l A annend ‘Ajiwey ozdsH ‘ursioud 3o0ys Jeay 676979 WX 1 HZTO0W VET

- 8v00 8T'€T 9T'0 uajo.d [eanaipodAy pansasuod 9TYYY9 WX 18 0E000W'S6Z
SNe] €€0°0 €G°€T vZ'0 usjoud [eanatpodAy 000v79 WX 1 y000W e
- 7000 v8vT 0€0 uajoud [eanaodAy LELTS9 NX TS ESyo0W .

- 8000 9T 8T°0 urajoud [eanayodAy TT6EYY WX  18°S 62000W'9GE
snijod 1200 96'6T 020 usjoud [eanatpodAy Y8EEYY WX 187 0€000W 05
- 7000 87°0¢ vS'T annend ‘70T usjoud 30ys Jeay 8T8V WX  ¥8°S 0STOOW T8

- €000 vI'1e 0€0 anneind ‘o2 urelold Yo0ys yesy 95EPY9 WX 'S 6E000WTOE

- ¥10°0 ve'ee Ly'0 usjoud [eanatpodAy GZ0GY9 WX  Je X 6E000W SYE

- 5000 8C'6v 600 uajoud [eanaodAy 200059 X 1T TTZ00W 9E

- 0200 99'2§ 900 urajoud [eanayodAy 8595V9 INX 87X ¥S000W'Z6E

- 6100 Ly'8S Ge'T usjoud [eanatpodAy Y99EV9 X J& X 29000W'L6E

- 9000 2918 010 uajoud eanaodAy T982Zv9 INX ¥ X TZ000W'TTL

- 0200 v5'C8 GO0  9se|oipAyopnoa|onu sreydsoydu- G suIpLINAXosp 06.EV9 WX 87X 2G000W'S/E

- 0100 L'10T 90°0 usjoud [eanatpodAy €182v9 WX &S 92000W 269

- ¥00°0 €61T 8T°0 uajoud eanaodAy 6S9EY9 X 1&S GG000W'L6E

- 9000 9€eT @t urajoud [eanayodAy v98YY9 INX 18X £8000W'9SZ

- 8000 v'0ET 90°0 usjoud [eanatpodAy v68279 WX  1&S TE000W'¥S9

- G100 6291 6T urajoud [eanaodAy T682Zv9 INX ¥ X ZE000W' 59

- 1000 LT €10 urajoud [eanayodAy GGIYP9 INX  BTS 99000W'99Z

- €000 G'T6T 170 anieind ‘asereydsoydip d LNP 9//GY9 WX 1 X €2TO0W v6T

- €000 G'6TC 500 uajoud [eanapodAy 2/8Zv9 INX 1S $2000W'Z69

- 9000 6'0vC 500 urajoud [eanayodAy 6/6v79 WX 1S 09000W'8KZ

- 2000 8'26¢ FAN) usjoud [eanatpodAy G98YY9 X  1e X y8000W"9SC

- 2000 G'50€ LT0 uajoud [eanapodAy 698EY9 X 17X 6Y000W EIE

SH 6000 z08e 900 urajoud [eanayodAy 08.G79 WX 1S Z0TOOW'¥6T
¢SUOIIPUOD Y10 pun pareintey anfea-d  abueyo-pjo4 A Uossa dxa aulpseqd uondiioseg  JBquinu UOSSIAY alago.id

‘(e 18 JagneUAIYT

woJy pardepe) (s1sA2 BanAyozsiy 3) S1SAD :(Je 19 1SLY9|19 wol) paidepe) (S111102 dIgawe JO [9pOW aSnoW B WoJ) egawe) siijo) (Je 18 AsuxoeH

woJy pardepe) (3o0ys 1eay) SH "paisi| ase sauab pareinbais A|ybiy 1s0W OE BYL "UMOYS aJe SUOIIIPUOI 1ay10 Japun uone|nbal pue ‘anfea-d ‘abueys-pjoy
‘|9A3] uoIssaldxa auljaseq ‘uondiasap ‘Iaquunu uoissadde ‘ql aqoad ayl "SSINI:T-INH BarAjoisty egaowriug ul 31eONON-V.Ldd Aq pareinbai-dn sauso

v alqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 32

Vicente et al.

