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ABSTRACT

Characterization of Unusual Gymnamoebae Isolated from the Marine Environment

Amoebae are important heterotrophic protists (protozoa) and this study
focuses on three unusual forms from the marine environment. Amoebae are ubiquitous
and play an important role as consumers in microbial communities. A common coastal
ctenophore (Mnemiopsis sp.) is known to harbor an undescribed naked amoeba on the
comb plate surface. The nature of the symbiotic association is unknown although electron
microscopy suggests these micrograzers are degrading comb plates (Moss et al., 2001). A
second amoeba isolate from mangrove waters is new to science by virtue of its distinctive
trophic form that does not conform to any described species. A third isolate,
Acanthamoeba spp. is unusual because it was isolated from offshore marine waters
despite the fact it is normally found in soil. On rare occasions acanthamoebae invade the
cornea and cause Amoebic Keratitis (AK). Characterization of these amoebae involved
characterizing three important diagnostic features including morphology (size, form and
locomotion), physiology (salinity tolerance) and molecular analysis. Salinity tolerance
experiments (0g/l to 50g/1) were conducted to better understand the origin of the isolates
while the molecular analysis was conducted with an aim to determine phylogeny of the
isolates. The Acanthamoeba marine isolate was compared to non-marine strains isolated
from other ‘unusual’ environments including chlorinated tap water, acidic soil (pH4) and
marine fish scale mucus. These were included to determine their genotypes and to
explore a suggested possible link between survivability in extreme habitats and
pathogenicity (Booton et al., 2004). Characterizing the ctenophore amoeba included all
three diagnostic features while studies on the second amoeba isolate involved
physiological studies (salinity tolerance) and molecular analysis (ribotyping) based on
small subunit (SSU) ribosomal RNA gene (Medlin et al., 1988; Smirnov et al., 2007).
Studies on acanthamoebae included physiological studies and genotyping based on the
18S small subunit ribosomal RNA gene (Booton et al., 2004). The ctenophore amoeba
had an optimum generation time at 10g/l salt (7.9 hours) suggesting that this is an
estuarine amoeba although cells survived up to 50g/l. The amoeba from mangrove waters
had its optimum generation time at 20g/1 (34 hours) and amoebae survived up to 50g/l.
The “marine” Acanthamoeba grew best at 15g/l salt suggesting that this may be an
unusual strain with a unique genotype. Phylogenetic analyses showed that the marine
strain was a T3 designate while tap water strains and acid tolerant acanthamoebae were
T4 strains. The acid tolerant Acanthamoeba strain closely resembled A. castellanii
previously associated with AK infections (98% bootstrap value; 0.2% dissimilarity).
Acanthamoeba strain from fish mucus closely resembled TS5 designates (78% bootstrap
value; 5% dissimilarity). There was no notable trend seen with acanthamoebae genotypes
and association with “extreme” environments. However, a T3 Acanthamoeba designate
has previously been reported to tolerate salinity as high as 32g/l (Sawyer 1970, 1971).
Interestingly, all three unusual amoebae isolates showed optimum growth between 10g/1
and 20g/l indicating that amoebae, in general, may prefer this low salinity to save on
energetic costs involved in expelling water via their contractile vacuoles.
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Chapter I: General Introduction

1.1 Gymnamoebae

The term gymnamoebae is used to describe all naked or atestate amoebae with lobose
pseudopodia. The term excludes all amoeboid protists with thin filopodia. The naked forms are
those amoebae without an obvious cell covering external to the plasma membrane. On the other
hand, the testate forms have a well defined shell around the cell with an aperture through which
pseudopodia emerge for locomotion and feeding. The gymnamoebae are all non-spore forming
amoebae (Page, 1983). These can take on many forms ranging from thin and finger-like (e.g. the
genus Vexillifera) to polypodial with many radiating broad pseudopodia (e.g. the genus
Amoeba). Some amoebae even have a single broad pseudopodium as found in the common
vannellids. These ‘fan-shaped’ amoebae are frequently within the morphologically similar
genera Vannella or Platyamoeba.

Other important features used to delineate gymnamoebae include; the form of locomotion
(i.e. smooth and steady or eruptive), the presence or absence of a flagellate stage, the
ultrastructural appearance of mitochondria (branched or tubular cristae), cytoplasmic inclusions,
the appearance of the nucleus and nucleolus, and the floating form (with or without radiating
pseudopodia) (Page, 1988; Rogerson & Patterson, 2000). But perhaps the most useful diagnostic
feature, at least within the last 15 years, has been the ultrastructure of the thin covering
(glycocalyx) found external to the cell membrane in the ‘naked’ amoebae. This can only be
viewed by transmission electron microscopy (TEM) and takes on many forms that have been
used to characterize genera. Even though the gycocalyx is important for identification not all
amoebae can be fully distinguished in this way since some amoebae have a very thin glycocalyx
with little diagnostic significance. However, others (e.g. Mayorella) have a thickened layer
termed a cuticle or even differentiated structures such as the bundles of filaments (glycostyles)
found in the genus Vannella or even the elegant organic scales characteristic of Dactylamoeba
and Korotnevella (Page, 1983 & 1988; Smirnov and Brown, http://amoeba.ifmo.ru/guide.htm).

With the recent popularity of molecular approaches, morphological features have been
shown to be less robust than once believed for discriminating between amoebal genera. For this
reason, molecular methods (often based on ribosomal RNA genes) are now predominately used
in identification and classification (AdI et al., 2005; Cavalier-Smith, 2004) although as shown

below, they have not solved the problems inherent in protistan taxonomy.
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1.2 Classification

Page (1988) based his classification of gymnamoebae on the convenient classical scheme
of Butschli (1880-1889) who divided protozoa into four groups; Sarcodina (amoeboid
organisms), Sporozoa (a parasitic group), Mastigophora (flagellated species) and Infusoria
(ciliates). Here gymnamoebae were grouped within the phylum Rhizopoda (Page, 1988) (Fig. 1).
Ultrastructural features discernible at the TEM level such as cell surface structures like the
glycocalyx (Page, 1988; Rogerson & Patterson, 2000) resulted in a much improved classification
scheme (Levine et al., 1980) delineating protozoa into seven phyla; Sarcomatigophora,
Labyrinthomorpha, Apicomplexa, Microspora, Ascetospora, Myxospora and Ciliophora. The
classification scheme by Levine et al. (1980) housed the subclass Gymnamoebia within the
superclass Rhizopoda (Fig. 2) encompassing lobose protists.

Since then, there have been many changes leading to rearrangement of groups rendering
some groups invalid (Hausmann, Hiilsmann & Radek, 2003). The most recent classification
scheme adopted by the International Society of Protistologists is based not only on
morphological and ultrastructural features but also on molecular phylogenetics (Adl et al., 2005).
The current scheme (Fig. 3) proposes six clusters of eukaryotic molecular phylogenies.
Traditional taxonomy based on morphological characters identified naked amoebae as a
monophyletic group sharing a common line of descent. The new classification scheme (Adl et
al., 2005) suggests a monophyletic origin between some naked amoebae and testate
(Testacealobosia) amoebae. The current scheme suggests that some naked amoebae groups like
the Tubulina (e.g. Amoeba, Entamoeba, and Saccamoeba) (Levine et al., 1980) may share
common ancestry with Testacealobosia. The classification of protists is in a state of flux and not
all contributors agree on all points in the current scheme proposed by the International Society of
Protistologists (Adl et al., 2005). Consequently the scheme is subject to modification as new
information becomes available. In view of the paucity of information on amoebae in general,
many researchers shy away from the group. Until their classification and identification problems
can be resolved, many amoebae encountered in the field will be deemed ‘unusual’ and deserving

of study as is the case for the three amoebae featured in this thesis.
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Figure 1: Classification of gymnamoebae according
to Page (1988). This classification was based mainly
on morphological features and comprises three main
orders within the subclass gymnameobia.
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Opisthokonta
{Animals, Fungi, Choanoflagellates, Mesomycetozoa)

l

Amoebozoa
(Tubulinea, Flabellinea, Stereomyxida, Acanthamoebidae, Entamaoebida, Mastigamoebidae, Pelomyxa,
Eumycetozoa)

l

Excavata
(Fornicata, Malawimonas, Paraboasalia, Preaxostyla, Jakohida, Heterolohosea, Euglenozoa)

)

Rhizaria
(Cercozoa, Haplosporidia, Foraminifera, Gromia, Radiolaria)

l

Archaeplastida
(Glaucophyta, Rhodophyceae, Choloroplastida)

l

Chromalveolata
(Cryptophyceae, Haptophyta, Stramenopiles)

Figure 3: The current classification scheme proposed by the International Society of Protistologists showing six
clusters of eukaryotes and assigned first ranks. The rank Tubulinea (within Amoebozoa) comprises both testate
(Testacealobosia) and atestate amoebae (e.g. Tubulinida) (Adapted from Adl et al., 2005).



1.3 Diagnostic Features Evident at the Light Microscopical Level

Because of the aforementioned problems of unambiguously identifying naked amoebae,
many researchers rely on using morphological features to characterize ‘morphotypes’ or
‘morphospecies’ of amoebae rather than risk mis-identifying an isolate to species. Only features
discernable with a light microscope are given here since microscopy was the main tool used to
distinguish amoebae isolated in the course of the current study. While there are obvious
limitations with this approach, there are currently no routine methods available for
unambiguously identifying species of gymnamoebae. As noted above, molecular approaches are
gaining popularity, but the sequence data is not extensive enough to be used as the standard
diagnostic approach. To date, the value of molecular methods has largely been to show the
inadequacies of some of the traditional diagnostic features. For example, it has always been
assumed that the ultrastructure of the glycocalyx was a rigid diagnostic feature. Up until a few
years ago, two common genera, Vannella and Platyamoeba, were distinguished by their
glycocalyx. This was either composed of long single filaments or bundles of filaments formed
into structures termed glycostyles. However, recent molecular data suggests that these features
are not reliable and may be artifactual depending upon the preparative methods used to prepare
specimens for TEM (Sims et al., 1999; Peglar et al., 2003). In fact the data is so strong that all
species may someday be fused into one genus. The following features were used in the present
study:

Size. Length and breadth measurements are useful for characterizing amoebae moving
under conditions favoring normal and sustained locomotion. Size can be useful for distinguishing
species within a genus but it should be noted that there are also wide variations within a species
or even a single strain. These differences may be caused by culture conditions (media
formulations) and age of cultures. In older laboratory cultures, cells stop dividing but continue to
build biomass. The size of the cyst (in the case of cyst-forming amoebae) and nuclear diameters
are considered to be more reliable features and are less prone to the effects of culture conditions
(Page, 1988).

Locomotive form and behavior. Observing the mode of locomotion of amoebae moving
on a substratum under favorable conditions often permits identification to the level of the family

or even genus (Page, 1988). Locomotive forms of amoebae can be cylindrical (limax) or



compressed or flattened. The cylindrical form may be branched (polypodial) as in Amoeba
proteus or unbranched (monopodial) as in Hartmannella (Page, 1988).

Uroid. The posterior of the locomotive cell may have a feature termed the uroid. The
form of the uroid (if present) can be used to help define different morphotypes. Both Page (1988)
and Rogerson and Patterson (2000) showed that uroidal structures could be classified into eight
types (Fig. 4). Examples of amoebae that can be identified by uroidal features include amoebae
in the family Flabellulidae since all these amoebae exhibit trailing uroidal filaments (Page,
1983). The genus Vexillifera is unique with its fasciculate uroid. These swollen projections
resemble remnant pseudopodia or subpseudopodia (Fig. 4c). Usually, adhesive uroidal filaments
are produced by amoebae with a very thin or no discernible glycocalyx as in flabellulate
amoebae (Page, 1988). The other uroidal types (Fig. 4a-f) are commonly seen on amoebae with
thick surface coats such as found in the family Amoebidae (Page, 1988). Many differentiations
are of non-adhesive origin and are products of internal processes associated with locomotion

(Page, 1988).

g h

Figure 4: Typical uroidal structures in amoebae. A-bulbous;
B- morulate; C-fasciculate; D-spineolate; E-villous-bulbous;
F-plicate; G,H-adhesive uroidal filaments. (Adapted from
Smirnov and Brown, http://amoeba.ifmo.ru/guide.htm).



Figure 5: Basic types of nuclear structure in amoebae. A-granular nucleus; B-vesicular
nucleus; C-nucleus with peripheral nucleoli; D-nucleus with complex nucleolus. (Adapted
from Smirnov and Brown, http://amoeba.ifmo.ru/guide.htm)

Nuclear structure and number. The vast majority of amoebae have a single nucleus and
are termed uninucleate. The few amoebae with more than one nucleus are either binucleate or
multinucleate. The nucleus of the cell can be observed by phase contrast light microscopy or by
epifluorescence microscopy incorporating DNA-specific fluorochomes such as DAPI.
Fluorescence microscopy can also reveal the nucleolus although this structure is best studied by
TEM. Most amoebae have a prominent central nucleolus as illustrated in Fig. 5b but some have
characteristic nucleoli that can help identify the cell. Amoeba proteus, for example, has a
granular nucleus with many scattered nucleolar fragments (Fig. 5a). Other nucleoli are discrete
but not central in the nucleus. Thecamoeba striata has three or four parietal nucleoli (Fig. 5¢)
located on the periphery of the nucleus (Page, 1988) and Vannella devonica has a single parietal
nucleolus (not illustrated) (Page, 1983). Many thecate amoebae display various complex nucleoli

as shown in Fig. 5d.



Cytoplasmic inclusions. Crystals of various shapes, usually discernible by light
microscopy, are the most obvious cellular inclusions in some naked amoebae. The function of
these crystals is unknown although they are thought to be from waste excretions. Regardless of
their origin or function, some species consistently have crystals of specific shapes. Some
amoebae also have highly refractile cytoplasmic inclusions thought to be lipid globules. Again,
the presence of these is consistent within species and they can be useful in distinguishing
between genera (Smirnov & Brown, http://amoeba.ifmo.ru/guide.htm). Examples of families
with cytoplasmic crystals include the Amoebidae and Hartmanellidae. Both families typically
have truncated bipyramidal crystals. The absence of crystals is also useful. Crystals have never
been found in thecate amoebae and only one species within the Vannellidae possesses crystals
(Page, 1988). The genus with numerous conspicuous cytoplasmic crystals is Cochliopodium
(Fig. 6, 7) (Page, 1988).

Figure 6, 7: Cytoplasmic crystals (see arrows) visible in fresh water naked amoebae (Fig. 6: Phase
contrast light micrograph. Fig. 7: Integrated modulation contrast) of the genus Cochliopodium. Scale
bar:10pum.



Figure 8: Typical floating forms of amoebae: a, b, ¢ and e with radiating pseudopodia of
different types; c-without defined pseudopodia. (Adapted from Smirnov and Brown,
http://amoeba.ifmo.ru/guide.htm)

Floating forms. When cells are not attached to the substratum during locomotion and
feeding they are free, floating in the water column. In such a state different genera adopt
different floating forms. Some have long, tapering or radiate pseudopodia, for example in ‘fan-
shaped’ morphotypes as in (Fig. 8a, 8b, 8¢). Within this grouping are two common genera that,
in some cases, can be distinguished by their floating form. Vannella tend to have long radiating
pseudopodia with sharp tips while Platyamoeba usually have long pseudopodia with blunt tips.
Other radiating pseudopodia can be short, or even absent, for example the hartmanellids as
shown in Figs. 8c and 8d.

Hyaline Cap. A hyaline cap or zone, also termed the hyaloplasm (Fig. 9), is the clear
cytoplasmic region that does not contain any optically visible inclusions in the advancing front of
a locomoting amoeba (Page, 1988). This is especially obvious in the fan-shaped amoebae, the
vannellids. In flabellulid amoebae the hyaline zone often has a wavy edge while in the genus
Thecamoeba the hyaloplasm may appear distinctly wrinkled (Page, 1988). Some limax (tube-
shaped) amoebae have different degrees of zone from a cap occupying half the length of the shell

to a zone that is so small it is indistinct.
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Figure 9: Photomicrograph of flabellulid
amoeba showing hyaline cap (see arrow)
obtained from Culture Collection of Algae and
Protozoa (CCAP). Scale bar:5um.

1.4 Physiological Features: Salinity Tolerance

Physiological characters (Page, 1988) have been used to help distinguish amoebae
although the usefulness of these features is not always clear. Amoebae inhabiting deep muds are
often anaerobes or microaerophiles and can only be grown under conditions of low or no oxygen.
Thus, this feature is clearly important for the identification of amoebae from such habitats. Many
studies have examined tolerance to temperature but often these ranges are related to time in
culture since long term maintenance at a set temperature is a selective pressure that narrows their
tolerance range. Salinity tolerance would also seem relevant and useful for distinguishing
between ‘freshwater/soil”’ amoebae and ‘marine’ amoebae, however, unpublished data
(Rogerson, pers. comm.) showed that many soil amoebae can grow at 32g/l salt and marine
amoebae can grow in freshwater media. These experiments did not even involve any
acclimatization to new conditions. More comprehensive published studies show that naked
amoebae show different responses to salinity although most seem to grow over wide ranges.
Hauer et al. (2001) isolated naked amoebae from different sites ranging from 0g/l to 160g/1 salt.
One particularly resilient species was Platyamoeba pseudovannellida, from the Salton Sea,
California (salinity ca. 48g/l1) which was found to have a wide range of tolerance and grew well
within the range Og/l to 138¢g/l. In a different study, Hauer and Rogerson (2005) isolated two
species of amoebae from the intertidal zone of a Florida beach and found that they grew within

the salinity range of 2g/1 to120 g/I.
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In the present study, salinity tolerance was tested because it was relevant to at least two
of the three amoebal types studied. One of the isolates featured in this thesis was a species of
Acanthamoeba. What made this isolate unusual was its location when isolated, several miles
offshore in Florida. This amoeba is a classic ‘soil amoeba’ and is rarely isolated in seawater.
Sawyer (1970, 1971) was the first to document a species of Acanthamoeba from marine waters
although this was collected from a sewage dumping ground off New York and the isolate may
have been from a deposited cyst. He did show in the laboratory that A. griffini, isolated from
salinity range 24g/1 to 28g/l, had a tolerance range of Og/l to 32¢g/l. In the study by Hauer and
Rogerson (2005), Acanthamoeba polyphaga, grew over a salinity range of 0g/l to 12g/1 salt.
Acanthamoeba were frequently isolated from a sandy beach in Florida both from the intertidal
zone and the upper beach sand (Booton et al., 2004). However, in this study, Acanthamoeba was
not found in seawater adjacent to the beach.

The second amoeba in the present study was isolated from the surface of coastal
ctenophores. Again, salinity tolerance was a relevant parameter to document since ctenophores
are euryhaline and, depending upon currents, can be moved from full salinity waters to brackish
estuarine waters. Clearly, if the attached amoebae are always present on the ctenophore they
must also be capable of tolerating these salinity extremes.

The third amoeba featured in this thesis research was a morphologically unusual amoeba
isolated from mangrove waters in Florida. Again, given the influxes of freshwater after tropical
downpours and the elevated salinities due to evaporation events, the tolerance of this isolate to

salinity was an important parameter to consider.