- G100 69'6 €20 ursjoud [eanayodAy paniasuod 8282Zv9 WX &S £T000W 96,
- €v0°0 98'6 LT0 urgjoud [eanaylodAy paniasuod 898069 X  1& X 2/200w'0Z
- 200 60°CT ¥S'0 anpeInd ‘sseury uteloud 028979 WX 18 Z8000W'THT
- ¥00°0 1X4) 010 ursjoud [eanaylodAy 7.T0S9 WX ¥ X 60200W'EE
¢suonipuod Jayio sepun pare|nfiey anea-d  abueyd-pjo4  pAS| UOKSSS Jdxe auleseqd uondiiosag  ,Bquinu UOKS3Y alagoid

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 33

SH 0£0°0 18'G- 19°€ urajoud [eonayodAy 8EETSY INX ¥ zzeooweT

SH 9000 26'G- GeT uajoud [eanaipodAy 2995Y9 WX 18 0TTOOW'T0Z

SH 8200 66'G- G€'0 anipend ‘asnyeydsoyd utajold 6V€259 X 18782500WZ

SH L00°0 LT9- ev'e urajoud [eonayodAy €8GEY9 INX  1&S GY000W 80Y

- 5000 12°9- 650 uajoud [eanaipodAy 6/E8Y9 INX 1S 6ETOOW'Z8

- 0000 629- 10°2 ased 19 anneind T8FPY9 INX  1&S T.000W'68¢C

sydoa . G100 G8'9- 60'T  aAnend ‘urejod jeadal You sutana| axII-vdsg 00S.¥9 INX 18 ZGTOOWETT
- 0000 6'9- L0°€ uaoud [eanapodAy paniasuod 650259 WX 1T 0r900W Y

- 8000 69- 2L utajoud [eanaipodAy T6T0S9 WX  1e'S gozoow'ze

- 6000 76'9- 29T annreind ‘uglold Jebuyy ouiz 96T0S9 X ¥"20200WZE

SH  #00 6L~ 97’0 anneind ‘ssedljay xoq HY3A Av3A PrZ8r9 X 1e7S 8GTO0W 98

- €v0'0 o'L- S6°0 utajoud [eanaipodAy Y8SEV9 INX e 7y000W 80y

SH 2000 o'L- 6T'E anlend ‘aseunsf urgjoud 280259 X ¥20900W

- 1000 ov'L- STT uajoud feanaipodAy 9/TGY9 WX 18 T.000W'ZEZ

- 7000 181~ €52 utajoud [eanaipodAy TT98Y9 X e 66TO0W V.

- 6100 v6'L- T utajoud [eonayodAy 6£.059 INX eTe9z00W'Ze

- 7000 A 66T urejoud yeadal QM 6T08Y9 INX 1 TSTO0W'E6

- 2200 2'8- SC'T urajoud |eonaylodAy paniasuod 1887¥9 INX 1 6Y000W"SG2

SH +sydouy €000 Ly'8- €6'C urajoud [eonayodAy 2268Y9 INX ¥T/yTO0W'S9
- 1000 G8'8- LT anieInd ‘sseury utejoud TIETSY WX e 6YE00W ET

- 2000 10°6- vL'€ utajoud [eanaipodAy GTESY9 X  1¢S 68000W TZC

- 6100 GE'6- v0'G urajoud [eonayodAy GTZSY9 INX 187€9000W'622

- G100 65°0T- e uajoud feanaipodAy GEOVY9 INX 1S 6E000W'THE

- 7000 8y'TT- €5 anieind ‘aseuny ayeydsoydAjod joysoul 898.79 X 17 6.TO0W 66

SH 7000 VYT 980 utajoud [eonayodAy 66T9Y9 INX 1€78,000W'ZLT

- 2000 2067~ v6'Ty uajoud [eanaipodAy €T0259 WX 1eS 8900wy
¢SUOIIIPUOD Y10 Bpun pareintey anfea-d  abueyo-pjo4 AR Uossa dxa aulpseqg uondioseg  Jequinu U0y alago.id

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.

Vicente et al.

"(Je 18 JaynexuaIyg Wod)

paidepe) (sa110zoydon anAyozsiy 7) sydoal ‘(e 19 1SLY2|19 wouy pardepe) (S11j09 d10aWER JO [9POW 3SNOW e W4y egawe) sinijo) :(Je 18 AsuxoeH wouy
paidepe) (o0ys 1eay) SH "palsl] aJ4e sauab pare|nbal Ajybiy 1sow OE aYL "UMOYS aJe SUonIpuod Jaylo Japun uonenbal pue ‘anjea-d ‘abueya-pjoj ‘|ans)
uoissaidxe auljaseq ‘uondriosap ‘Jaquinu UoIssadde ‘Al aqoid syl "'SSINI:T-INH 2arAjoisiy egaoweius ul saleONON-V.Lda Aq parejnbal-umop sauss)

Go|qeL
NIH-PA Author Manuscript

NIH-PA Author Manuscript NIH-PA Author Manuscript



Page 34

Vicente et al.

SH 6v0°0 8¢€'G- 'y utajoud [eanaipodAy L182v9 WX 127 60000W'9T8

SH 0000 6v'G- 6€0 utajoud [eanayodAy 1888Y9 INX 1eT0GTO0W 99

- 1000 25'6- 20T urajoud feanatpodAy 068.79 INX 1S 8yTOOW'86

snijod 6100 GL'S- S0'€ utajoud [eanaipodAy L2S6Y9 WX 1S 9TZ00W sy

¢suonipuod Jayio sepun pare|nfiey anea-d  abueyd-pjo4  pAS| UOKSSS Jdxe auleseqd uondiioss@  lBquinu UOKS3Y alagoid

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 35

Vicente et al.

00°€ +  CI00 9Ty 20 urajoud [eanayodAy 0T8TS9 WX & PZroowr9
- L100 Sr'y vT°0 usjoud [eanatpodAy €EEEVY WX 1785000W"8SY
- ¥10°0 8r'y 800 urajoud [eanaodAy 90E9Y9 X  1& X 9TTO0W 9T
- 6200 Sloh7 Ge'0  asepluweInwiAeoe -N ‘ausfopnasd 1S BTTOOW 89T
- 6000 95 158 uglo1d YoL-OX X2 1886v9 INX e EG200W 6E
- 9200 €9y or'0  aAnend ‘aseyjuds apiwessolhoe-0O-1 112089 WX 1T 6200W 0E
- 8100 eLY 500 urajoud [eanayodAy 67¥6Y9 WX 1S GETOOW 0S
A% + G100 SLy 690 usjoud [eanatpodAy 2EVEYY INX 1T €2000W Y
129 + 8000 fAsh4 09°0 urajoud [eanaodAy TO0VY9 INX 17 5Y000W e
5068 +  0£00 67 LT'0 urajoud [eanayodAy 698EV9 NX 187X 6v000W'E9E
- 8100 26'v 960 usjoud [eanatpodAy 81L6V9 WX T s/T00W ZY
06'¥TT + 1700 10'S 6T urajoud [eanaodAy T682Zv9 INX ¥ X ZE000W 59
- 1100 VTS T7'e anneind ‘TOT u1a301d >90ys Jeay GL68Y9 WX TS 8/T00W9
- 0£0'0 Ly'S 110 ased 19 Ajiurey oyy 89G/¥9 WX  1& X 8TTOOW'OTT
- 7000 165G vS'T annend ‘70T utsjoud 30ys Jeay 8T8V WX  ¥8°S 0STOOW T8
- 9100 65'S L0'0 urajoud [eanayodAy €82EV9 INX  18S ZE000W TS
- 8£0°0 89'G 8r'0 usjoud [eanatpodAy 768579 WX e €0TO0W 88T
G8'z8 + 0500 AR T urajoud [eanaodAy 798YY9 X 17X £8000W"95C
- 2200 VLS 8T'T aniend ‘aseury urslold €20€V9 WX 18 £2000W'295
- 6000 79 Gy'8T ursjoud pajejaI-ToTdsy 0v09Y9 X &S 89000W'T8T
- 0€0°0 €9 500 urajoud [eanaodAy LLIPY9 NX ¥ X 0L000W Y92
c8'8 + 0700 8v'9 G20 anneind ‘uisloid aouaradwiod are| 189159 INX 1 E6E00W'
we + G100 €59 GS'9E aAlreInd ‘TOT utelold 3o0ys yesy 9/6879 INX 1S /8TO0W V9
- €v0°0 659 820 urajoud [eanaodAy €56279 WX  1&°S $T000W 909
anneind
- 9000 299 vr'T ‘Aliwey ogdsH ‘utsioud o0ys Jeay 676979 WX 1 HZTO0W VET
- €100 6'9 618 urajoud [eanaodAy 78G5Y9 INX 1S 00TO0W'S0Z
- 5000 LEL 00 anneind ‘g2 utelold Yo0ys yesy 95ePY9 WX  1B'S 6E000WTOE
SSINITIWH ulabueyo-pjo4 SSWT:TINH Ul palenfey anpea-d  abueyo-pjo4  pAs| uossa idxe aulpseg uondiioseg  Jequinu UOSSIAY aleqoid