1.5 Ultrastructural Features: Electron Microscopy

Although specifically not a part of this present study, it is useful to note the main
ultrastructural features that have been used, mainly by Dr. F. Page, to describe amoebae. The
nature of the cell coat (glycocalyx, Fig. 10) and the structure of mitochondrial cristae (tubular or
discoid, Fig. 12) are the two most important diagnostic characters revealed by TEM (Page,
1983). Ultrastructural features have been especially important for distinguishing amoebae that
appear morphologically similar at the light microscope level. In some amoebae, TEM is helpful
in determining the nature of the nucleus and nucleolus (Fig. 11) although as noted earlier, this

information can often be obtained easier by epifluorescence microscopy.
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Cell preparation for TEM is an expensive and time consuming process that involves
chemical fixation of cells, dehydration through an alcohol series and embedding in a resin. After
polymerization of the resin, ultrathin sections (ca. 10nm) are cut on a microtome. Before viewing
in the microscope, material is stained with heavy metal stains (often uranyl acetate and lead
citrate). The preparation methods can lead to artifacts of preparation and this is one of the main
limitations of the method.

The cell surface structure (glycocalyx) is the most useful character (Page, 1988).
However, inadequate electron microscopy fixation may complicate the appearance of the
structure if it is damaged during preparation. This can lead to artifactual imaging, a serious
concern if the glycocalyx is the sole distinguishing characteristic. For example in vannellids (fan-
shaped amoebae) it is virtually impossible to distinguish the genera Vannella and Platyamoeba
unless the nature of the glycocalyx is determined. In Vannella the surface consists of ‘pentagonal
glycostyles that are slightly more than 100nm in length (Page, 1988) while Platyamoeba has a
“fuzzy” glycocalyx, with hexagonal arrangements of filamentous material (not glycostyles)
discernible in favorable sections (Page, 1988) (Fig. 10). In practice, obtaining sections that
unambiguously yield these two forms of glycocalyx is not straightforward (Rogerson, pers.
comm.) and, as noted in section 1.2, recent molecular sequence data does not support these two
groupings. Moreover, there are several other fan-shaped amoebae that have never been examined
by TEM such as Unda. However, in some genera the ultrastructure of the glycocalyx is more
robust and less prone to specimen preparation artifacts. The mayorellids have cuticles that
preserve well and Korotnovella has distinctive surface scales that are also evident in TEM

sections (Fig. 10).
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Figure 10: Cell coat of some amoebae species. A - amorphous cell coat of Chaos glabrum; B - filamentous
cell coat of Polychaos annulatum; C-glycostyles of Vannella; D-thick, multilayered cell coat called
"cuticle" of Mayorella; E-scales of Korotnevella bulla. Scale bar:100 nm.

Figure 11: Nuclei of some amoebae species. A-vesicular nucleus of Saccamoeba limax with fibrous
nuclear lamina (arrowed in A and B); C-granular nucleus of Chaos glabrum with honeycomb nuclear
lamina (arrowed in C; D-cross-section; E-tangential section of the lamina); F-nucleus of Thecamoeba
striata with peripheral nucleoli; G-complex nucleus of Polychaos annulatum. Scale bar:500 nm.

Figure 12: Mitochondria of some amoebae species. A-dyctyosome of lobose amoeba Chaos glabrum; B-
mitochondria of lobose amoeba Thecamoeba striata with tubular cristae; C-mitochondria of heterolobosean
Euhyperamoeba fallax with flattened cristae (arrowed). Scale bar:500 nm. (Micrographs adapted from
Smirnov and Brown, http://amoeba.ifmo.ru/guide.htm)

14



1.6 ldentifying Amoebae Using Nucleotide Sequence Analysis

Molecular sequence data is increasingly useful for identification of amoebae to help
validate amoeboid lineages based only on morphological and ultrastructural features. Low
resolution of morphological, physiological and ultrastructural taxonomy has necessitated the use
of molecular sequence data to elucidate the phylogeny of amoebae and other protists (Bolivar et
al., 2001; Tekle et al., 2008).

Phylogenetic studies using small-subunit ribosomal RNA (SSU rRNA) gene sequences
provide insights into phylogenetic relationships between amoebal groups. According to Sims et
al. (2002) and Rogerson et al. (2002), phylogenetic analysis based on the SSU rRNA gene
indicates that the common morphologically similar fan-shaped Vannella and Platyamoeba
isolates have substantial genetic variability. Likewise, Smirnov et al. (2007) using phylogenetic
analysis based on 18S SSU rRNA genes concluded that the presence or absence of a cell surface
coat in Vannella and Platyamoeba respectively is an unreliable feature for delineating the two
genera.

In the current study, identification of the mangrove amoeba was primarily based on
molecular sequence analysis. Methods including primer design, PCR conditions and sequencing
were developed from those applied in earlier studies by Medlin et al., 1988; Weekers et al., 1994;
Brown et al., 2007; and Smirnov et al., 2007. Medlin et al. (1988) established conserved
sequences from comparisons of 45 eukaryotic 16S-like rRNA sequences which could be used as
starting points in PCR experiments. Amplification primer sequences used in the study by Medlin
(1988) were considered in this study since identification of the mangrove amoeba was not
possible at the light microscope level since this amoeba is new to science. Another set of
eukaryotic primer pair sequences (Weekers et al., 1994) was considered in the current study
since these primers (570C forward primer; 1200 reverse primer) have been used successfully in
amplifying rDNA from amoebae (Hartmannella sp.). It is important to note that this is a first
attempt to isolate and amplify DNA from the mangrove amoeba so the choice of primers was not
straightforward, and as noted by Dr. R. Gast (pers. comm.) about 40% of amoebae cannot be
amplified by conventional primers. Primer sequences used to amplify rDNA from amoebae in
Smirnov’s (2007) and Brown’s (2007) study were the same one’s used by Medlin et. al. (1988)

as discussed above. The expectation in this study was that the primer sets used here would yield
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nucleotide sequences that would lead to identification at least to the familial and genus level if at
all not to the species level.

Another genus that relied heavily on morphological features to delineate species (this
time at the light microscope level) was cyst appearance in Acanthamoeba. This feature alone was
used to distinguish the approximate 21 species of named acanthamoebae. However, several
studies based on molecular sequence data have demonstrated inconsistencies in using cyst
morphology to identifying species of Acanthamoeba. Sawyer (1971) showed that salinity, or
change in ionic strength of the growth media, can alter cyst morphology. Consequently, a study
by Gast et al. (1996) based on complete sequences analysis of nuclear small ribosomal unit RNA
genes from 18 strains revealed inconsistencies with cyst morphology as the main identification
feature. In the same study, four sequence types were identified and three were obtained from
single strains; Type 1 (T1) from Acanthamoeba castellanii, Type 2 (T2) from Acanthamoeba
palestinensis, and Type 3 (T3) from Acanthamoeba griffini. The fourth sequence type (T4)
included 15 isolates originally classified as A. castellanii, A. polyphaga, A. rhysodes or
Acanthamoeba spp.. These genotypes have been supported by more recent analyses using the
mitochondrial small subunit ribosomal RNA gene (Ledee et al., 1996). In a more recent study,
classification based on 18S SSU rRNA sequences suggests 15 Acanthamoeba genotypes (groups
T1-T15) (Shuster and Visvesvara, 2004; Booton et al. 2004). An acceptable benchmark for
delineation of genotypes has been suggested to be 6-12% for differences among genotypes (Gast
et al., 1996). Because of the clinical importance of this genus, there have been many studies on
Acanthamoeba especially on identification of strains from the environment. An earlier study
(Gast et al., 1996) showed that sequence variation was localized in 12 highly variable regions. Of
the 12 highly variable regions, Booton et al. (2002) and Schroeder et al. (2001) established the
use of 3 highly variable regions that could produce phylogenetic trees as robust as those based on
the entire gene. These were designated diagnostic fragments 1, 2 and 3 (DF1, DF2, DF3). Of the
three diagnostic fragments, a single variable and highly informative region (DF3) was named as
the most useful in rapidly identifying genotypes (Booton et al., 2004). In the course of time,
primers that are specific to the genus (referred to as JDP1 and JDP2 forward and reverse primers,
respectively, for PCR and 892 and 892C forward and reverse primers, respectively, for sequence
analysis) were defined and these were used in the current study to identify acanthamoebae. Some

of the strain designates (T1, T2, T3, T4, T6, T10, T11 and12) have been associated with human
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diseases, i.e. Amoebic Keratitis (AK) and granulomatous encephalitis. Recently, strains most
commonly associated with AK include strains T2, T3, T4, T6, T11 while strains most commonly
associated with granulomatous encephalitis include T1, T4, T10, T12 (Shuster and Visvesvara,
2004). Strain T4 is the most common environmental strain (Booton et al., 2004) and has been
associated with both human diseases and a high number of AK infections, although it must be
noted that its prevalence in AK infections might be a reflection of its abundance in nature.
Whether genotypes T1 to T15 represent 15 species or variants within species is unknown at this
time. In the current study, salinity tolerance experiments were coupled with genotype
identification to investigate a hypothesis that strain designation may be related to tolerance to
extreme environments. In light of this, additional acanthamoebae from extreme environments
(acid environment [pH4], chlorinated tap water and marine fish mucus) were included to
compare genotypes. This is an important step toward investigating links between pathogenicity

and strain designations.

1.7 Ecology of Gymnamoebae

Most amoebae are bacteriovorous although larger amoebae will also feed on eukaryotic
organisms such as flagellates, ciliates, diatoms, other microalgae and cyanobacteria (Page, 1988).
Amoebae, like most protozoa, feed by pinocytocis (dissolved material) or phagocytosis
(particulate material). They reproduce asexually by binary fission (Lee and Capriulo, 1990).
Probable sexual reproduction is reported in the genus Sappinia (Page, 1988) although this is the
only report of sex in amoebae and its relevance to the group is in question. Amoebae have been
found in almost all aquatic habitats or sites with a film of water (i.e. soil). Page (1983) stated that
he never failed to isolate amoebae from seawater samples, suggesting that they are numerically
important. Since then there have been numerous studies detailing their abundance in a range of
habitats.

As shown in Table 1, amoebae are common in terrestrial and aquatic habitats, are
particularly numerous in soil, and are also abundant in freshwater and marine water habitats
(Anderson & Rogerson, 1995; Rogerson & Gwaltney, 2000). Despite their numerical
abundance, the ecological role of amoebae remains to be fully described. However, based on

their densities and voracious feeding rates (Rogerson & Hauer, 2002; Butler & Rogerson, 1997)
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they are presumed to be important consumers of bacteria and to play an important role in the

microbial food web by recycling carbon and mineral nutrients (Butler & Rogerson, 1995).

Table 1: Comparison of numbers of naked amoebae (I-1) from different marine or brackish

planktonic sites

Location Mean Numbers I"  Range Reference

Open ocean nd 1-10 Davis et al., 1978

Open ocean nd 4-37 Caron et al., 1986

Open ocean nd 1900-53,200 Caron et al., 1986

(aggregates)

Hudson estuary 2869 Up to 8000 Anderson & Rogerson, 1995

Clyde estuary nd 800-15600 Anderson & Rogerson, 1995

Clyde estuary nd 0-43000 Rogerson & Laybourn-Parry,
1992

Clyde estuary nd Up to 19000 Amstrong et al., 2000

Black sea nd 0-380000 Murzov & Caron, 1996

Bermuda 75 000 nd Anderson, 1988

Pacific, Antarctica nd up to 68000 Kopylov & Sashin, 1988

(160m)

Pacific, Antarctica nd up to 30000 Kopylov & Sashin, 1988

(surface)

Coastal Antarctica 2048 nd Mayes et al., 1998

Mangroves 19430 2000-104000 Rogerson & Gwaltney, 2000

Salton Sea 117312 14560-237120 Rogerson & Hauer, 2002

Isle of Cumbrae, 2604 nd Rogerson et al., 2000

(Beach Sand)

Dania Beach (Beach 4236 nd Rogerson et al., 2000

Sand)

Mangroves 94640 nd Rogerson et al., 2003
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1.8 Project overview

The present study involved the characterization of three unusual isolates of naked
amoebae (gymnamoebae) from the marine environment. Characterization was at the light
microscope level and, where appropriate at the molecular level. Supplemental information on
their behavior and tolerance to salinity is also given since this helps define their ecological role
and function within the marine environment. Not surprisingly, the project leaves many
unanswered questions but it does draw attention to three enigmatic amoebae that are worthy of

further study.

Ctenophore Amoeba

This ctenophore amoeba is considered “unusual” because it is one of two common
protistan epibionts on the comb plate surface of a common coastal ctenophore, Mnemiopsis sp.
(Fig. 13) (Moss et al., 2001). Ctenophores (phylum Ctenophora), also known as comb jellies, are
gelatinous predators of the marine environment. Ctenophores play an important ecological role
acting as key predators in the coastal marine food web (Moss, 2001; Edmiston, 1979). They have
a broad food spectrum which includes fish eggs and larvae, different kinds of smaller planktonic
animals, and pelagic larvae of different benthic invertebrates (Hansson, 2006). Mnemiopsis is an
invasive species in the Black Sea believed to have been introduced by ballast ship water
(Oliviera, 2007) and this invasion demonstrates the capacity of ctenophores to disrupt the trophic
food web in the absence of natural predators in the black sea where zooplankton were grazed and
phytoplankton production increased (Oliviera, 2007). Ctenophores can live and reproduce in a
wide salinity and temperature range (Oliviera, 2007).

Moss et al. (2001) reported protistan epibionts on the surface of ctenophores. These
included the ciliate Trichodina ctenophorii and a small Flabellula-like gymnamoeba living amid
the Mnemiopsis comb plates. Individual amoebae on the comb plate surface were approximately
15um in width (Moss et al., 2001). Not surprisingly, given the paucity of information on the
ecology of free-living amoebae, little information exists on the nature, or significance, of these
surface associated protists.

Transmission electron microscopy revealed degradation of the comb plate cilia possibly
by this amoeba. If true, this would impact the general health of the ctenophore (Moss et al.,

2001) (Fig. 14). It is a previously undescribed amoeba and consequently new to science.

19



Moreover, understanding the nature of the association between the amoeba and the ctenophore
may have implications on the ecological impact of ctenophore population densities.

The ctenophore amoeba had already been isolated from a comb plate surface of the
ctenophore Mnemiopsis by Ms. Connie Versteeg (Nova Southeastern University, Florida). Ms.
Versteeg demonstrated (by direct observation) that the frequency of occurrence on randomly
captured ctenophores from around Florida was 85% (Versteeg, MS. Thesis, 2007). However,
despite its abundance the isolate could only be cultivated from ctenophore tissue in ca. 2% of the
ctenophores sampled. Scanning electron microscopy showed high numbers of the amoebae when
they were encountered on comb plate surfaces with an average of 313 amoebae mm™. Extremely
high surface densities (up to ~5000 mm™) were sometimes encountered by Moss (2001).

Neither Moss nor Versteeg were able to identify the ctenophore amoeba although some
observations on its growth in culture were provided by Versteeg (M.S thesis, 2007). The aim of
this section was to extend Versteeg’s work by attempting to re-isolate amoebae from ctenophores

and further characterization of this “unusual” amoeba using stock cultures from Ms. Versteeg.

Figure 13: Common coastal ctenophore with arrow showing ciliated comb plate. Inset
shows a clonal culture of novel amoeba isolated from comb plate surface of ctenophores,
growing in sea salt media seeded with prey bacterium E. coli. Photo and Micrograph by
A. Rogerson.
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Figure 14: Electron micrograph showing amoeba crawling on ctenophore
comb plate (cp). Inset shows loss of comb plate cilia on the advancing
front of the pseudopodia (Image from Moss et.al., 2001); Scale bar:1pm.
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Mangrove Amoeba

The mangrove amoeba (Fig. 15) was isolated by Ms. Tina Gwaltney from mangrove
water from John U. Lloyd State Park, Dania Beach, Florida. The same strain was later routinely
found in water samples taken from Port Everglades. The amoeba is unusual in terms of its
morphology and slow rate of motion. Consequently it is easily overlooked unless the investigator
is aware of this type. In short, the relative ease with which it can be found, at least in South
Florida waters, suggests that it may be common.

The amoeba has an unusual trophic form quite unlike any named genera. Morphological
features discernible by light microscopy suggest that the amoeba may belong to the family
Thecamoebidae (Rogerson, pers. comm.). However, this is a highly speculative conclusion solely
based on the fact that the surface coat appears to be thickened and wrinkled, similar to the coat of
thecate amoebae. The main aim of this part of the research was to highlight the features of this
unusual morphotype. Since the amoeba bears little resemblance to named species, the study will
also use molecular methods to attempt to better understand its relationship to other naked

amoebae.

Figure 15: Phase contrast photomicrograph of
a clonal culture of a novel amoeba strain
(herein referred to as mangrove amoeba)
obtained from mangrove water in Dania beach,
Florida. Micrograph shows cells cultured in
situ and growing optimally in 20g/1 sea salt
media seeded with bacterial prey (E. coli).
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Marine Acanthamoeba

The third amoeba isolate featured in this thesis is a free-living amoeba of the genus
Acanthamoeba. The isolate was unique because it was isolated from the marine environment (by
divers three miles off-shore, Fort Lauderdale beach, Florida). This genus is not known to live in
marine conditions although a few strains have been isolated previously, possibly from cysts
(Sawyer, 1971) since acanthamoebae encyst when conditions become unfavorable.
Acanthamoebae are common free-living soil/freshwater amoebae that are ubiquitous. However,
there is increasing interest in this amoeba since some members of the genus are opportunistic
pathogens known to cause a rare eye infection termed Amoebic Keratitis (AK). The strain most
commonly isolated from AK patients is the genotype T4 (Booton et al., 2004).

This marine isolate (Fig. 16) provided the opportunity to identify a strain (by molecular
genotyping) from an extreme environment; the salinity of the source water was ~32g/l,
considerably higher than the salinity of soil pore water (ca. 1g/l). Tolerance to extreme
environments, such as natural sea water, may be linked to pathogenicity since invasion of the
cornea (as occurs in AK infections) presumably represents an ‘extreme environment’ for
invading cells. The eye is bathed in enzymes (lysozyme) and has an elevated salinity (ca. 10g/l—
5g/l). Moreover, osmotic challenges from lysed cells and changes in oxygen tension as the eye is
invaded are unknown but presumably challenge amoebae that penetrate and reproduce within the
corneal layers. With this in mind, the study included Acanthamoeba isolates from other extreme
environments. Thus strains from chlorinated tap water, from the mucus of a marine fish and
from an acidic environment of pH4 (Berkley Pit, Montana) were included in this study to
determine whether genotype designation suggested a possible association between tolerance to
extreme environments and pathogenicity. At least one study has correlated with extreme habitats
(Booton et al., 2002).

Comparative Acanthamoeba strains from chlorinated tap water were obtained from
Huntington’s (WV) domestic water supply. The tap water in Huntington has a high degree of
chlorination and amoebae surviving the water treatment system may have unusual properties (i.e.
high tolerance) making them more likely to be opportunistically pathogenic. Moreover, there is a
general belief that most infections result from rinsing contact lenses in tap water, a practice that
can introduce amoebae onto the lens surface thereby promoting infection onto the eye. Searching

for acanthamoebae in Huntington water constitutes the first study of its kind in WV and only the
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second study to document the occurrence of these amoebae in U.S. water distribution System.
The resistance of acanthamoebae cysts to chlorination was tested in this study.