"paisl| aJe SSINI:T-INH ul abueya-pjoy su pue parejnbai s1 auab ayy J| ‘paisi| a4e sauab parenbai Alybiy 1sow O 3yl ‘umoys ale anjea-d pue abueyds-pjoy
‘[9A3] uoIssaldxa auljaseq ‘uondiasap ‘Iaquunu uoIssadde ‘gl aqold syl ‘uewyey 2aAjolsIy eqaoweiu Ul apixotad usboipAy Aq parejnbal-dn sauso)

NIH-PA Author Manuscript

NIH-PA Author Manuscript

99|qel

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 36

Vicente et al.

e + 1200 Le 0€0 urajoud [eanaodAy LELTS9 X TS ESyo0W .

6 YT +  0¥00 v8'€ L7'0 urajoud [eanayodAy GZ0S79 WX 87X 6E000W'SHZ

- 1200 96°€ vZ'0 usjoud [eanatpodAy 2G/8v9 WX &S 8/T00W0L

SSINI'TINH uiabueyo-pjo4 SSINT:TWH ul perenfey anpea-d  abueys-pjo4  [PAS| UOISSa Idxe aulpseg uondioseg  Bquinu UOSSII0Y aleaqoid

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 37

Vicente et al.

- 1100 6¢2- qT'L uajoud [eanaodAy Zr5069 X e Zeoow'sg

- 0€00 €e- 62°0 uigloid [eanayodAy paniasuod G80059 WX 1e25200W e

- 2000 1€°C- r4a7 ursj0.d urewop Hd €L0L79 WX ¥& GETOOW'6CT

- 7€0°0 e 19T anieind ‘asespAyue d1uoged ¥65TG9° WX 17 0Zr00W'6

anneind ‘utsloid _ _

- 8000 €T €9°0 SMI|-WS Poreroosse-yNYUs 9N €V€2S9 WX 18 ges00w e

- L00°0 €€ vLT urgjoud urewop NI 86679 WX 175.000W LT

- 6200 l€2- Ge'T anneind ‘ssesswiAjod (v)Ajod 215099 X 1" €6200W 9T

- TY00 8e'C- 8L°0 ursjoud jeadal you auIaNa| 8YPPr9 INX ¥ EP000W'T6Z

- v€0°0 v'e- vT°0 uajoud [eanaodAy SYLLY9 WX 1 X G9TOOW'E0T

anneind

- 6000 ev'e- 1992 ‘Nungns 1sabire| | asesswiAjod YNY S6ZYY9 WX 1 9000W"0TE

- 0000 'z- vZ'S uajoud eanaodAy 88/6v9 WX  1&°S €/200W T

- 2200 6v'2- ST'T urajoud [eanayodAy 9.TSY9 WX 1 T.000W'ZET

- L00°0 152 Y01 usjoud [eanatpodAy PYIGr9 WX ¥ /y000W ET

- v€0°0 95— 12 uajoud eanaodAy 88Lv79 WX 17/9000W'92

- G100 952~ 800 urajoud [eanayodAy 68079 WX 1 TGTOOW 62T