The Acanthamoeba genotyping study also included all these “extreme” strains. One strain
of Acanthamoeba was found living in the mucus layer on the scale surface of a marine fish (Fig.
18). This is an extreme environment by virtue of the high salinity of the marine environment.
The other strain of Acanthamoeba from a hostile location was one isolated from amid moss in
the vicinity of the Berkeley Pit, Montana (Fig. 17). This is an EPA superfund site since the
runoff from mine tailings has flooded the pit and produced a flooded quarry with water at a pH
of around 2.0. The moss close to the pit has a pH of ca. 4.0 (Dr. G. Mitman, pers. comm.).
Acanthamoeba Neff strain is a laboratory strain maintained in Dr. Trzyna’s laboratory (Biology
Department, Marshall University) and is included here as a control in the Acanthamoeba study.

In summary, the comparative Acanthamoeba isolates were included in the study to
determine whether their genotypes are unusual (new T genotype designation) or whether they
were T4, the type most often found in corneal infections. Regardless, the data will provide a
baseline for future studies if indeed tolerance to ‘extreme environments’ is associated with

pathogenicity.
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Trophozoite

Figure 16: Phase contrast photomicrograph of
“marine” Acanthamoeba trophozoite and cyst isolated
from Fort Lauderdale beach, Florida. Scale:10um.

Figure 17: Phase contrast Figure 18: Phase contrast
photomicrograph of acid tolerant ~ photomicrograph of Acanthamoeba
Acanthamoeba strain (BP) strain (FH) isolated from the
isolated from Berkeley Pit, mucus layer on the scale surface of
Montana. Scale:Spum a marine fish. Scale:Spum
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1.9  Project Aims

The research focuses on three “unusual” strains of naked amoebae that were all isolated
from the marine environment.

a. Strain 1, the ctenophore amoeba.

b. Strain 2, the mangrove amoeba.

c. Strain 3, a ‘marine’ Acanthamoeba.
Aim 1: Isolate the ctenophore amoeba, or other naked amoebae, from the surface of ctenophores.
Aim 2: Illustrate the characteristics of the ctenophore amoeba and the mangrove amoeba using
features discernible at the light microscope level.
Aim 3: Describe the physiological features of the ctenophore amoeba, the mangrove amoeba and
‘marine’ Acanthamoeba strains in terms of salinity tolerance and optimum growth responses.
Aim 4: Use molecular methods to obtain sequence data for the mangrove amoeba.
Aim 5: Survey Huntington (WV) tap water for strains of acanthamoebae.
Aim 6: Genotype ‘marine’ Acanthamoeba and other selected strains of acanthamoebae from

‘extreme environments’ (chlorinated tap water, fish mucus and acidic environment).
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Chapter I1: Materials and Methods

2.1 General Methods of Isolation and Culture of Amoebae in the Laboratory

2.1.1 Isolation of Amoebae

Due to their ubiquity, amoebae can be cultivated from different environments using
enrichment cultivation methods (Page, 1983, 1988). As discussed earlier in chapter one the
current study focused on amoebae isolated from a ctenophore comb plate surface (ctenophore
amoeba), a mangrove habitat (mangrove amoeba) and an amoeba from water off-shore Fort
Lauderdale Beach, FL (Acanthamoeba sp.). Also included in the study were amoebae isolates

from fresh water (i.e. from domestic tap water) from Huntington, WV.

2.1.1.1 Isolation of Amoebae from Ctenophore (Mnemiopsis sp.) Comb Plates

Live coastal ctenophores (Mnemiopsis sp.) were obtained from Gulf Specimen Marine
Laboratories Inc., Panacea, Florida on four occasions in the months of June (Sth, 28“‘), September
(IOth) and November (1 lth) in 2007. On arrival, healthy ctenophores (Fig. 13) were first washed
in three fresh rinses of sterile artificial sea water (32g sea salt in 1L filtered H,O) to remove any
unattached amoebae (i.e. contaminants). Fresh comb plate tissue visible with the naked eye was
cut into small pieces (10mm x 10mm) and inoculated into culture media.

To optimize isolation of amoebae from the comb plates, tissue was inoculated into three
different media formulations (Appendix I). Each of the media formulations was prepared at two
concentrations, 28g/l and 10g/l. Media formulations were as follows; sterile soil extract in
artificial sea water (28g/1 and 10g/1), sterile artificial sea water (28g/1 and 10g/1) seeded with E.
coli and, sterile artificial Sea water (28g/1 and 10g/1) enriched with 50ul Malt/Yeast agar block
(see Appendix I). Each media type (at each concentration) was replicated six times, totaling 36
experimental plates. Cultures were examined by phase contrast inverted microscopy (at x630
total magnification) for the presence of amoebae at least once every week for six weeks. Whole

ctenophores were also preserved in 5% gluteraldehyde for imaging on the SEM.
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2.1.1.2 Isolation of Amoebae (Acanthamoeba sp.) from domestic tap water

Over an eight month study period, tap water samples were collected from four homes
within a five mile radius of Huntington’s (WV) water treatment plant. Volunteer collectors were
instructed to let the cold water run for 60 seconds before collecting samples. On each sampling
event, three 1L samples were collected from the water faucet and returned to the laboratory
within one hour.

In the laboratory, each 1L sample was filtered through a 2pum pore size filter (Fig. 20) to
collect any amoebae (trophs or cysts) in the sample. Prior to filtration chlorine levels and
turbidity of water samples was measured using digital turbidity and chlorine meters respectively
(Mettler Toledo, Utrecht, Nederland). To avoid damaging cells, gentle filtration using a suction
hand pump was used (Fig. 19). After filtering, the still moist filter was transferred to a Petri dish
containing non-nutrient AS agar streaked with the prey bacterium E. coli. Under such conditions
amoebae migrate in the thin water film on top of the agar and consume the bacteria. Thus, even a
single cell on the filter can be detected since amoebae multiply and soon form a dense population
visible by low power microscopy (Fig. 21). It should be noted that this method does not reveal
how many amoebae (whether a single cell or more than one amoeba) occurred on the filter prior
to inoculation on agar plates. But the method does score the presence or absence of amoebae,
although it does not distinguish between cysts and trophs in the water sample. Agar plates were
observed 7 days after inoculation using a dissecting microscope. Positive plates with
amoebae/protists were washed with amoeba saline (AS) and a few drops of suspension were
added to a Petri dish containing liquid AS media. Cells were observed by phase contrast

microscopy at high magnification (x630) to enable amoebae or other protists to be identified.

2.1.1.3 Clonal Isolation of Acanthamoeba from tap water

After establishing that the morphology of tap water amoebae isolates resembled
Acanthamoeba (i.e. cells had spiny pseudopodia), cells in liquid AS media were agitated using a
sterile transfer pipette and 50ul of the cell suspension was added to a fresh AS agar plate
streaked with E. coli. As cells began to divide and migrate along the E. coli streak (Fig. 22),
blocks of AS agar containing an individual cell were cut out and inoculated onto new AS agar
plates streaked with E. coli. Once Clonal cultures grew, they were maintained by routinely sub-

culturing onto fresh AS plates every few weeks.
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Figure 19: Filter apparatus used to process samples. One-liter samples were
passed through 3um filters. The hand-pump provided gentle filtration catering to
possible trophic forms of amoebae or resistant cyst forms.

Figure 20: After water was passed through the filter (see arrow), it was placed on
an agar plate seeded with the prey bacterium E. coli.

2.1.2 Culturing Amoebae
For the purposes of this study, and for long term preservation, it was necessary to
maintain cultures in the laboratory. In this regard, isolates were maintained in their respective

media promoting optimal growth and best approximating conditions in the natural environment.
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2.1.2.1 Maintenance of Stock Cultures

Ctenophore amoebae isolated from live ctenophores by Connie Versteeg (Nova
Southeastern University, 2007), were sub-cultured every 7 days and maintained in 10g/1 artificial
sea water media supplemented with prey bacterium E. coli.

The mangrove amoeba isolate from Ms. T. Gwaltney (Nova Southeastern University,
2007) was maintained in 20g/1 artificial sea water media also supplemented with prey bacterium
E. coli.

Marine acanthamoebae isolated from off-shore Fort Lauderdale Beach, FL and tap water
acanthamoebae isolated from domestic tap water in Huntington, WV were maintained on AS
agar plates (see Appendix I) streaked with E. coli prey. The following axenic cultures were
maintained in proteose peptone media (Appendix I); Acanthamoeba castellanii (Neff strain), acid
tolerant Acanthamoeba isolate (BP), Acanthamoeba isolate from fish scales (FH) and tap water
Acanthamoeba isolate (A2).

Other tap water isolates included in the genotyping study (isolates coded A3, A4, AS)
could not be axenicised successfully and were routinely maintained on AS agar plates streaked

with E. coli prey.

2.1.2.2 Axenicisation of selected acanthamoebae

Axenic cultures of the acid tolerant isolate (BP), the fish isolate (FH) and tap water
isolate (A2) were achieved by carefully cutting out a block of agar (3mm x 3mm) with at least
one individual cell that had migrated away from the prey bacterium E. coli (confirmed using a
dissecting microscope) on a stock culture plate. Excised blocks were inoculated into sterile
culture  flasks containing 25ml proteose peptone media supplemented with
Penicillin/Streptomycin (Biowhittaker ™, Cat. No. 17-602E). The Penicillin/Streptomycin (ratio
1:100) was added to kill of any bacteria that were on the inoculated agar block. In order to
achieve fully axenic cultures, each culture was sub-cultured at least three times every five days
by transferring Sml of culture into sterile culture flasks containing 25ml of fresh sterile proteose
peptone media. Axenic cultures of Acanthamoeba isolate (BP) and fish isolate (FH) were
achieved in three weeks. An axenic culture of tap water Acanthamoeba isolate (A2) was

achieved after a period of five weeks.
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2.1.2.3 Long term preservation of Samples

For long term preservation of Acanthamoeba, isolates were inoculated onto AS
(Appendix I) agar slants streaked with prey bacterium E. coli in capped Pyrex culture tubes (Cat.
No. 11354-16). Frozen stocks of purified cloned DNA were prepared for preservation for all
constructs by adding 500ul of cultures used in the miniprep procedure to 500ul of sterile
glycerol (65%) and stored frozen at —80°C.

2.1.3 Enumeration of Amoebae in Liquid Culture

Ctenophore amoebae were cultured in liquid media in 50ml BD falcon cell culture flasks
(growth area 2500mm?) and in 55mm plastic plates with a growth area of 2375mm”. Mangrove
amoebae were also cultured in liquid media in 90 mm plastic plates with a calculated growth area
of 6359 mm”.

Cells were enumerated by averaging 10 random fields of view (FOV) using a Leica DMI
4000B phase contrast inverted light microscope and a 63X long working distance objective, total
magnification x630. The total number of cells per culture vessel was estimated from the ratio of
the area of the FOV and the growth area of the culture vessel. The diameter of FOV was
determined using a stage micrometer at x630. The area of the FOV was calculated to be 2.29 x

10° um?.
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2.2 Physiological Characterization of Amoebae

2.2.1 Salinity Tolerance

Cultures in liquid media

Ctenophore amoebae and mangrove amoebae were harvested from a dense exponentially
growing culture by dislodging cells from the bottom of the stock dish using a cell scraper.
Suspended cells were agitated using a transfer pipette to evenly suspend the amoebae. Five drops
of amoebal suspension were added to the experimental plates containing fresh media and the
prey bacterium E.coli. The prey bacterium suspension was prepared by adding a loopful of E.
coli to 10ml milli-Q filtered water. The prey bacterium suspension was shaken vigorously and a
dense drop was added to each plate. This ensured that there was a comparable abundance of
bacterial prey in all experimental dishes. Varying concentrations of sterile artificial sea water
media were prepared by dissolving sea salts (Sigma Scientific) in 1L of sterile filtered milli-Q
water. Aliquots (8ml) of media at each salinity (AS, 5g/l, 10g/1, 20g/1, 30g/1, 40g/1, 50g/1) were
added to plastic Petri plates (55mm). Amoeba Saline (AS) media was included as a control to
simulate the fresh water environment (Salinity <1.0g/l). Culture dishes were observed using
phase contrast microscopy at x630 total magnification and cell counts were averaged from at
least 3 fields of view on each culture dish for each of the replicate dishes and media types.
Experimental plates were incubated at ambient temperature (~25°C) for the duration of the

experiment.

Cultures on agar plates

Agar plates were specifically used for all Acanthamoeba-related experiments.
Experimental media comprised 1.5% non-nutrient agar in AS media (see Appendix I) and
dissolved sea salts were added at varying concentrations to provide a range of salt amended
plates (AS, 5g/1, 10g/1, 20g/1, 30g/1, 40g/1, 50g/1). The plates were streaked with E. coli prey
along the diameter of a 90mm plate using a sterile loop (Fig. 22). Agar regions containing
between 50 to 100 cysts (Fig. 21) were identified on stock plates using a dissecting microscope.
Blocks of the agar (ca. Smm?) were removed with a sterile blade and inoculated, amoebae face

down, onto fresh experimental plates at the end of an E. coli streak (Fig. 22). As the amoeba
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divided and increased in density the distance between the inoculated agar block and the

advancing front of amoebae along the E. coli streak increased with time (Fig. 21).

Figure 21: Photo showing thousands of amoebae migrating across the
surface of the agar. Acanthamoebae consumed the bacteria added to
the plate and replicated.

Figure 22: Photo of culture dish with red arrow showing direction of
amoebal growth along prey bacterium originating from inoculated
agar block.
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Determination of Growth Rates/Migration Rates and Generation Times

Numbers of amoebae (ctenophore and mangrove amoebace) in three random fields of view
(in each of the replicate plates) at the different salinities were counted every 12 hours
(ctenophore amoebae) or 24 hours (mangrove amoebae) until cultures entered stationary phase.
Average counts of viable active cells (those attached to the substratum and moving noticeably by
pseudopodia) from three replicates at respective salinities were converted to numbers of cells per
plate (see section 2.1.3) and growth curves were drawn and regressions calculated for the
exponential phase of growth.

For acanthamoebae isolates growing on agar plates, the growth rate was indirectly
determined by scoring migration rates (mm/hr). The advancing front of advancing amoebae
moved along the bacterial streak as prey were consumed and amoebae replicated. The “marine”
Acanthamoeba isolate (A1) rapidly migrated down the length of the E. coli streak. The distance
moved by “marine” Acanthamoeba along the E. coli streak was observed and recorded every 12
hours for a total of 60 hours. The distance moved by the tap water Acanthamoeba isolate (A2)
from inoculated agar block was observed and recorded every 24 hours for up to 72 hours.

The maximum rates of migration were determined from slopes at each of the different
salinities. Likewise, cell counts over time yielded slopes for the ctenophore and mangrove
amoebae. The slopes (determined by regression analysis) were used to compute the growth rate
constant (K) according the formula by Stanier et al. (1976): Log;oN;— Logio N,/ 0.301t ; where
N is the final number of cells, and N, is the initial number of cells, and t is time in hours. The

generation time (g) was calculated as 1/ K.

Locomotive Rate for Ctenophore amoeba

Locomotive rates are useful in helping to identify amoebae. The locomotive rate was
determined by computing the average distance moved per second by ten randomly selected
amoebae in culture at different salinities. Although the mangrove amoeba like the ctenophore
amoeba is new to science, identification of the mangrove amoeba was based primarily on
molecular sequencing data (nucleotide sequences). Thus it was not necessary to explore
locomotive rates of the mangrove amoeba isolate. Members of the genus Acanthamoeba are

easily identified by their unique morphology and strains are usually identified by genotyping
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(Schroeder et al., 2001; Booton et al., 2004). Thus exploring locomotive rates of Acanthamoeba

isolates was also not necessary in this study.

2.2.2 Chlorine Tolerance of Amoebae

Two randomly selected amoebae [tap water Acanthamoeba isolate (A2) and Vannella sp.]
from Huntington, WV’s domestic water supply were treated to different levels of chlorine (CI).
Only cysts were used since it was assumed that the cyst stage was most likely to be found within
the water distribution system. Cysts were immersed in water containing Cl as HOCI in bleach
(Omg/L to 200mg/L) for 24 hours. After treatment they were rinsed by carefully dipping the agar
block once, with cysts side up, in sterile AS contained in multi well tissue culture plates. Their
viability was tested by plating agar blocks on agar plates with prey bacterium E. coli. Surviving

cysts excysted, amoebae reproduced and formed dense populations on the plates.
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2.3 Characterization of Ctenophore Amoeba Using Microscopical Methods

2.3.1 Scanning Electron Microscopy

Ctenophore Comb Plate Surface

The presence of amoebae on the comb plate surface of ctenophores was determined from
micrographs obtained using a scanning electron microscope (SEM JEOL 5310). Ctenophores
preserved in 5% gluteraldehyde were dissected to remove thin sections of comb plate tissue
(approximately Smm x 5mm) for post-fixation. The fixation procedure was modified from Dr.
Moss’ Jellyfish Fixation Protocol® (see Appendix I). The reagents were prepared as shown in

Table 2.

Table 2: Scanning electron microscopy preparation reagents

Stock needed Volume in final mix (ml) Final concentration
Part A

1.5M NaCl (32¢g/1 sea water) 2 0.075-0.15M

0.8M NaCacodylate (pH 7.5) 5 0.2M

0.1M CacCl, 2 0.01IM

Sterile Milli-Q H,O 6

Part B

4% 0sO,4 5 1%

Osmium Post-Fixation

Pieces of ctenophore comb plate tissue (Smm x Smm) were placed on glass coverslips.
Reagents in part A and part B (Table 2) were mixed in the ratio 3:1 respectively in an ice bath
since osmium tetroxide (OsOy) is highly toxic and sublimes readily at room temperature. For
initial fixation in 1% OsQy, the cold “mix” was immediately added to the sample and left to stand
on ice for 20 minutes until a port wine precipitate was distinctly visible. Upon seeing this
precipitate the sample was washed in ice cold buffer consisting of equal volumes of 0.2M Na

Cacodylate (pH 7.5) and 0.3M NacCl.

! Dr. Anthony G. Moss ( Auburn University, Alabama) - Project collaborator (Protistan epibionts of the ctenophore Mnemiopsis mccradyi Mayer).
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Samples were again fixed with 1% osmium tetroxide in 0.1M Na Cacodylate and 0.38M
NaCl on ice for another 20 minutes. The sample, still kept on ice, was rinsed five times for 5
minutes each rinse with sterile filtered milli-Q water.
Dehydration

Coverslips holding the sample were slotted into a compartmentalized Coplin jar where
the samples were dehydrated through an ethanol series [30%, 50%, 70%, 90% (x2), 95% (x3),
and 100% (x 3)] in ten minute intervals. The sample was dehydrated to completion in
hexamethyldisilazane (HMDS) in a 1:1 HMDS: EtOH mix followed by two dehydration steps in
100% HMDS for ten minutes each. In the final dehydration, just enough HMDS concentrate was
left to cover the sample in the Coplin jar. The jar was left in a tilted position overnight in a safety
hood to air dry. The samples on the coverslips were sputter-coated with a 10nm thick layer of

gold/palladium and viewed on the SEM with an acceleration voltage of 20K'V.

Ctenophore Amoebae

A 50 pl drop of amoebal cell culture was pipetted onto a clean glass coverslip and left
overnight in a moist chamber to allow cells to adhere firmly to the glass surface. For primary
fixative, a drop of 2.5% gluteraldehyde in 0.05M Cacodylate buffer (pH ~ 7.2), was added.
After 30 minutes the samples were rinsed 2 times for 30 seconds each in 0.05M buffer by gently
dipping the coverslips in small staining jars (Coplin jars) containing the buffer. For postfixation,
2% osmium tetroxide in 0.05M Cacodylate buffer was pipetted onto the samples and left for 1
hour. After fixation, the samples were gently rinsed in distilled water several times (30 seconds
each) and dehydrated through an alcohol series 30%, 50%, 70%, 85%, 100% (x2) for 15 minutes
each. Further dehydration was achieved through a HMDS dehydration series (1:1; HMDS: EtOH
and 100% HMDS for 10 minutes each) and the samples were left to air dry. The fixed and dried
amoebae samples were sputter coated with a 10nm thick gold/palladium layer and viewed on the

SEM with an acceleration voltage of 20K V.
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2.3.2 Phase contrast microscopy

Cell Size and Form of Ctenophore Amoeba

To determine cell form, active/locomoting and stationary/floating forms of amoebae were
observed. The cell size was estimated using length and breadth measurements of 10 randomly
selected active amoebae growing in different salinities and were measured from micrographs
obtained using a digital camera attached to a Leica inverted phase contrast microscope using a
63X long distance working objective, total magnification, x630. Measurements were made from

the anterior tip of the hyaline cap, distinctly visible in active amoebae, to the posterior end.

2.3.3 Epifluorescence Microscopy

Nuclear Position, Size and Number. For resolution of the nucleus of the ctenophore
amoeba, DAPI (4'-6-Diamidino-2-phenylindole) staining was used with conventional florescence
microscopy. DAPI is a DNA-specific fluorochrome that binds to dsDNA. Cells in a 5 ml
suspension were fixed with 1% gluteraldehyde and stained with 0.1% DAPI (5 drops) for 30
minutes in the dark. After staining, cells were captured on a 0.2um pore size black membrane

(Nuclepore) and viewed under UV light by epifluorescence microscopy at 630X magnification.

2.4 Molecular Characterization

2.4.1 Genomic DNA Isolation
Genomic DNA isolations from amoebae were performed using either DNA STAT-60"™
reagent (Tel-Test Inc., Friendswood, Texas, Cat. No. TL-4420) for the mangrove amoeba or

Qiagen’s DNeasy Blood and Tissue Kit Cat. No. 69504 for acanthamoebae.

Acanthamoebae Genomic DNA Isolation
DNA was isolated from triplicate plates (90mm AS agar plates seeded with E. coli) for
Acanthamoeba strains. Cells were scrapped off agar surfaces using a sterile cell scrapper and

washed off using 1ml AS into sterile 90mm plastic plates containing 10ml AS. Acanthamoebae
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(now in liquid AS media) were left to sit for 15minutes at ambient temperature to allow for cells
to attach to the bottom of the plate.

A ratio of at least 1:1 (cyst: trophozoite) population was important to achieve since
mature cysts do not break open to yield DNA. Schroeder et al. (2001) also alludes to the
difficulty of obtaining PCR products from cultures consisting of only Acanthamoeba cysts.
Therefore, a favorable population for the purposes of DNA isolation was harvested from 2-3 day
old cultures when cells occupy a large portion of the plate surface area and before total
encystment.

Presence of trophozoites (active form) in the fresh 10ml liquid AS media was confirmed
using phase contrast microscopy. Since acanthamoebae adhere to the bottom of plates, the liquid
AS media was decanted off into a waste beaker to remove excess prey bacterium E. coli and
floating cysts. Thereafter, cells were dislodged using a cell scraper and agitated once more using
a transfer pipette before transferring the cell suspension into 1.5ml microcentrifuge tubes. The
cell suspension was centrifuged at 8000rpm for 10 minutes at 4°C and the supernatant was

carefully poured off. The visible pellet was vortexed to form a slurry.

Mangrove Amoeba DNA Isolation

Mangrove amoebae were harvested from at least twenty 90mm culture dishes by first
pouring off the cell growth media and blotting out the residual media. The mangrove amoebae
adhered strongly to the bottom of the culture flask or plates after pouring off the media (this was
confirmed using phase contrast microscopy). A 2ml aliquot of DNA STAT-60" reagent was
added to the vessel containing the cells and was spread evenly through the growth surface by a
gentle swirling motion for approximately 5 seconds. The homogenate was re-used for one more
vessel before obtaining a fresh 2ml aliquot of reagent for subsequent washes of each
experimental vessel. Residual homogenate was scrapped off the culture flasks or plates using a
cell scrapper (this ensured that no cells or lysate was left adhering to the bottom of the flask,
again confirmed visually using phase contrast microscopy) and the homogenate containing the
lysed cells was poured into 30ml Cortex glass tubes. DNA precipitation using isopropanol
solution was conducted overnight at 4°C. Because the precipitate was clear to almost invisible

the supernatant was carefully decanted off before washing the pellet in 75% ethanol.
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2.4.2 Primers

Mangrove Amoeba

Currently there are few molecular studies on gymnamoebae and since the mangrove
amoeba is new to science, five sets of eukaryotic primers (Table 3) were tried in the mangrove
amoeba study in an attempt to amplify ribosomal RNA genes (Brown et al., 2007; Smirnov et al.,
2007; Medlin et al., 1988). These primers have been used separately in previous studies
involving gymnamoebae for three different genera, Hartmannella (Weekers et al., 1994),
Vannella (Smirnov et al., 2007) and Sappinia (Brown et al., 2007). The primers are herein
referred to as: Med-F/Med-R, Silb-F/Silb-R (from Medlin, 1988 and Brown et al., 2007), Rib-
F/F-R, S12.2-F/S20-R (from Smirnov, 2007), and 570C-F/1200R (from Weekers, 1994) (Table
3).

Primers used for direct sequencing were the primers used for respective PCR reactions.
Primers used to sequence cloned PCR products in plasmid DNA were selected from promoter

regions of TA plasmid vector used in the study (www.invitrogen.com).

Acanthamoeba spp.

Molecular analysis was conducted on the “marine” Acanthamoeba strain (A1) and on
comparative Acanthamoeba strains from varying ‘extreme’ environments [acidic environment
(BP), fish mucous (FH), and chlorinated tap water (A2-AS5)].

Acanthamoeba-specific primers JDP1 and JDP2 (see Table 3) targeting the informative
region referred to as DF3 (Diagnostic Fragment No. 3) on the 18S nuclear ribosomal RNA gene
were used (Booton et al., 2004; Schroeder et al., 2001). These primers were expected to yield
400bp to 500bp amplicons. This amplicon is reliably used to identify genotypes rapidly
(Schroeder, 2001).

Primers used for direct sequencing were Acanthamoeba-specific 892 forward and 892C
reverse primers (Booton et al., 2004). Primers used to sequence cloned PCR products in plasmid
DNA were selected from promoter regions of TA plasmid vector used in the study

(www.invitrogen.com).

40



Table 3: Primer sources and sequences for DNA amplification

Set No. Primer Primer Sequence (5’ to 3%) Source

1 MedF aac ctg gtt gat cct gec agt Medlin et al., 1988
MedR gat cct tct gca ggt tca cct ac

2 SilbF aac ctg gtt gat cct gcc agt Brown et al., 2007
SilbR gat cct tct gea ggt tcacta ¢ Medlin et al., 1988

3 RibF ctg gtt gat cct gcc agt Smirnov et al., 2007
RibR gat cct tct gca ggttcactac

4 S12.2F gat cag ata ccg tcg tag tc Smirnov et al., 2007
S20R gac ggg cgg tgt gta caa

5 570cF gta att cca gct cca ata gc Weekers et al., 1994

1200R ggg catcac agacct g

2.4.3 Polymerase Chain Reaction (PCR)

Amplification of Mangrove Amoeba

PCR parameters applied in the current study were modified from Brown et al. (2007) and
were as follows: 5 minutes initial denaturation at 94°C followed by 30 cycles of 25s denaturation
at 94°C, 60s annealing at 55°C, extension for 90s at 72°C. Final elongation was done for 3
minutes at 72°C. Annealing temperatures were adjusted depending on melting temperatures of
primer sets used in the reaction as presented in Table 4 with an upper limit of -1°C to -2°C. PCR
reagent amounts used per PCR reaction (total volume 25ul for all PCR reactions) are presented
in Table 5. Amounts of DNA template were adjusted accordingly. Theoretically, one molecule of
DNA is sufficient per PCR reaction however at least 50ng DNA template is recommended per
reaction.

In order to eliminate “non-specific binding” of primers to DNA template, various factors
were considered (see Table 6). These factors included primer selection (see also Tables 3 and 4),
use of Q-solution in the PCR reaction mix, varying Mg >* ion concentrations and varying
annealing temperatures.

Q-solution is a reagent that is supplied in Qiagen kits whose purpose is to reduce the non-
specific binding and effects of secondary structure of rRNA. The current study applied the use of
Q solution at 1ul for a final PCR reaction volume of 25ul.

DNA isolated from mangrove amoebae at separate times was considered a variable

though amoebae were a clonal culture grown under identical conditions. Mangrove amoebae
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used in subsequent DNA isolations were a sub-culture of the cells used in previous isolations.
After several DNA isolation attempts only two isolations were successful and this DNA was
stored in individual 1.5ml Eppendorf tubes. This was carried out to provide enough material

(DNA template) for PCR reactions.

Amplification of Acanthamoeba Isolates

PCR conditions were modified from Booton et al. (2004) and were as follows: 7 minutes
initial denaturation at 95°C followed by 30 cycles of 60s denaturation at 95°C, 60s annealing at
55°C, extension for 120s at 72°C. This was followed by a final extension for 15 minutes at 72°C.
DNA template volumes in the PCR reaction mix were adjusted according to the concentration
DNA template yields from genomic DNA extraction procedures presented in results section

(Chapter III).

Table 4: Melting temperatures of primers used in this study

Primer Source Primer ID  Primer Sequence (5 No. of Melting
‘ t0 3’ end) Nucleotides Temp.°C

Medlin et al., Med-F aac ctg gtt gat cct gec agt 21 63

1988 Med-R gat cct tct gea ggt tea cct ac 23 58

Brown et al., 2007  Silb-F aac ctg gtt gat cct gcc agt 21 63
Silb-R gat cct tct gea ggt tca ctac 22 58

Smirnov et al., Rib-F ctg gtt gat cct gcc agt 18 62

2007 F-R gat cct tct gca ggt teca ctac 22 58

Smirnov et al., S12.2-F gat cag ata ccg tcg tag tc 20 52

2007 S20-R gac ggg cgg tgt gta caa 18 61

Weekers et al., 570c-F gta att cca get cca ata gc 20 54

1994 1200-R ggg cat cac agacct g 16 54

Booton et al. JDP1-F* ggce cca gat cgt tta ccg tgaa 21 68

2004; Schroeder et  JDP2-R* tct cac aag ctg cta ggg gag tca 24 70

al. 2001

¥JDP1andJDP2 are primers specific to the genus Acanthamoeba and have been used in this study to specifically amplify
Acanthamoeba DNA.
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Table 5: PCR reaction mix

Reaction volume (ul) Final concentration
Template - 5-50ng
Forward primer (10puM) 2.5 1uM
Reverse primer (10uM) 2.5 1uM
Nucleotides 4 200uM each
Buffer® w/MgCl, (10x) 25 2mM (MgCl,)
Taq polymerase® 0.25 1 unit
H,0 - -
Total 25

*Template volumes were adjusted according to DNA yield from cells. € Biolabs Cat. No. M0267S (5,000 U/ml)
¥Thermpol Buffer with MgCl,, Biolabs, Cat. No. B9004S (10X).
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Optimizing PCR on Mangrove Amoeba Isolate

Table 6: Summary table of PCR reaction variables applied

Variables Primers
Silb-f/Silb-r Rib-f/Fr 12.2f/S20r Med- 570C/1200R
F/MedR*
Annealing
Temperature 42,45, 48, 42 48, 50 48 48,52
o 55,56, 58
(O
Q-Solution”
applied applied n/a n/a n/a

DNA

¥
Template applied applied n/a n/a n/a
Mg** ion
Z‘;‘;\fﬁ;‘“anon 2,2.5,3,3.5,4 n/a n/a n/a n/a
Primer
concentration®
(2uM and n/a n/a n/a n/a n/a
10uM

¥Experiments were run at 55°C annealing temperature which was determined to be the optimal annealing temperature. n/a: These
experiments were not carried out while primer sets Silb-F/Silb-R and Rib-F/F-R were explored. *This variable was only applied
to Acanthamoeba castellanii (Neff strain) a laboratory strain used in this study as a positive control. Appling the primer
concentration factor on this strain was to help determine validity of the primers for subsequent PCR runs on mangrove amoeba
isolate.
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2.4.4 Gel Electrophoresis

2.4.4.1 Determination of Integrity of Genomic DNA Extracts

The quantity and quality of DNA extract was determined using a nanodrop (NanoDrop
ND-1000 Spectrophotometer). The spectrophotometer was used to measure the DNA
concentration (ng/pul) and optical density (OD) ratio. DNA quality measurement is based on OD
at 260 nm being twice than at 280 nm if the solution contains pure DNA. If there is a
contaminant, the OD ratio between 260 and 280 nm is decreased. Clean DNA has an

0D260/0D280 between 1.8 and 2.0.

2.4.4.2 PCR Products

PCR products were analyzed on PCR grade agarose gel (FisherBiotech CAS 9012-36-6)
prepared in 0.5X TBE (Appendix I). The band sizes were determined by comparing to a standard
1Kbp ladder (100bp — 12,000bp) after post-staining the gel with 1% ethidium bromide (EtBr)
solution (Fisher BioReagents, Cat. No. BP1302-10) added to buffer in the ratio 1:10 and left to

stand for 20 minutes on a shaking platform.

2.4.4.3 PCR Product Purification and DNA Extraction from Agarose Gels

Gel extraction was the preferred method of purification of DNA for the purposes of direct
sequencing of amplified DNA fragments. This method was particularly applicable where
templates yielded multiple bands in which case the DNA band of interest was cut out of the gel
and purified for sequencing or cloning. Agarose gel stained with 1% EtBr solution was placed
over UV lighting to illuminate DNA fragments of interest which were excised from the agarose
gel and then purified using Qiagen’s Gel Purification Kit (Qiagen, Cat. No. 28704). The clearly
visible bands were excised from the agarose gel with a sharp sterile surgical blade and placed in
pre-weighed 15ml tubes. The tubes containing the pieces of excised gel were weighed again. The
difference in weight was the measurement used to determine the amount of buffer QG to be
used. Subsequent steps in the procedure were followed according to the manufacturer’s (Qiagen)

specifications.
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2.4.4.4 Analysis of Restriction Digested DNA Clones

For gel analysis of restriction digested samples 0.5ml tubes containing the sample were
first spun briefly to collect all condensation. For each tube containing digested sample 2ul of 6X
loading dye was added. Corresponding undigested samples of plasmids were also prepared for
gel analysis (control experiments). Here 2l of undigested sample was added to 8ul sterile milli-
Q water and 2ul of 6X loading dye. The total volume of 12ul in each tube was carefully mixed
by pipetting up and down, vortexing briefly before loading onto the agarose gel for

electrophoresis.

2.4.5 TA Cloning of Gel Purified PCR products

2.4.5.1 Ligation Using TA pCRII Vector

The purified PCR product was ligated into a TA plasmid vector (pCRII TA Vector Dual
Promoter cloning kit, Cat. No. 45-0007). TA plasmid vectors bear thymine bases on EcoRI
restricted sites which bind to overhanging adenine bases on 5°-3’ ends of the PCR product.
Adenine bases on either end of the PCR product result from using particularly efficient Taq
polymerase enzyme in the PCR reaction. The minimum volume of PCR product required for
ligation into 50ng pCRII Vector to achieve at least 1:1 vector: insert ratio was determined from

Invitrogen’s protocol using the formula:

Xng PCR product = (Ybp PCR product)(50ng pCRII vector)

size of pCRII vector
NB:
Xng PCR product: The concentration of purified PCR product varied with template (mangrove amoeba and
acanthamoeba isolates both ranged from 1.5ng/ul to 11ng/pl).
Ybp PCR product: PCR products of mangrove amoeba ranged from 500bp to 850bp while PCR products of
acanthamoebae amplified with genus-specific primers (JDPlandJDP2) ranged between 400bp-500bp  and
acanthamoebae amplified with eukaryotic primers 570/1200R (Weekers et al., 1994) yielded a 1300bp fragment.

Size of pCRII vector: 3900bp (vector map; www.invitrogen.com).

Yields obtained from gel purification ranged from 1.5ng/ul to 11ng/pul. At least 2ul to 3ul (3ng
to 6.5ng) of PCR product was used for ligation reactions. Purifying the PCR product reduced the
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possibility of salts in the PCR sample that would inhibit the action of the T4 DNA ligase in the

reaction mixture (table 7).

Table 7: Typical ligation reaction mix

1:1 (vector: insert) pl 1:3 (vector:insert) pl
Purified PCR product 1 (1.5-11ng) 3 (4.5-33ng)
10X ligation buffer 1 1
pCRII vector (2ng/pl) 2 2
Sterile dH,O 5 3
T, DNA ligase 1 1
Total 10 10

The sample was incubated overnight at 14°C.

2.4.5.2 Transformation

The ligate was transformed into ‘competent’ cells (NEB Turbo Competent E. coli — High
Efficiency kit. Cat. No. C2984H) rendered to uptake plasmid DNA containing ampicillin-
resistant gene (pAMP). Transformations are detected by their antibiotic-resistant phenotype of
blue/white colonies. The enzyme beta-galactosidase breaks down lactose to glucose and
galactose. Bacteria without a plasmid turns blue, while bacteria with a plasmid forms white
colonies. This method is a convenient selection mechanism to determine if the DNA fragment of
interest has been inserted into the plasmid.

Two tubes containing 50ul of competent cells were thawed on ice for 10 minutes. For
one of the tubes containing 50ul of competent cells, Sul of the ligation reaction was added. To
the other tube of competent cells, Sul of pUC19 control DNA (1pg to 100ng plasmid DNA) was
added. The tube containing pUC19 DNA served as a control to monitor transformation
efficiency. The tubes were carefully flicked 4 to 5 times to mix DNA and cells (no vortexing was
used in this procedure). To shock the cells, the mixture was placed on ice for 30 minutes
followed by heat at precisely 42°C for exactly 30 seconds. Shocking creates a thermal imbalance
on either side of the cell membrane creating a draft that sweeps plasmids into the cell. The

mixture was placed on ice for 5 more minutes before pipetting the mixture into a 15ml cell
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culture tube containing 950ul of SOC media at room temperature (media provided in the
transformation kit with competent cells from NEB Cat. No. C2984H). This was placed in a
shaking incubator (200rpm) at 37°C for 60 minutes to allow cells to recover and begin to express
the antibiotic-resistance gene. After the one-hour incubation, cells were mixed thoroughly by
flicking the tube and inverting before plating onto LB-Amp plates (see Appendix I).