0€'z- + G200 69'z- 8€'8¢ usjoud [eanatpodAy SYEBY WX 1 €8TO0W VG
- 6100 [ A 600 uajoud eanaodAy GSLEV9 WX 18762000W"08€

- 9000 vle- v8'Ly aneind ‘ssuodsuen Ogv 7086Y9 WX 1S 6TZ00W T

- €00 28c- 770 anpeInd ‘uifnd 892579 WX ¥e G8000W'¥ZZ

- 2000 26'2- 60T urajoud [eanaodAy 00579 WX 18 ZGTOOWETT

- 9v00 T'e- 80'9 anmend ‘sseury uisloid 998879 WX 8 X T6000W'Z9

- 9000 6Te- Ge0 ursjoud [eanayodAy pansasuod GY5059° WX 1 Gb2o0w'sg

- v€0°0 r'e- 80°v.L uajoud [eanapodAy 62EEYY WX 187 0€000W 65

- zr00 ge- vZ0 urajoud [eanayodAy G96v79 WX 1 Z2,000W 6172

- G100 69'¢- 20T usjoud [eanatpodAy 627S79 WX 17 Z2,000W YT

A + 5000 ETv- 159 uajoud [eanapodAy €5TGY9 WX 127 S0TO0W'EET
- 2100 6v'0€- 68'20T urajoud [eanayodAy TLY6Y9 WX 16789TO0W"0S

SSINITIWH ulabueyo-pjo4 SSWT.TINH Ul palenfey anpea-d  abueyo-pjo4  pAs| uossa idxe aulpseg uondiioseg  Jequinu UOSSIAY aleqoid

"paisl| aJe SSINI:T-INH ul abueya-pjoy su pue parejnbai s1 auab ayy J| ‘paisi| a4e sauab parenbai Alybiy 1sow O 3yl ‘umoys ale anjea-d pue abueyds-pjoy
‘|9A3] uoIssaldxa auljaseq ‘uondiasap ‘Iaquunu uoIssadde ‘gl aqold syl ‘uewyey 2aAjolsIy eqaoweius Ul apixotad usboipAy Aq parejnbal-umop sauss)

NIH-PA Author Manuscript

NIH-PA Author Manuscript

L9lqel

NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



Page 38

Vicente et al.

anizeind ‘Nuungns

- €200 Gez- 20, asesawAjod WNY pajoalIp-vNa YET6YY WX 17X L6TO0W 6S
- 6100 9z'e- 050 urajoud [eanayodAy L092¥9 WX 1e"80TO0W'80T
- 000 82'¢- €0'92T anneind ‘Gojowoy upuigosoe 9TOPY9 WX ¥ 25000W'LLZ
SSINI'TIWH uiabueyo-pjo4 SSINT:TWH ul perenfey anpea-d  abueyo-pjo4  [PAS| UOISSa Idxe aulpseg uondioseg  Bquinu UOSSIOY aleaqoid

NIH-PA Author Manuscript

NIH-PA Author Manuscript NIH-PA Author Manuscript

Cell Microbiol. Author manuscript; available in PMC 2012 August 13.