The LB-Amp plates were coated with 100ul ‘TruBlu’ solution to promote expression of
antibiotic resistant bacterial clones. SOC media was used to prepare serial dilutions of
transformed cells. For pUC19 control DNA transformations, three serial dilutions were prepared
90%, 99% and 100%. Experimental ligation transformation dilutions were also prepared as
follows: 90%, 100% and a pellet of cells (obtained after centrifugation) re-suspended in 100ul of
SOC media. The total amount of transformation mix added onto each LB-Amp plate was 100ul.
The plates were incubated overnight at 30°C and white colonies were re-plated on fresh LB-Amp

plates and incubated overnight at 30°C to serve as back-up.

2.4.5.3 Plasmid Minipreps

In order to screen positive clones for the presence of an insert of expected size, plasmid
minipreps were carried out. Positive clones (white colonies) were inoculated into 3mls LB-Amp
broth and incubated overnight at 37°C on a shaking platform at 220 rpm. The same clones were
duplicated by re-plating on LB-Amp plates and incubating overnight at 37°C. This was achieved
using QIAprep Spin Miniprep Kit (Cat. No. 27104).

2.4.5.4 Restriction digestion of plasmid DNA from minipreps
Plasmids were subjected to restriction digests using EcoRI restriction enzyme to confirm
the presence of an insert of expected size. Table 8 shows amounts used per restriction digest

reaction mix.
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Table 8: Restriction digest reaction mix

Solution Amount (pl)
Plasmid DNA 3
Restriction Enzyme buffer (10X) 1

BSA (10X) 1

Sterile milli-Q water 4.5
Restriction enzyme (EcoRI) 0.5

Final Volume 10

The ‘mix’ was incubated at 37°C for one hour on a heat block.
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2.5  Sequencing, Alignment and Phylogenetic Analysis

Purified PCR products and/or purified plasmid DNA containing PCR product were sent
to sequencing facilities (Marshall University’s Genomic Core Facility and/or Davis Sequencing,
Davis, CA) for analysis. Acanthamoeba PCR products from Acanthamoeba isolates A1, A3, A4,
AS, A6, FH were directly sequenced using 892/892C primers (useful in determining the DNA
sequence of the informative DF3 region) (Schroeder et al., 2001) and subsequently concatenated
for pairwise alignments. For plasmid DNA (Acanthamoeba PCR products from A2, A6, BP) TA
plasmid vector sequences were removed prior to conducting pairwise alignments. Acanthamoeba
spp- genotype determinations were done by phylogenetic analysis of sequence variation of DF3
region (Booton et al., 2004). Unresolved bases on experimental Acanthamoeba sequences were
resolved by eye by examining primary data chromatograms and by comparing repeat sequences
from respective plasmid clones. The 8 Acanthamoeba DNA sequences obtained in this study (See
Appendix II) were aligned to each other and to previously determined Acanthamoeba sequences
from GenBank (GenBank references: Acanthamoeba castellanii Castellani, U07413; A.
castellanii Ma, U07414; A. castellanii Neff, U07416; Acanthamoeba comandoni AF019066;
Acanthamoeba culbertsoni Al, AFOI9067; Acanthamoeba griffini Panola Mt.,AF019052; A.
griffini Sawyer, AF019053; A. griffini TIOH37, S81337; Acanthamoeba hatchetti BH2,
AF019068; Acanthamoeba healyi V013, AF019070; Acanthamoeba lenticulata JCI, U94739; A.
lenticulata 7327, U9473 1 ; A. lenticulata 7212,U94732; Acanthamoeba. Lugdunensis Garcia,
U07407; Acanthamoeba palestinensis Reich, U07411; Acanthamoeba polyphaga HC2,
AF019056; A. polyphaga JacIS2, U07415; Acanthamoeba sp. Czech 4339, AF140711;
Acanthamoeba sp. Czech 4706, AF140712; Acanthamoeba sp. Czech 43337, AF140713;
Acanthamoeba sp. Czech 4528, AF140715; Acanthamoeba sp. Czech 4178, AF140716;
Acanthamoeba sp. Czech 3668, AF140717; Acanthamoeba stevensonii, AF019069) using
ClustalX 1.83 program.

Phylogenetic trees were built using Maximum Parsimony (MP) and Neighbor Joining
(NJ) algorithms in PAUP* 4.10b (Swofford, 2000). These methods were based on the
assumptions that transversions and transitions are equally probable and gaps were excluded from
distance calculations. The reliability of internal branches in the NJ tree were assessed using
bootstrap method in PAUP program with 100 replicates. Difference in nucleotide bases were

calculated as a percentage in pairwise comparisons of sequences in distance matrices using
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PAUP program. Trees were rooted with Balamuthia mandrillaris (GenBank reference number
V039) sequence.

Mangrove amoeba nucleotide sequences were also edited based on primary data
chromatogram and by comparing sequences yielded using respective forward and reverse
primers. For cloned DNA plasmid, unresolved bases were compared with repeat sequencing of
clones. Plasmid vector sequences were removed prior to performing a search in GenBank for
similar amoebae sequences (National Centre for Biotechnology Information) database

(www.ncbi.nlm.nih.gov). Sequences obtained in this study are in Appendix II.
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Chapter I11: Results

3.1 Prevalence of Amoebae in Diverse Environments

Amoebae are ubiquitous and occur virtually everywhere including aquatic and terrestrial
habitats. As detailed in chapter one the current study focused on three amoebae isolated from the
marine environment. In addition to the three marine isolates (ctenophore amoeba, mangrove
amoeba, and a ‘marine’ Acanthamoeba), acanthamoebae from diverse ‘extreme’ environments
including chlorinated tap water, fish mucus and an isolate from Berkely Pit, Montana (with an
acidic environment of ~pH4) were included for comparisons. These additional acanthamoebae
isolates were included since, like the ‘marine’ Acanthamoeba, these strains were isolated from

‘extreme’ environments.

3.1.1 Amoebae on Ctenophore (Mnemiopsis sp.) Comb Plates

Isolation of amoebae from the ctenophore surface resembling the presumed symbiont
(ctenophore amoeba, see Fig. 23) were conducted on four occasions between June and
November, 2007 using twenty-four animals purchased from Gulf Specimen Marine Laboratories
Inc., Panacea, Florida. A total of 144 ctenophore comb plate samples (six samples per
ctenophore) were processed (in multiple media formulations) and only one type of gymnamoeba
(morphotype 1, see Fig. 24) was found on the surface of four of the 144 samples. The term
‘morphotype’ or ‘morphospecies’ is used here because of difficulties in identifying species at the
light microscope level. This categorization clearly showed that the Vexillifera-like amoeba was
smaller (~4pm) than the ctenophore amoeba (5-7um). Moreover, the finger-like subpseudopodia
radiating from the advancing edge of this isolate were quite different from the wavy-like
advancing edge of the ctenophore amoeba (Fig. 23, 24). Indeed, it is the characteristic sub-
pseudopodia that justify assigning morphotype 1 to the genus Vexillifera although no species
have been described in this size range. The smallest named species is V. minutissima but these
cells average 10um in length (Page, 1983). Although the ctenophore amoeba was not isolated in
any of the attempts, the one different amoeba encountered in this study was similar to one of the
amoebae found on the ctenophore comb plates in a similar study by Versteeg (2007).

During the attempts to isolate amoebae, three different experimental media formulations

at two salinity concentrations each (SE28, SE10, SWMY28, SWMY10, SW28, SWI10; see
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Appendix I) were used for enrichment cultivation of the amoebae. None of the media yielded the
ctenophore amoeba over the course of this study although all will sustain the ctenophore amoeba
in the laboratory. Media SW10 yielded morphotype 1 (Vexillifera-like amoeba) and media SW28
and SWMY10 yielded a small heterotrophic flagellate identified by its anterior proboscis as
Rhynchomonas sp. (Fig. 25). Ciliated protozoa (Fig. 26a, b) were abundant in all media types.

The inability to isolate the Ctenophore amoeba in media formulations used for its routine
cultivation (original strains from Versteeg) was surprising since the majority of ctenophores from
Florida were shown to harbor amoebae using direct observation methods ((Versteeg, MS. Thesis,
2007). In the present study, the surfaces of animals were not observed before processing since
they had been transported overnight and there was a need to set up cultures rapidly. Some
material was, however, fixed for scanning electron microscopy. Observation of 9 tissue samples
(10mm x 10mm pieces of comb plate tissue from three randomly selected ctenophores) revealed
that one surface sample was rich in amoebae, assumed to be the ctenophore amoeba based on the
morphology (Fig. 27). In this sample, the number of amoebae (Ctenophore amoeba) occurring on
a randomly selected area on a 10mm x 10mm area of comb plate was estimated to be 784
amoebae mm.

All the amoebae counted had a crescent-like form as described by Moss et al. (2001).
These investigators were the first to note the presence of a presumed symbiotic amoeba on the
ctenophore surface. While amoebae were expected to be ~15um in size (Moss, 2001), amoebae
in electron micrographs from this study were found to be between 11-13um. The difference in
size may have been due to differences in SEM sample preparation techniques. Interestingly,
amoebae in culture were much smaller in size (usually around 5-7um, see Fig. 23) although the
size range increased in older cultures since amoebae had the ability to fuse and form much larger

multinucleate cells (see Fig. 34).

53



Figure 23: Phase contrast micrograph of ctenophore amoeba showing hyaline cap in
the advancing front and trailing uroidal fillaments at the posterior end, features
characteristic of Flabellula-like group. (Background: Bacterial prey). a) trailing
uroidal fillaments b) Transparent hyaline zone in the advancing front. Scale bar:2um.

Figure 24: Phase contrast photomicrograph Figure 25: Phase contrast photomicrograph

of morphotype 1 (Vexillifera-like) amoeba. of flagellate (Rhynchomonas). Scale
Scale bar:Spm. bar:2pm.

Figure 26a, b: Integrated Modulation Contrast (a) and Phase contrast (b) photomicrographs
of ciliates from ctenophore comb plates. Scale bar (Fig. a):5um. Scale bar (Fig. b):10pm.
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Figure 27: Scanning electron photomicrograph of ctenophore comb plate surface infested with the ciliate, T.
ctenophorii. Arrows indicate ctenophore amoebae. The amoebae had a crescent-like shape comparable to the
morphology of this amoeba detailed in a previous study by Moss et al. (2001). Scale bar:10um.

3.1.2 Amoebae in domestic tap water (WV)

Some 15 years ago a link between tap water and Acanthamoeba eye infections was
proposed, at least as it relates to contact lens wearers (Booton et al., 2004). Although non-lens
wearers can suffer from amoebic keratitis (AK), contact lens wearers are more susceptible (Joslin
C. E. et al., 2007). Amoebae invade the cornea, possibly through an existing lesion or abraded
region, and migrate along nerve fibers. As they multiply and migrate they cause cellular damage
and the painful, and sight-threatening disease, AK (Fig. 28). The belief then, and now, is that if
contact lenses are rinsed in tap water, they can become contaminated with a few amoebae.
During storage, the amoebae multiply on the lens surface which is often coated in bacteria. This
provides the means of transferring a large infective dose of amoebae to the eye surface.

This pathway assumes that acanthamoebae are present in tap water and can withstand the
rigors of water treatment plants (filtration and chlorination). Only one previous study has been
conducted to examine US water supplies (Shoff et al., 2007). In this study by Shoff et al.,
(2007), it was found that 2.8% of all water samples in Florida contained Acanthamoeba. Almost

20% of the samples contained other types of amoebae not linked to pathogenicity.
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Figure 28: Eye infected with Acanthamoeba, the causative organisms in AK
infections. The cloudy patch on the cornea is due to thousands of invading
amoecbae. Image courtesy of Dr. David Seal.

Figure 29: Light micrograph of Acanthamoeba. This common soil amoeba is
around 20pm in length and easily recognizable by its spiny pseudopodia that
radiate from the cell surface. Scale bar:5pum.

Figure 30: Resistant cysts of Acanthamoeba. When conditions become
hostile (such as food depletion or desiccation) amoebae often form cyst stages.
Cysts are about 12um in diameter and can pass through sand filters commonly
used in water treatment plants. Scale bar:5pum.
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A recent outbreak of AK in the Chicago area (M. Shoff, pers. comm.) has renewed
interest in tap water and amoebae. The present study attempted to find culturable
acanthamoebae and other naked amoebae in the domestic water supply of Huntington, WV.
Amoebae are common in soil and freshwater and frequently exist as both a trophic (i.e. feeding)
form and a resting (i.e. cysts) form. The trophic form of Acanthamoeba is distinctive (Fig. 29)
since the pseudopodial extensions, referred to as acanthopodia, are spiny in appearance.
Acanthamoeba readily form resistant cysts (Fig. 30) that allow cells to survive the water
treatment process. Cyst-forming amoebae other than acanthamoebae were also encountered in
the water supply including Vannella-like and limax amoebae (Fig. 31, 32) perhaps also able to
survive the high chlorine levels since they are able to form cysts. Of turbidity measurements
obtained, levels were high on two occasions (0.33ntu and 2.03ntu). Chlorine levels were within
EPA recommendations (up to 4mg/l) and were <1 mg/l in the months of July to October while
levels >1mg/l were seen in months of June and July (Table 9). This is only the second study
documenting the prevalence of amoebae in U.S. tap water supplies and the first for West

Virginia.
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Table 9: Water samples in five different locations on different days. Out of 173 liters sampled
over 8 months, 31 one-liter samples were positive for amoebae out of which 20 were
acanthamoebae. A wider range of amoebal types was seen in instances where the chlorine level
tested was low.

Date Location # Isolate Turbidity (ntu) Chlorine (mg/l)
04/17/07 1 Acanthamoeba - -
05/17/07 1 Acanthamoeba 0.22 -
05/22/07 2 Acanthamoeba 0.33 -
05/24/07 1 Acanthamoeba 0.30 -
05/24/07 1 Acanthamoeba 0.08 -
05/31/07 1 Acanthamoeba 0.11 -
05/31/07 1 Other* 0.11 -
05/31/07 1 Acanthamoeba 0.11 -
05/31/07 1 Acanthamoeba 0.11 -
06/19/07 1 Acanthamoeba 0.71 1.76
06/26/07 1 Acanthamoeba 1.46 1.75
06/26/07 2 Acanthamoeba 2.03 1.46
07/10/07 1 Acanthamoeba - 1.92
07/16/07 1 Other* - 1.78
07/16/07 1 Acanthamoeba - 1.78
07/26/07 1 Acanthamoeba - 1.88
07/26/07 1 Acanthamoeba - 1.88
08/24/07 5 Acanthamoeba, - 0.03
limax, Vannella
08/24/07 5 Acanthamoeba, - 0.03
limax, Vannella
08/24/07 5 Acanthamoeba, - 0.03
limax, Vannella
08/24/07 5 Acanthamoeba, - 0.03
Vannella
08/24/07 5 Acanthamoeba, - 0.03
Vannella
10/12/07 3 limax - 0.86
10/12/07 3 limax - 0.86
10/12/07 3 limax - 0.86
10/12/07 4 limax - 0.96
10/12/07 4 limax - 0.96
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Date Location # Isolate Turbidity (ntu) Chlorine (mg/l)
10/12/07 4 limax - 0.96
11/09/07 4 limax - 1.39
11/09/07 4 limax - 1.39
11/09/07 4 limax - 1.39

Locations #1 to #4 = Huntington area; Location #5 = Hurricane area (* unidentified protist cysts)

Figure 31: Micrograph (phase contrast) of vannellid
amoeba isolated from tap water (Huntington, WV)
cultured in AS media seeded with prey bacterium E.
coli. Arrow shows broad spatulate hyaline zone
characteristic of the genus Vannella. Scale bar:10pm.

Figure 32: Micrograph (phase contrast) of limax
amocba isolated from tap water (Huntington, WV)
cultured in AS media seeded with prey bacterium E.
coli. Arrow shows conspicuous uroids in the posterior
end of the amoeba. Scale bar:10pum.
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3.2 Characterization of Ctenophore Amoeba

As discussed earlier in chapter one, efforts to characterize the ctenophore amoeba were
predominantly based on morphological and physiological studies. Morphology (and behavior) of
the ctenophore amoeba was determined using light microscopy, fluorescence microscopy and
electron microscopy (SEM). Transmission electron microscopy was not explored in the current
study since it is being conducted by collaborators in the overall project (see details in chapter
one, section 1.8).

Cell Form. Ctenophore amoeba cells in culture were small (ca. 6 um in length) with a
very faint (thin) anterior hyaline zone (Fig. 23). In moving cells, this zone changed shape
rapidly. The appearance of the hyaline zone and its ability to markedly change shape are unusual
features in amoebae (not described previously) and suggest that this is an undescribed species,
and possibly a new genus. Cells had occasional trailing filaments from the posterior uroid. The
morphology and behavior of these amoebae were investigated in this study as an initial step
towards describing a new species.

An interesting feature of this amoeba was that after 48h in culture, cells often began to
fuse and form a network of cells (Fig. 33, 34). Amoebae would remain in this state for several
days (ca. 96 h) before separating and reverting to single uninucleate amoebae. At that time, the
numbers of cells would decrease as cultures entered stationary and death phases. Rapid
population crashes were typical of this isolate and stock cultures rarely survived beyond 168 h.
To maintain stocks, it was important to sub-culture the amoebae regularly, certainly within 7
days.

The morphology of the cell was studied by SEM (Fig. 36). Most attempts to prepare
samples of amoeba on cover-glasses were unsuccessful because cells became dislodged during
preparation. But in the few cells observed, images showed parts of the hyaline zone and a raised
cell body. The cell appeared to be covered by short projections (pseudopodia) that might, in
part, reflect the rapidly changing appearance of cells observed by light microscopy. However, it
should be noted that the appearance of cells in light microscopy and electron microscopy
differed, notably in the extent of the hyaline zone. It is postulated that fixation and preparative
methods may cause cells to shrink and round up. Such shrinkage is a common problem with
electron microscopy preparative methods. This would also account for the loss of samples from

the glass surface.
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Nucleus number, size and structure. In order to determine the nature and size of the
nucleus, a DNA-specific fluorochrome (DAPI) was used for staining. A single nucleus, about
2um in size, was evident confirming that the amoeba was uninucleate (Fig. 35), although when
cells fused they become temporarily multinucleate. The single nucleus was characteristically
amoeboid with a prominent (unstained) central nucleolus.

Rate of locomotion. Least cellular activity was observed at the lowest and highest
salinities (0g/1, 5g/l, 40g/1 and 50g/1). In fact, motion was so slow at these salinities that rates
were not calculated. Locomotion was greatest at 10g/l which was also the salinity that promoted
maximum growth. Here, cells travelled at 0.59 pm sec” (= 35.4 um min™). This translates to
some 6 cell lengths per minute. At 30g/l, the salinity closest to coastal waters, the rate of
locomotion was half the rate at 10g/1 (0.3 pm sec™) (Table 10).

Size. Measurements were made only on locomoting amoebae that were attached to the
substratum for cells cultured at 10g/1, 20g/1 and 30g/1 sea salt. For amoebae growing at 0g/l, 5g/1,
40g/1 and 50g/1 measurements were made on both attached and floating forms since many of the
amoebae were rounded floating forms. Results showed that length and breadth measurements
varied considerably (as evidenced by magnitude of SE) and that even across the range of
salinities promoting maximum growth and attachment (10g/1-30g/l salt) mean dimensions
showed no clear trends. This underscores the variability of sizes within a species. Mean length of
amoebae across these optimum salinities was 5.9 pm. When all the data were considered, the
length across all salinities averaged 5.2 um (Table 10). This slight decrease in mean size was
probably due to the fact that floating cells were rounded and had smaller length dimensions. The
mean cell lengths at salinity (10g/1) and at a salinity close to natural sea water (30g/l) were not
significantly different (p=0.95; 0=0.05) while the differences in the mean cell breadths at 10g/1
and at 30g/1 were significant (p=0.01; 0=0.05). Conversely, the difference in mean cell lengths at
30g/1 (close to natural sea water) and 50g/l (highest salinity) was significant (t-test: p-value=
0.04; a=0.05) while the mean cell breadths at the same salinities (30g/l and 50g/l) was not
significant (p=0.15; 0=0.05). Overall, the ANOVA test showed that the difference in mean cell
lengths at all salinities tested was not significant (p=0.15; a=0.05), while the difference in mean
cell breadths at all tested salinities was significant (p=0.01 : a=0.05). Rounded floating forms of
amoebae were seen at salinities 0g/l and 5g/1 and at higher salinities 40g/1 and 50g/1.
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Table 10: Average length dimensions and average locomotion rate of ctenophore amoeba at

different salinities (n=10)

Salinity Mean Mean Velocity

(o Length(um) SE Breadth(um) SE (um/sec) SE
0 4.8 0.21 2.3 0.18 nd nd
5 4.1 0.45 2.5 0.21 nd nd
10 6.4 1.24 2.4 0.16 0.59 0.1
20 4.8 0.33 2.7 0.33 0.43 0.03
30 6.5 1.00 3.3 0.26 0.3 0.04
40 5.7 0.40 2.8 0.39 nd nd
50 4.2 0.20 3.8 0.20 nd nd

nd= no data
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Figure 33: 12-hour culture of individual amoebae Figure 34: 48-hour culture with now fused amoebae
(ctenophore amoeba) in 32g/1 salinity. Arrows show  (ctenophore amoeba) in the same media, 32g/1 salinity.

amoebae. Growth media also consists of prey Scale bar:7pum.
bacterium E. coli visible in the background. Scale
bar:5um.

e

Figure 35: Amoeba cell fixed with 1% Figure 36: SEM image showing typical morphology of
gluteraldehyde and stained with DNA-specific naked amoeba. Cells round up (after fixation with
fluorochrome (DAPI). Image depicts an unstained gluteraldehyde) and have extending pseudopodia (arrow)
nucleolus visible within a stained nucleus (see attached to the substratum. Definitive identification will
arrow). Scale bar:2pm. require further work with the use of TEM. Scale bar:2pum.
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3.3 Physiological Characterization of Amoebae

Factors useful in physiological characterization of amoebae include determination of
growth rate, generation time and locomotive rate and are usually useful in distinguishing
between species of amoebae (Page, 1988). All three marine isolates in the study (ctenophore
amoeba, mangrove amoeba and ‘marine’ Acanthamoeba) have been subjected to the three above
named factors for characterization. One more isolate, Acanthamoeba tap water isolate no. Al, is
subjected to the same factors for comparison with the ‘marine’ Acanthamoeba isolate.

In addition, two amoebae isolates from tap water isolations (vannellid and
Acanthamoeba) were subjected to varying chlorine levels to determine tolerance to this
disinfectant. The vannellid isolate was used as a control because, like members of the genus
Acanthamoeba, forms resistant cysts when conditions are unfavorable and would therefore form

cysts in the presence of chlorine.

3.3.1 Salinity Tolerance

For all salinity tolerance experiments, growth rates were determined over a range of
salinities (at ambient temperature 25°C). Log;p mean number of cells (n = 3, for ctenophore
amoeba isolate and n=5, for mangrove amoeba isolate) were plotted against time (h) for the
period when amoebae were in the exponential phase of growth (at least three data points
spanning the exponential growth phase were included). This yielded linear relationships for
which regression equations were calculated. Generation times were calculated from the slopes of

the exponential phases of growth after transforming the densities to Log;o mean number of cells.

Ctenophore amoeba

In all cases (0g/1, S5g/1, 10g/1, 20g/1, 30g/1, 40g/1, 50g/1), the fit of the regression lines was
significant (p<0.05) [Figs. 39 a(ii)-g(ii)], and high R? values reflecting the fit of the slope were
obtained (0.64 — 0.97). The maximum mean number of cells recorded per Petri dish was 624,038
amoebae at 20g/l [Figs. 39 a(i)-g(i)]. This density represents the mean yield of cells per dish
(n=3). Lowest yields were obtained at the extreme salinities (both high and low) (Table 11).

Surprisingly, the fastest growth was found at 10g/I salt (doubling time of 7.9h) (Fig. 41).
This was shorter than the generation time at 30g/1 (the salinity of coastal water) where amoebae

divided every 29.9 h. A paired sample t-test comparison between generation times at 10g/l and
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30g/1 yielded a p-value of 0.0058 indicating that these growth rates were significantly different
(o = 0.05). Amoebae grew at Og/l salt (i.e. freshwater conditions), however, the generation time
was found to be 57.1h reflecting slower growth rate. The paired t-test suggests that the difference
in generation times between salinities 0g/l and 10g/l was not significant (p-value=0.24; a =
0.05).

As noted earlier, amoebae did not survive well in culture beyond 168 h. The sudden
decrease in amoebal numbers after this time hints at a possible fastidious requirement of these
amoebae as does the difficulty of establishing cultures from ctenophore tissue known to be rich
in amoebae. Many other free-living amoebae remain viable well into stationary phase, however
ctenophore amoeba rapidly died perhaps in response to lack of essential nutrients, reduced prey
concentrations or a sensitivity to the build up of metabolites. The precise reasons are unknown

but it was important to sub-culture amoebae at least every 6 days.

Table 11: Generation times and regression equations of ctenophore amoebae at each salinity
based on exponential growth for up to 168 h. (n=3)

Maximum

number of
Salinity Generatio  SE between cells
(a/l) ntime (h)  replicates recorded R -square  Regression Equation p-value
0 57.1 5.0 582906 0.64 y =0.009x + 3.800 0.000141
5 30.3 13.7 69338 0.89 y =0.006x +4.171 1.02E-05
10 7.9 0.5 416026 0.96 y = 0.030x + 3.594 6.43E-07
20 25.2 1.0 624038 0.94 y = 0.027x + 4.013 909E-07
30 29.9 43 452457 0.88 y = 0.022x + 4.248 1.33E-06
40 27.6 2.6 391346 0.97 y = 0.024x + 3.900 1.3E-07
50 35.0 3.6 192735 0.88 y = 0.018x + 4.100 6.07E-07
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Mangrove Amoeba

The salinity tolerance of the mangrove amoeba isolate was investigated by subjecting the
amoebae to varying salinities (0g/l, 10g/1, 20g/1, 30g/1, 40g/1, 50g/1). Survival was observed at all
salinities. The maximum number of cells per Petri dish (n=5) recorded was 303,205 at 20g/1
(Table 12). Growth rates were computed from semi-log plots of cell density against time.
Regression equations [Fig. 42 a(ii)-g(ii)] were generated for the exponential phase of growth and
in all cases the fit of the regression lines was significant (p<0.05).

The fastest growth was found at 20g/1 salt (doubling time of 34.0 h). This was shorter
than the generation time at 30g/l (the salinity of coastal water) where amoebae divided every
53.2h. A paired sample t-test showed that the variation in generation times at 20g/1 and 30g/l was
significant with a p-value of 0.043687 (0=0.05). Amoebae grew at Og/l salt (i.e. freshwater
conditions) however the generation time was found to be higher (55.3 h) than at optimum salinity
(20g/1). A paired sample t-test showed that the difference in generation times at 0g/l and 20g/1
was not significant (P=0.14; 0=0.05). Cells took longest to divide at 10g/l where the generation
time was 202.3h. However, in light of the division rates at the other salinities, this result appears
anomalously high, especially since the generation time at 0g/l (AS) was some four times faster.
Overall, there was considerable variation in the division rate data and an ANOVA analysis
showed that the generation times at all tested salinities (0g/1, 10g/1, 20g/1, 30g/1, 40g/1, 50g/1) had
no significant variation (p=0.5; a=0.05). The reason for this variation is unknown, but this
amoeba did tend to be very slow moving such that cells would divide and remain in patches. The
counting method employing random fields of view was prone to recording large differences
between adjacent counts. In hindsight, an improved counting method should have been

developed.
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Table 12: Generation times and regression equations of the mangrove amoeba at each salinity
based on exponential growth for up to 168 h. (n=5)

Maximum
SE number of

Salinity ~ Generation  between cells

(gl time (h) replicates  recorded r -square Regression equation p-value
0 55.3 9.8 94487 0.70 y =0.007x +4.020 2.35E-05
10 202.3 30.7 62756 0.343 y = 0.002x + 4.354 1.47E-06
20 34.0 5.6 303205 0.468 y=0.003x +4.271 3.17E-05
30 53.2 42 116346 0.347 y=0.002x +4.263 8.55E-06
40 63.8 14.3 88846 0.042 y =0.000x + 4.347 1.11E-05
50 88.5 130.0 69808 0.189 y =-0.001x +4.342 3.16E-05
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Acanthamoeba Isolates

In the case of acanthamoebae, a group of amoebae that grow well on agar seeded with the
prey bacterium E. coli, migration rate can be used as an index of growth since migration
(distance travelled along a streak of bacteria) is a reflection of how fast a culture divides. A
rapidly growing strain advances rapidly and shows high density of cells at the advancing front

(Fig. 37).

Figure 37: Photo showing advancing trophic Acanthamoeba moving
along a streak of the bacterium E. coli. Typically these amoebae only
moved a few microns as they fed. Distance travelled in millimeters is
due to replication.

While the tap water strain A2 showed very little growth at extreme salinities and no
growth at 45g/1, both Acanthamoeba isolates (tap water and marine) grew at 0g/l, 5g/1, 10g/1,
15g/1, 20g/1, 25g/1, 30g/1, 35g/1 and 40g/1 (Fig. 38). [Overall, the tap water isolate showed lower
migration rates except at 5g/l and 10g/l where mean migration rate were higher (5.11, SE+0.5
and 5.96, SE+0.4 respectively) than marine isolate (4.58, SE+0.8 and 5.21, SE+1.1
respectively)]. At these salinities (5g/l and 10g/l), the variation in mean migration rates
according to the t-test for the marine isolate and the tap water isolate was insignificant since
separate t-tests at each salinity yielded a p-value of 0.6 (¢=0.05). The best (highest) mean
migration rate for the marine isolate was found at 15g/1 (5.49, SE+0.3) while the tap water isolate
performed best at 10g/1 (5.21, SE£0.4). These optimum salinities (10g/l and 15g/1) are close to
the salinity/osmotic conditions found in the human eye (Dr. D. Seal, pers. comm.) No significant

variation (p-value=0.51) was detected between the two treatments (ANOVA p<0.05) for both
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isolates. Overall, the marine isolate performed better than the tap water isolate since migration
was evident even at the higher salinities (40g/l and 45g/1) while the tap water isolate did not
migrate at all at 45g/1 and advanced minimally at 40g/l (0.09mm/hr). Significant variation in
mean migration rates (t-test; p<0.05) between the two isolates was only seen at higher salinities
i.e. 30g/1, 35g/1, 40g/1 and 45g/1 (0=0.05) suggesting that their physiological properties may be
different. In conclusion, both isolates survived well over a wide salt range (surprising for the tap

water isolate). However, the marine isolate grew better at higher extremes (40g/1-45g/1).

® Marine

3 OTapwater

Migration Ratre {(mm/hr)
Fey

0 5 10 15 20 25 30 35 40 45
Salinity (ppt)
Figure 38: Comparison of migration rates as a measure of growth rates (Booton et al., 2004), of a marine

(A1) and tap water strain (A2) grown at different salinities (0g/1, Sg/l, 10g/1, 15g/1, 20g/1, 25g/1, 30g/1, 35¢g/1
and 40g/1, 45g/1). n=3
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Figure 40: Summary of growth curves for ctenophore amoebae at different salinities (0g/1, 5g/1, 10g/1,
20g/1, 30g/1, 40g/1, 50 g/1)
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Figure 41: Mean generation time for ctenophore amoebae in h at salinities 0, 5, 10, 20, 30, 40, 50 (n=3).
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3.3.2 Chlorine Tolerance of Amoebae

Table 13: Comparing survivability of Acanthamoeba cysts (Tap water strain A2) (A2a — A2f)
versus the cyst-forming vannellid amoeba (S7a-S7f) at varying chlorine concentrations (2 — 200
mg/l). Inoculations were replicated 6 times (a-f) on non-nutrient AS plates streaked with E. coli
as a food source for each chlorine level. Survival of cysts was scored after one week of
inoculation

Chlorine
Conc.
(mg/l)

A2a A2b A2c A2d Ale A2f S7a S7b S7c S7d S7e S7f
AS + + + + + + + + + + + +
2 + + + + + + + + + + + +
4 + + + + + + + + + + + +
6 + + + + + + + + + + + +
8 + + + + + + + + + + + +
10 + + + + + + + + + + + +
12 + + + + + + ¥ + + + + +
14 + + + + + + + + + + + +
20 - + + + + + +
25 - + + + + + +
30 - + + + + + +
35 - + + + + + +
40 + - + + + + + +
45 - + - - - - + + + + + +
50 - - + - - - + + + + + +
200 - - - - - - - - -

AS = Amoeba Saline, +/- = Survival; No survival respectively
¥No inoculation

Approximately 18% of the tap water samples (n = 173) were positive for amoebae with
the majority (12%) positive for the amoeba of interest, Acanthamoeba (Table 14).
The method assumes at least one cell was present on the filter (i.e. from the 1 L sample),
however, it should be noted that some filters probably held more than one cell, so amoebae may
be more prevalent in tap water than reflected in this 18% value.

The dominance by Acanthamoeba was unexpected. The only comparable study for the
U.S. found amoebae in 19.4% of samples but acanthamoebae were only present in 2.8% of
samples. Nineteen different types of amoebae were found in the Florida study but only 3 types
were found in Huntington samples. In addition to acanthamoebae, Vannella (Fig. 31) and an
unidentified elongate limax amoeba (Fig. 32) were present.

Water treatment in Huntington relies on filtration and chlorination. While it is possible

that acanthamoebae survive in the distribution system as living amoebae (trophozoites) within
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the biofilm layer coating pipes, it is most likely they were present as cysts. Consequently, a
series of experiments examined the ability of amoebal cysts to tolerate chlorine. In all the trials
with Acanthamoeba and Vannella, cysts survived up to 14 mg/l chlorine for 24h (Table 13) and
Vannella showed enhanced tolerance surviving up to 50 mg/l chlorine. These levels are far in
excess of permissible levels used by treatment plants. The U.S. Environmental Protection
Agency (EPA) sets an upper limit of 4 mg/l at distribution. Typically, chlorine levels fall
markedly during delivery. Measured levels in the samples taken from faucets ranged from 0.86

to 1.92 mg/1 chlorine.

71



3.4 Molecular Characterization

In the current study molecular characterization was based on ribosomal RNA (rRNA) gene
analysis. Ribosomal RNA genes are universally distributed and are functionally equivalent in all
known organisms. They code for RNAs that can be found in nuclear or mitochondrial genomes
(Mindell and Honeycutt, 1990). Hence, the rRNA gene is a reliable molecular chronometer most
commonly used for defining evolutionary relationships in phylogenetic studies (Sogin, 1985)
whereby nucleotide sequence differences in hypervariable regions on rRNA genes reflect strain
variations.

To carry out molecular characterization it was necessary to isolate DNA from the mangrove
amoeba and from acanthamoebae isolates. Molecular characterization involved use of primers
based on 18S rRNA gene for amplification of probable rDNA fragments with informative
regions on amoebae. The nucleotide base sequences on amplicons were determined either by

direct sequencing or after cloning DNA from PCR products.

3.4.1 DNA Isolation

This study was the first attempt to isolate DNA from the mangrove amoeba isolate. For
acanthamoebae growing axenically (Neff strain, acid tolerant isolate, isolate from fish mucus and
one tap water isolate) it was not difficult to isolate DNA for PCR. However for acanthamoebae
growing on agar plates it was important to monitor growth using a dissecting microscope for a
comparatively higher population of trophs than cysts so that so that enough cells (trophs) were
available for DNA isolation since cysts do not break open easily.

DNA isolation procedures employed in this study (Qiagen’s DNeasy Blood and Tissue kit
and DNA Stat reagent) were non-exclusive to eukaryotic DNA isolation but yielded DNA from
bacterial prey present in the media as well as from amoebae.

DNA isolations were conducted on the mangrove amoeba using DNA Stat reagent (see
section 2.4.1) while Acanthamoeba DNA isolation was carried out using either Qiagen’s DNeasy
kit (section 2.4.1) or DNA Stat reagent. For higher yields, DNA from axenic Acanthamoeba
cultures was obtained using Qiagen’s Kit while DNA from acanthamoebae growing on agar
plates streaked with E. coli was isolated using DNA Stat reagent. The amount of DNA yields

from isolation procedures are summarized in Table 15.
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3.4.2 Determination of DNA quality

In the current study, the purity of genomic DNA (based on 260/280 OD ratio) and
nucleic acid concentration (ng/ul) was determined using a NanoDrop ND-1000
Spectrophotometer (see table 15 for values). This was done to ensure that high quality DNA was
being used for PCR.

Table 15: Summary table of cell counts, DNA yields and 260/280 OD ratio of DNA extracts
from mangrove amoeba and acanthamoebae isolates in the study

Isolate ID No. of Cells Total amount of 260/280 ratio
DNA (pg) *

Mangrove amoeba

3.3x 10" 222 2.35
Mangrove amoeba

52x 10" 0.97 2.15
Acanthamoeba “marine” isolate *
(A1) 3.73X 10° 0.45 2.10
Acanthamoeba tap water isolate
(A2)* 5X 10° 30.33 2.10
Acanthamoeba tap water isolate
(A3)* 1.99 X 10° 22 2.03
Acanthamoeba tap water Isolate
(A4)* 5.83 X 10° 76 1.78
Acanthamoeba tap water Isolate
(A5)* 4.13X 10° 30 1.86
Acanthamoeba acid tolerant
isolate (BP) * 5X 10° 65 1.83
Acanthamoeba sp. isolated from
the mucus of a marine fish (FH) © 5 X 10° 12.72 0.63
Acanthamoeba castellanii Neff
strain (A6) 5X10° 220.43 2.06

NB:

*260/280 OD ratio of approximately 2 is optimal for PCR reactions.

¥Axenicization attempts were unsuccessful and cells were cultured and maintained on agar plates streaked with prey bacterium E. coli. Cultures
(trophozoites) were harvested for DNA extraction not more than 3 days after a new culture had been established. Several attempts were made to
extract DNA from Acanthamoeba cysts but no DNA was isolated. “Acanthamoeba strains were successfully grown axenically. “Acanthamoeba
castellanii (Neff strain ATCC no. 30010), commonly used lab strain maintained in the Dr. Wendy Trzyna’s laboratory (Biology Department,
Marshall University) included in the study to serve as a control. All tap water Acanthamoeba strains (A2, A3, A4, and AS) were obtained from
Huntington’s (WV) domestic tap water.
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3.4.3 Polymerase Chain Reaction

3.4.3.1 Primer Design

For genotyping of Acanthamoeba isolates, the well established genus-specific primer
pair, JDP1/JDP2, (Booton et al., 2004; Schroeder et al., 2001) was used here. PCR products for
all Acanthamoeba isolates examined in this study were in the expected size range of 450bp to
550bp.

Because the mangrove amoeba had not been previously described and no molecular data
was available for this isolate, various primer sets based on highly conserved sequences and used
previously to amplify 18 rRNA gene sequences from other naked amoebae were selected for
these studies.

Optimization of PCR employed variables such as varying the annealing temperatures, use of Q-
solution, and altering Mg*" concentration (the optimization variables are discussed in section
2.4.3.3).

Optimizing Primers and Annealing Temperatures. Smirnov (2007) reported that when he
came across species of amoebae that were difficult to amplify “custom-made” primers were used
to amplify the SSU rRNA gene in several fragments (Smirnov et al., 2007). The mangrove
amoeba isolate in this study also proved difficult to amplify despite the application of different
primer sets and numerous attempts to optimize various PCR reaction parameters.

The primer pair, Silb-F/Silb-R, was used previously to amplify an 18S SSU rRNA
fragment from Vannella anglica (Smirnov et al., 2007). Using this pair, a series of PCR reactions
were run using various annealing temperatures including ; 42°C, 45°C,48°C, 55°C, 56°C, 58°C,
(melting temperatures for Silb-F/Silb-R are 63°C and 58°C respectively). PCR products obtained
yielded multiple bands of different sizes (ranging from 200bp to 1800bp) at different annealing
temperatures investigated with this primer set (Silb-F/Silb-R) as visualized by ethidium bromide
staining on agarose gels as shown in Figs. 46-50 for 42°C, 45°C,48°C, 55°C. Overall, this
primer set (Silb-F/Silb-R) did not yield highly specific products using the PCR conditions
described in the methods section. However, a prominent band at approximately 800bp was
obtained repeatedly at temperatures of 42°C, 45°C, and 55°C.

A similar trend was noted with primer sets Rib-F/F-R (melting temperatures 62°C and

58°C respectively) and Med-F/Med-R (melting temperatures 63°C and 58°C respectively) (Figs.
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45, 48). Rib-F/F-R were also used previously by Smirnov et al. (2007) to amplify an 18S SSU
rRNA fragment from Vannella anglica. In an attempt to reduce the presence of non-specific
products, the Rib-F/F-R was remade and subjected to more rigorous purification procedures.
When this highly purified Rib-F/F-R primer set was used (annealing temperature 55°C), the
multiple bands previously observed with the non-purified form of these primers were eliminated
and one distinct band (~800bp) was observed on ethidium bromide stained gels (Fig. 45b). This
band was excised from gels and sequenced. At an annealing temperature of 42°C, however, this
same Rib-F/F-R primer set yielded multiple PCR products, although the most prominent band
was still observed at ~800bp. A similar outcome was observed with the Med-F/Med-R primer set
at annealing temperature 48°C (Fig. 48). A PCR product of ~1800bp was expected for both of
these primer sets (Rib-F/F-R and Med-F/Med-R). A faint band of this size is visible in Figs. 47a
and 53. Additional experiments are needed to further optimize the PCR conditions in order to
determine if this is the relevant band. When the Rib-F/F-R primer pair was used with
Acanthamoeba Neff strain genomic DNA as template in PCR, (at an annealing temperature of
55°C), a single band of the expected size (~1800bp) was obtained (Fig. 45¢).

From these experiments, the optimal annealing temperature for all three primer sets (Silb-
F/Silb-R, Rib-F/F-R and Med-F/Med-R) was determined to be 55°C (-7°C and -3°C melting
temperature, respectively). Consequently, this annealing temperature (55°C) was applied to PCR
reactions designed to optimize other reaction parameters including Mg®" concentration and the
addition of Q-solution (Qiagen), described below.

A fourth primer set Primer set, 12.2f/S20r (melting temperatures 52°C and 61°C,
respectively) used by Smirnov et al. (2007) to amplify a smaller rDNA fragment (~680 bp) from
Vannella anglica, was also used. Results yielded multiple bands (~650bp and ~550bp) at
annealing temperatures 48°C and 50°C respectively as visualized by ethidium bromide staining
on the gel (Figs. 51, 52), although the most distinct band at both temperatures was observed at
~650bp.

The final primer set considered in the mangrove amoeba study was 570C/1200R (melting
temperatures 54°C and 54°C, respectively). Weekers et al. (1994) used this primer set to amplify
SSU rRNA genes of Hartmannella vermiformis (a naked amoeba) and obtained a PCR product at
~900bp. In the current study amplification using this primer set (570C/1200R) was carried out at
annealing temperatures 42°C and 48°C. This yielded a PCR product of ~350bp as determined by
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agarose gel electrophoresis and a faint band ~1300bp was also seen on the ethidium bromide
stained gel (Fig. 53). At higher annealing temperatures (50°C and 52°C) no amplified products
were evident on the gel.

Mg 2* Concentration. The presence of Mg>" ions is required for the activity of Taq
polymerase and the concentration of Mg®" can affect the outcome of PCR reactions.
Experimental PCR reactions were carried out using the Silb-F/Silb-R primer set. Even though
varying magnesium concentrations were used (2.5mM, 3mM, 3.5mM and 4mM) no notable
change in the resultant PCR products was detected. At all concentrations tested multiple bands
were obtained on ethidium bromide stained gel although some slight differences in intensity of
bands was observed (Fig. 54).

Q-Solution. Ribosomal RNAs contain considerable amounts of within-molecule base
pairing to form specific secondary structures (Mindell and Honeycutt, 1990). The secondary
structures of rRNA may result in weak non-specific binding in a PCR reaction.

In the current study, Q-solution, a reagent that is supplied in Qiagen kits to reduce the
effect of secondary structure of rRNA was used. Primers used in this experiment were Rib-F /F-
R. In this case even though amplification was expected, no amplification was achieved for PCR
reactions with added Q-solution (1pl per 25ul total PCR reaction volume) as determined by
ethidium bromide staining of agarose gel (data not shown). No further trials using Q-solution

were conducted.
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Figures 45 (Panel a, b): Agarose gels stained with ethidium bromide showing PCR products
amplified from mangrove amoeba DNA using Rib-F/F-R primer set at annealing temparatures 42°C
(panel a, lane 2) and 55°C (panel b, lane 3). Both lane 2 (panel a) and lane 3 (panel b) show a distinct
band of size ~800bp. Panel ¢ shows agarose gel stained with ethidium bromide of PCR product from
Acanthamoeba Neff strain (positive control) where Acanthamoeba Neff strain DNA was amplified
using Rib-F/F-R primer set (panel c, lane 5) at an annealing temperature of 55°C and using
570C/1200R primer set (panel c, lanes 3,4) at annealing temperature of 50°C. Lane 5 (panel c) shows
a band of size ~2000bp. Lane 1 in panels a, b, ¢ show 1kbp ladder. Arrows to the right of the gels
show bands of interest.

000bp —— 2000hy:
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Figure 46 Figure 47

Figures 46, 47: Agarose gels stained with ethidium bromide showing PCR products
amplified from mangrove amoeba DNA using Silb-F/Silb-R Primer set at annealing
temparatures 42°C (Fig. 46. Lane 3) and 45°C (Fig. 47, lane 2). PCR yielded non-specific
products. The expected band size using Silb-F/Silb-R primer set was ~1800bp. Lane 1 (Fig.
46) and lane 2 (Fig. 47) shows 1kbp ladder. Arrows to the right of the gel in Fig. 46 and to
the left of Fig. 47 show bands of interest.
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Figures 48, 49: Agarose gels stained with ethidium bromide showing PCR products
amplified from mangrove amoeba DNA using Silb-F/Silb-R primer set at annealing
temparature 48°C (Fig. 48, lane 3), Med-F/Med-R primer set at an annealing temparature of
48°C (Fig. 48, lane 4) and Silb-F/Silb-R primer set at annealing temparature 55°C (Fig. 49,
lane 4). PCR yielded non-specific products. Lane 1 shows 1kbp ladder in both figures. Arrow
to the right of the gel shows band of interest.

T 23 4 56 7 8

2000bp

650Bp ——— 5

Figure 50

Figure 50: Agarose gel stained with ethidium bromide
showing PCR products amplified from mangrove amoeba
DNA using Silb-F/Silb-R Primer set at annealing
temparatures 56°C (lanes 4, 5) and 58°C (lanes 6, 7). PCR
yielded non-specific products. Lane 1 shows 1kbp ladder.
Arrow to the right of the gel shows band of interest as
previously seen in Fig. 45b of a distinct band ~800bp
obtained using Rib-R/F-R primer set (see Fig. 45b).
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Figure 51, 52: Agarose gels stained with ethidium bromide showing PCR
products amplified from mangrove amoeba DNA using 12.2{/S20r primer
set at annealing temparatures 48°C (Fig. 51, lane 2) and 50°C (Fig. 52, lane
2). The expected band size using 12.2f/S20r primer size was ~680bp. Lane
1 shows 1kbp ladder in both figures. Arrows to the right of the gels show
bands of interest.

2000i3p

$50bp

Figure 53

Figure 53: Agarose gel stained with ethidium bromide showing
PCR products amplified from mangrove amoeba DNA using
570C/1200R primer set at an annealing temparature of 48°C. A
band of size ~350bp band was obtained (lane 2). A faint band
~1300bp (lane 2) was also resolved on the gel. The expected band
size with this primer set was ~900bp. Lane 1 shows 1kbp ladder.
Arrows to the right of the gel show bands of interest.
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Figure 54: Agarose gel stained with ethidium bromide showing
PCR products from mangrove amoeba DNA amplified using Silb-
F/Silb-R primer set at different MgCl, concentrations. Annealing
temperature for this reaction was set at 55°C. Lane 2 and 3:
Empty; Lane 4: MgCl, 2.5 mM; Lane 5: MgCl, 3 mM; Lane 6:
MgCl, 3.5 mM; Lane 7: MgCl, 4mM; Lane 8: empty. No visible
effect was seen with change in MgCl, concentrations. Lane 1:
1kbp ladder.
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3.4.4 Polymerase Chain Reaction on Acanthamoeba Isolates

Marine Acanthamoeba Isolate. The amount of DNA required for optimal amplification of
the ‘marine” Acanthamoeba isolate using Acanthamoeba-specific primers JDP1/JDP2 was Ing
per 25ul PCR reaction. Amplified DNA of the ‘marine’Acanthamoeba isolate yielded a band at
~470 bp (see Fig. 55) defined by ethidium bromide staining. This band was excised and DNA
was purified by gel purification prior to direct sequencing of the PCR product.

Tap water Isolates. Tap water Acanthamoeba isolates (Al, A2, A3, A4) required
different amounts of DNA concentration for PCR. In order to amplify DNA from isolate no. Al,
50ng DNA template was used for a 25ul PCR reaction. Amplification of three (A2, A3, A4) of
the four tap water isolates was not straightforward hence it was necessary to determine the
optimum amount of DNA template required for each PCR reaction. Isolates no. A2 and A4 were
difficult to amplify a second time. The initial amplification of isolates A2 and A4 were obtained
during preliminary experiments in this study and DNA concentrations were not determined at
that time. Nonetheless, PCR reactions were carried out for isolates A2 and A4 and PCR products
were sequenced directly using primers 892/892C (Acanthamoeba sequencing primers).
Amplification of isolate no. A3 required 5ng DNA template per 25ul PCR reaction. Bands of
~450bp were obtained (Figs. 56, 57) for each of the isolates (A2, A3, A4, AS). Bands were
excised and gel purified (Qiagen) prior to sequencing.

Acid tolerant Acanthamoeba Isolate. Acanthamoeba-specific primers (JDP1/JDP2) were
used to amplify DNA from the acid tolerant strain (BP). The PCR product showed positive
results with a band size of ~490bp (Fig. 58).

Acanthamoeba Isolate from Fish Mucus. The Acanthamoeba isolate from fish mucus was
amplified using Acanthamoeba-specific primers JDP1 and JDP2 and yielded a band of ~440bp
(Fig. 59).

Acanthamoeba castellanii (Neff strain). The eukaryotic primer set, 570C/1200R, used to
amplify Acanthamoeba spp. and Hartmannella spp. in previous studies (Weekers et al., 1994)
was used for PCR reactions to amplify mangrove amoeba (mangrove amoeba) as shown in Fig.
45c and Fig. 61. In order to establish validity of the primers DNA from Acanthamoeba spp.
(Neff strain) which was cultured axenically in Dr. Wendy Trzyna’s laboratory (Biology
Department, Marshall University) was amplified using this primer set (570C/1200R) and this
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was done at two primer concentrations (2mM and 10mM) at annealing temperature 50°C. Both
concentrations resolved a band at ~1300bp as seen on agarose gel stained with ethidium bromide
(Fig. 61, lanes 2-5). The same strain (Acanthamoeba Neff strain) was amplified using

Acanthamoeba-specific primers (JDP1/JDP2) and resolved a band of expected size of ~450bp

(Fig. 60).
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Figure 55, 56: Agarose gels stained with ethidium bromide showing PCR products
amplified from ‘marine’ Acanthamoeba isolate (A1) (Fig. 55, lane 3) and tap water
Acanthamoeba isolate (A2) (Fig. 56, lane 3). Amplification was done using
Acanthamoeba-specific primers JDP1/JDP2 and yielded bands of expected size (450-
500bp). Lane 1 shows 1kbp ladder in both figures. Arrows to the right of the gels
show bands of interest.
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Figure 57, 58: Agarose gels stained with ethidium bromide showing PCR
products amplified from tap water acanthamoebae A3, A4, AS (Fig. 57
lanes 2, 3, 4, respectively) and acid tolerant Acanthamoeba strain (BP)
(Fig.58, lane 2). Amplification was done using Acanthamoeba-specific
primers JDP1/JDP2 and yielded bands of expected size (450-500bp). Lane
1 shows 1kbp ladder in both figures. Arrows to the right of the gels show

bands of interest.
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Figure 59, 60: Agarose gels stained with ethidium bromide showing PCR products
amplified from Acanthamoeba isolate from fish mucus (FH) (Fig. 59, lane 2) and
Acanthamoeba Neff strain (Fig. 60, lane 3). Amplification was done using
Acanthamoeba-specific primers JDP1/JDP2 and yielded bands of expected size (450-
500bp). Lane 1 shows 1kbp ladder in both figures. Arrows to the right of the gels show

bands of interest.
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Figure 61

Figure 61: Agarose gel stained with ethidium bromide showing
Acanthamoeba Neff strain PCR product amplified using eukaryotic primer
set 570C/1200R. Lanes 2 and 3 show PCR product using this primer set
(570C/1200R) at 2mM concentration while lanes 4 and 5 show PCR
product using the same primer set (570C/1200R) at 10mM concentration.
This PCR was done to establish optimal primer concentration for
subsequent reactions with this primer set. Lane 1 shows 1kbp ladder.
Arrow to the right of the gel shows bands of interest.
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3.4.5 TA Cloning of Gel Purified PCR products

Mangrove Amoeba Isolate

PCR products were ligated into a TA vector and successfully transformed into competent
E. coli cells. Positive colonies containing inserts (white colonies) were purified and screened by
restriction digestion analysis prior to sequencing. Four bands (lane 1) were resolved. Band (a)
~3900bp (Fig. 62) corresponds to size of TA vector inserts (vector map; www.invitrogen.com)
while band (b) ~800bp (Fig. 62) corresponds to size of the PCR product from the mangrove
amoeba (ligate). Additional bands [band (c) ~450bp and Band (d) ~390bp (Fig. 62)] may
represent cleavage products of the 800bp band, however these smaller bands were not analyzed
further. Lane 3 (Fig. 62) is the undigested clone [band (e) ~4700bp (Fig. 62)] and corresponds to
size of TA vector plasmid plus the ~800bp PCR product.
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Figure 62: Agarose gel stained with ethidium bromide
showing restriction digestion done using EcoRI restriction
enzyme (lane 2) of purified PCR product of mangrove
amoeba (800bp fragment). Four bands (lane 1) were
resolved. Band (a) ~3900bp, band (b) ~800bp, band (c)
~450bp, band (d) ~390bp and band (¢) ~4700bp.
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Acanthamoeba Isolates

Tap water Isolates. Restriction digested cloned DNA of Acanthamoeba tap water strain
A2 was analyzed on a 0.8% agarose gel, resolving two distinct bands; one being the expected
size corresponding to the PCR product before cloning (~470bp) (Fig. 63 bands no. ii and iv) and
the other fragment corresponding to the TA vector before ligation (~3900bp). This indicated that
the plasmid had been fully digested (vector map; www.invitrogen.com). Control lanes of
undigested recombined plasmids were also run on the same gel, resolving a distinct fragment of
about 4390bp (Fig. 63 band no. ii1) corresponding to a combined size of the PCR product and the
TA vector (490bp + 3900bp).

Acid tolerant Acanthamoeba Isolate. PCR products amplified from Acanthamoeba strain
(BP) genomic DNA using JDP1/JDP2 primer set were cloned into the TA vector. To confirm the
presence of insert, plasmids were restriction digested with EcoRI and analyzed by agarose gel
electrophoresis. This resolved two distinct bands; one being the expected band corresponding to
the size of the PCR product before cloning (~490bp) (Fig. 64, band no. ii) and the other fragment
corresponding to the TA vector without insert (~3900bp) (Fig. 64, band i). Control lanes of
undigested plasmid were also run on the same gel, resolving a fragment of about 4390bp (Fig.
64, band no. iii), which correspond to the combined size of the PCR product and the TA vector
(490bp + 3900bp). Restriction digestion of plasmids yielded two fragments (a, b).

Acanthamoeba castellanii (Neff strain). PCR products were purified and ligated into a
TA vector, and transformed into competent E. coli cells. Restriction digested samples revealed
band sizes corresponding to the PCR product size and linearised TA vector plasmid (Fig. 65;
lanes 3 and 5) while undigested control samples of plasmid DNA resolved a larger band size, ~

4300bp, consisting of the PCR product (~3900bp) (Fig. 65; lanes 4, 6).
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Figure 63

Figure 63: Agarose gel of restriction digests stained with
ethidium bromide showing PCR product of tap water
Acanthamoeba isolate (A2) in lane 2. Lane 3 shows the
corresponding undigested clone of tap water
Acanthamoeba isolate (A2). Digested plasmids yielded
two fragments (bands a, b). Undigested plasmid reveals a
band ~4390bp indicating no digestion in the absence of
EcoRlI restriction enzyme. Lane no. 1: 1kbp ladder.
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Figure 64: Agarose gel of restriction digests stained with
ethidium bromide showing PCR product of acid-tolerant
Acanthamoeba isolate (BP) in lane 2. Lane 3 shows
corresponding undigested clone of acid-tolerant
Acanthamoeba isolate (BP). Undigested plasmid reveals a
band ~4390bp indicating no digestion in the absence of
EcoRI restriction enzyme. Lane no. 1: 1kbp ladder.
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Figure 65: Agarose gel of restriction digests stained with ethidium
bromide showing PCR product of Acanthamoeba Neff strain (A6)
in lane 2. Undigested plasmid reveals a band ~4390bp indicating
no digestion in the absence of EcoRI restriction enzyme. Lane 3
shows digested plasmid yielding a fragment with a size that
corresponds to the PCR product size of Acanthamoeba Neff strain
(A6) approximately 490bp. Control lanes with undigested plasmid
in lane 3 show a band (c) ~4390bp indicating no digestion in the
absence of EcoRlI restriction enzyme. Lane no. 1 shows a ladder of
size 1kbp.



3.5 Sequencing Analysis

PCR products generated throughout these studies were sequenced. PCR products were either
direct sequenced or cloned prior to sequencing. For sequencing from clones, plasmid sequences
were appropriately trimmed from either side of the insert to eliminate plasmid DNA sequences

from the analysis.

Mangrove amoeba

For the mangrove amoeba, PCR products and clones (as described in previous sections)
were sequenced. Sequencing results are included in Appendix II. Sequences were subjected to
BLAST  search  analysis against all  available sequences in  GenBank
(http://blast.ncbi.nlm.nih.gov/Blast.cgi). The most significant matches obtained were protozoan
sequences including a marine flagellate Telonema antarcticum as well as two protists used in
Medlin et al.’s study (1988); Plasmodium falciparum and Dictyostelium discoideum a soil-living
amoeboid slime mould. No amoeba matches were obtained. However, since there has been
relatively limited research on the identification of naked amoebae at the molecular level, and
hence limited amoebal sequences available in GenBank, it is not surprising that a search for
matches failed to yield matches to amoebal sequences. Sequence matches obtained were

protozoan which is encouraging for further studies.

Acanthamoeba spp.

Acanthamoeba isolates were characterized based on 18S SSU rRNA gene using well
established primers for diagnostic fragment 3 (DF3, approximately 100bp) (Booton et al., 2004).
Even though the DF3 region is not as robust for phylogenetic tree building this region, used
reliably in previous acanthamoebae genotyping studies (Booton et al., 2004) was used in this
study to identify genotypes. After comparing nucleotide bases of the DF3 hypervariable region
on experimental strains and Acanthamoeba strains available in GenBank, results showed that the
marine Acanthamoeba strain matched T3 designates, particularly T3 designate referenced
S81337 in GenBank (78%), as shown in Figure 66.

Two of the four tap water strains (strains A2, A3) were most similar to T4 designates
referenced U07410 and AF140721 (69%) (Figs. 66, 67). The Neff strain (positive control) was a
T4 designate as expected (100%) (Figs. 66, 67). The Acanthamoeba strain from fish mucus (FH)
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matched T5 designates from GenBank (78%) (Figs. 66, 67). The acid tolerant strain from
Berkley Pit, Montana (BP) was highly similar to pathogenic T4 designate Acanthamoeba
castellanii (98%) (Figs. 66, 67). Strains A2 and A3 were closely related to each other and to
members of T4 designates (Fig. 66). Tap water strains A4 and A5 were close to each other and to
T9, T12 designate clade. (Figs. 66, 67). Figure 66 presents the resulting phylogenetic tree under
maximum parsimony algorithms (tr: tv weighting 1:1) which exhibited the best statistical support
for a maximal number of clades. Numbers under clades represent bootstrap support based on 100
replicates. Figure 67 presents genetic distance matrix (uncorrected “p”) for 7 Acanthamoeba
strains from the current study (Acanthamoeba Neff strain, A6, was used in this study as a

positive control). Details of tree parameters are provided in the figure legends.
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Figure 66: Maximum Parsimony (MP) tree; transition: transversion 1:1; Gaps are treated as "missing"; Balamuthia
mandrillaris as outgroup. Of 749 total characters, 246 are constant, 226 are parsimony-informative. Bootstrap values
> 50% (parsimony criterion) are indicated at nodes. KEY: Al1=Acanthamoeba marine strain; A2, A3, A4,
AS5=Acanthamoeba tap water strains; A6=Acanthamoeba Neff strain. BP=Acanthamoeba acid tolerant strain;
FH=Acanthamoeba strain from fish mucus. Acanthamoeba strains from GenBank used in alignments and
represented in tree include Acanthamoeba lenticulata JCI (U94739), A. lenticulata 7327 (U94731), A. polyphaga
JacIS2 (U07415), A. castellanii Neff (U07416), Acanthamoeba castellanii Castellani (U07413), Acanthamoeba sp.
Czech 4436 (AF140721), A. griffinii TIOH37 (S81337), A. griffinii S7 (U07412), Acanthamoeba comandoni
(AF019066) and Acanthamoeba healyi V013 (AF019070).
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1 2 3 4 5 g 7 3 g 10 11 12 13

1 581337 -

2 Unv4lz 0.00810 -

3 U94738 0.08428 0.08239 -

4 U94731 0.08433 0.08246 0.00447 -

5 Fish mucus 0.11330 0.12283 0.05658 0,06638 -

8 Balamuthia  0.14302 0.14572 0.1544% 0.15428 0.23680 -

7 U07418 0D.08976 0.08593 0.09173 0.00183 0.11984 0.15127 -

8 U07415 0.06975 0.,08593 0,08173 0,02183 0,11084 0,15127 0,00000 -

9 Af 0.06484 0.04444 0.07707 0.07708 0.08143 0.14386 0.00000 0.00000 -
10 AF140721 0D.06184 0.05264 0.08652 0.09882 0.09725 0.145681 0.036824 0.03624 0.03880 -
11 UDv413 0.07373 0.07230 0,08228 0,09479 0,13409 0.168Y5 0.08248 0.05248 0.03148 0,02146% -
12 BP 0.06B40 0.04716 0.0¥823 0.07868 0.07504 0.14913 0.03480 0.03480 0.03308 0.02408 0.00222 -
13 AZ 0.04428 0.04450 0.07483 0.07486 0.08124 0.14631 0.02222 0.02222 0.02194 0.00745 0.01328 0.01538 -
14 A3 D.0E732 0.0873% 0.08198 0.00345 0.08843 0.17882 0.02983 0.02993 0.02973 0.01481 0.02223 0.02340 0.0051%
16 Al 0.06141 0.,0707v8 0,12620 0,12632 0,15706 0.17717 0.10082 0,10082 0.0¥858 0,088%92 0,11442 0,07588 0.06743
16 Ab 0.1128¥ 0.1000% 0.136%8 0.14127Y 0.6303% 0.14368 0.069586 0.08988 0.07128 0.01988 0.05008 0.05518 0.03128
17 24 D.37880 0.37850 0.42787 0.42750 0.58353 0.47454 0.36384 0.36384 0.35896 0.37185 0.38530 0.3B875 0.33434
18 T% 0.63354 0.62097 0,61308 0,61385 0,59184 0.61736 0.83065 0.63085 0.62070 0.62146 0.63417 0.62925 0.,61754
1% T12 0.875368 0.67378 0.88871 0.8983% 0.68801 0.71853 0.88340 0.88349 0.6Y810 0.87671 0.68540 0.688568 0.67438

Uncorrect=d ("p") distance matriz (continued)

18 17 18 18
15 AL -
17 44 0.20141 -
18 AF018068 0.84872 0.68653 -
19 AF018070 0.86304 0.66864 0.5886E -

Figure 67: Distance matrix (uncorrected “p”) showing dissimilarity values (% differences). KEY: Al=Acanthamoeba marine strain; A2, A3, A4,
AS=Acanthamoeba tap water strains; A6=Acanthamoeba Neff strain (lab strain). BP=Acanthamoeba acid tolerant strain; FH=Acanthamoeba strain from fish
mucus. Acanthamoeba strains from GenBank used in alignments and represented in tree include Acanthamoeba lenticulata JCI (U94739), A. lenticulata 7327
(U94731), A. polyphaga JacIS2 (U07415), A. castellanii Neff (U07416), Acanthamoeba castellanii Castellani (U07413), Acanthamoeba sp. Czech 4436
(AF140721), A. griffinii TIOH37 (S81337), A. griffinii S7 (U07412), Acanthamoeba comandoni (AF019066) and Acanthamoeba healyi V013 (AF019070).
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Chapter I'V: Discussion

Amoebae are ubiquitous in the marine environment and Page (1983) remarked that he
had never failed to isolate amoebae from a sample of seawater. Accordingly, various studies
have shown that naked amoebae are numerically important in marine habitats. For example,
Rogerson and Laybourn-Parry (1992) reported up to 43,000 amoebae 1" in the Clyde estuary
water column in Scotland while Anderson and Rogerson (1995) found up to 15,600 amoebae at
the same site in a follow up study. More recently, Rogerson and Gwaltney (2000) reported up to
104,000 amoebae I in subtropical Florida in the water column of a mangrove site while
Anderson (1998) counted 75,000 amoebae 1" in a brackish pond in Bermuda. In the Florida
mangrove study, 91.67% of all planktonic amoebae were attached to suspended flocs (Rogerson
et al., 2003) probably derived from resuspended sediments. Since amoebae posses pseudopodia
the high numbers of amoebae at these sites are thought to be predominantly floc-associated
(Rogerson et al., 2003). In a previous study, Rogerson et al. (2000) found numbers of amoebae
ranging from 438 to 13,035 cm™ in beach sediments at Kames Bay, Isle of Cumbrae, Scotland,
UK and Dania Beach, FL, USA. Likewise, Smirnov and Thar (2003) recovered 17 species of
amoebae from 2mm’ sandy sediments from the brackish-water Niva Bay (Baltic Sea, The
Sound).

It is not atypical that the presumed symbiont, encountered on ctenophore comb plate
surface, and the amoeba isolated from mangrove waters in Florida were new to science. In a
study by Rogerson and Hauer (2002), 40% of amoebae isolated from the Salton Sea, California,
were considered to be new, undescribed species. The same study illustrated an impressive
diversity with 45 different taxa reported from a single body of water. Likewise, in mangrove
waters, 43% were estimated to be new species (Rogerson and Gwaltney, 2000). Butler and
Rogerson (2000) encountered several isolates that were probably new species and most were
very small (<10um) in size. The small size and lack of rigid morphological features on which to
base identifications may be a major reason why few workers have chosen to study this group of
protists and the many undescribed species. Studies by Anderson and Rogerson (1995), Butler
and Rogerson (1995), and Rogerson and Gwaltney (2000) have all shown that about 60% of all
amoebae isolated are less than 10um in size and yet less than 10 species in this size range have

ever been described in the literature.
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As earlier noted, the specific aim of this study was to characterize three unusual amoebae
(ctenophore amoeba, mangrove amoeba and Acanthamoeba spp.) using morphological and
physiological features. Two of these species (ctenophore amoeba and mangrove amoeba) may be
new to science and the third amoeba (Acanthamoeba spp.) may be a new genotype. In light of
this, the study serves as an initial step towards identifying new species. It also serves to alert
future workers in microbial ecology about these new isolates that could easily be overlooked.
The most notable feature of the ctenophore amoebae was its unusual and distinctly wavy hyaline
edge that changed shape rapidly. Unlike the hyaline zone of other amoebae (such as the
vannellids), this zone was markedly transparent and could only be detected by careful
observation (Fig. 23). Normally, the zone is dark in amoebae with a prominent hyaline cap when
observed under phase contrast microscopy, however, the indisctict zone in the ctenophore
amoeba indicates that it was thicker than normally found on other fan-shaped amoebae (thin
objects in phase contrast are rendered dark). The nature of the hyaline zone, and the small size of
the cell, suggests that the amoeba is undescribed and new to science.

Stock cultures for characterization were provided by Ms. C. Versteeg (Nova Southeastern
University, Florida). However, part of the study was to use enrichment cultivation methods to
attempt to isolate naked amoebae, including the ctenophore amoeba, from comb plates of
ctenophores from the Gulf of Florida. Unfortunately, attempts to isolate this amoeba were
unsuccessful and confirmed the results of Versteeg (MS, Thesis, 2007). Using slightly different
media formulations in an attempt to improve isolations, the trials here yielded only ciliates (Fig.
26a, b), flagellates (Fig. 25) and a Vexillifera-like amoeba (Fig. 24). Comparable results were
observed by Versteeg (MS, Thesis, 2007) in her earlier study although she did isolate 11
morphotypes of amoebae including the Vexillifera-like isolate encountered in the current study.
Versteeg isolated the presumed symbiont on only a few occasions (i.e. in 2% of the 94
ctenophores processed) although direct observation showed that the surface of about 90% of all
ctenophores harbored amoebae. In the present study, 28 ctenophores were processed but none
yielded the presumed symbiont. Failure to isolate the ctenophore amoeba from comb plates in
the current study may have been due to the smaller number of animals processed or due to the
different media formulations that were used. One fact is clear, although these amoebae are
common on the ctenophore surface, both Versteeg’s results and the present data showed high

densities on the surface, they are fastidious in growth requirements when attempting to isolate
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them into cultures constituting bacterial prey. However, once established, the amoebae grow
rapidly and demonstrate that this partnership is not an obligatory association between amoebae
and the ctenophore comb plates.

The isolate does bear a resemblance to a described genus. The broad hyaline zone and the
conspicuous trailing uroidal filaments observed in this amoeba are characteristic of members of
the family Flabellulidae. Interestingly, a member of this family, Flabellula calkinsi, a free-living
amoeba, has been reported to be associated with marine invertebrates (Page, 1983). The
ctenophore amoeba is considerably smaller that this species but may belong to the genus. It
should be noted that a very similar isolate was reported by Rogerson and Gwaltney (2000) from
mangrove waters. Thus, the fact that they grow in culture and its presumed presence in sub-
tropical regions suggest that this may be a free-living amoeba capable of thriving on the
ctenophore surface; an opportunistic pathogen if it is indeed digesting comb plates. Baldock et
al., 1980 presented a relationship between cell size (volume) of free-living amoebae and
generation time. This regression of log;y generation time against logjo cell size (volume) was
determined for free-living amoebae growing at various temperatures (10°, 15 °, 20 °, 25 ©). This
was based on a view expressed by Fenchel (1974) that there exists a general relationship between
growth rate and body size for all microorganisms. The location of the amoebae on the curve was
examined. Cell volume of the ctenophore amoeba was estimated from the relationship log; cell
volume (um’) = 0.882 + 3.117 logyo nuclear diameter (um) (Rogerson, 1993). With a nuclear
diameter of 2 um, the volume was estimated to be 66.06 um’. The optimum generation time of
7.9 hours at 10g/l showed that the ctenophore amoeba has a growth rate faster than expected
when compared with other free-living amoebae growing under optimum conditions (Figs. 41,
68). Clearly, this amoeba in culture with prey bacteria grows very fast relative to other amoebae.
This underscores the uniqueness of this strain and perhaps its fast growth helps it to become
established on the ctenophore surface. Alternatively, the difficulty of establishing cultures may
imply that only some individual cells can establish clonal cultures. These few clones may be
atypical of the population in general. For now, this high growth potential remains unexplained

and should be investigated in future studies.
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Figure 68: Regression of log;, generation time (hours) against log;, cell size of ctenophore amoeba growing at
10g/1 (optimum conditions) and at 30g/l (~ sea water) and free-living amoebae growing at optimum temperatures
(Baldock et al.’s study; 1980). R*=0.799; P-value=0.016. See legend for key.

As noted earlier, Versteeg (MS, Thesis, 2007) recovered a total of 11 different
morphotypes of naked amoebae from ctenophore comb plates while in the current study only one
morphotype was recovered by enrichment cultivation. Media formulations used in the study by
Versteeg (2007) were different from media used here since salinity trials indicated that faster
growth was obtained at lower salinities. Thus media used to attempt to optimize isolations of the
presumed symbiont incorporated low salinity formulations. Even though the ctenophore amoeba
did not culture out, the presence of the amoeba on ctenophore tissue was confirmed by SEM
(Fig. 14). Moss et al. (2001) reported that a morphotype, resembling the Vexillifera-like amoeba
found in the current study, occurred on ctenophore comb plates at a much lower density than that
of the presumed symbiont (~400 mm™). In the same study by Moss et al. (2001), SEM
micrographs showed that the presumed symbiont occurred on the comb plate surface at
population densities as high as 2,726+395mm™.

After 48 hours in culture the cells of the ctenophore amoeba began to fuse and remained
in this state for up to 72 hours. In their fused state, cells formed multinucleate plasmodia, up to
~130pum in length. The reasons for this are unclear although it could be a form of sexual

reproduction, which would be an interesting occurrence since there has only been one genus of
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gymnamoeba (Sappinia) reported to undergo sexual reproduction (Page, 1988). The ctenophore
cells remained in their fused or multinucleate state for up to 72 hours before they reverted back
to individual cells. Thereafter, cultures become unstable and after 168 hours since established,
cells started to die off and the population crashed. For this reason cultures were always sub-
cultured into fresh media at 168 hours to maintain long term, vibrant, cultures. Alternatively, the
fusion of cells may be an adaptation to help cells stay attached to the surface of the ctenophores
or to enhance the ability of cells to consume large ciliary masses on the comb plates. This fusion
followed by a reversion to single cells, however, might be a culture phenomenon in response to
deteriorating conditions in cultures.

In culture, the presumed symbiont was usually about 6um in length and approximately 8-
9um wide. This size was close to that reported by Versteeg (2007) where length was (7um) and
the width was up to 15um, similar to that reported by Moss et al. (2001) from measurements
taken from micrographs. The slightly smaller sizes found in the present study may reflect
different culture conditions.

All comb plates examined contained ciliates (Fig. 26) and a large dinoflagellate symbiont
(T. ctenophorii) reported by Moss et al. (2001). Abundance of ciliates on the ctenophore comb
plate surface may have caused competition for bacteria with grazing amoebae again contributing
to failure to isolate amoebae from the 28 animals tested. Certainly, the numbers on the surface
were far fewer than reported by Moss et al. (2001). As noted earlier, they found the average
number of Flabellula-like amoebae (presumed symbiont) on comb plates was 2,726+395
amoebae mm~ while Versteeg (Thesis, 2007) reported a lower population density averaging 313
mm™ on ctenophore surface (range 0 to 946 amoebae mm™). In the current study, an estimated
density of 784 amoebae mm™ was encountered. The lower numbers reported in the current study
compared to Moss et al. (2001) may have been due to the ciliates outcompeting amoebae. Even
s0, densities of 300 amoebae or greater on a mm?” surface are impressive and attest to the success
of this amoeba in this biotic habitat. In all three studies (the current study; Versteeg, 2007; Moss
et al., 2001), the ctenophore amoeba was clearly dominant over all other amoebae on the
ctenophore comb plate surface. Other amoebae, including the 10 morphospecies isolated by
enrichment cultivation by Versteeg (2007), were never observed by direct observation. However,

the Vexillifera-like amoeba was common to all three studies.
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Rogerson et al. (1991) encountered 27 species of amoebae on the surfaces of living
macroalgae off the west coast of Scotland and demonstrated that the marine amoeba
Trichosphaerium sielboldi was able to utilize 50% of the tissue biomass of macroalgae with ease
within seven days in culture. This suggests that at least some free-living amoebae have the ability
to effectively digest and degrade tissue of multicellular organisms. This supports the view that
the ctenophore amoeba may be obtaining nutrients directly from digestion of the comb plate
surface. Armstrong et al. (2000) found that amoebae on living algae numbered 20mm™ (well
short of the densities on ctenophores) and postulated that they were utilizing algal carbon
directly. In the study by Rogerson et al. (1991), the amoeba Trichosphaerium, was capable of
digesting several species of seaweeds and could even be maintained axenically solely in the
presence of autoclaved seaweed tissue (Polne-Fuller et al, 1990). Amoebae have also been
encountered on the surface of marine fish. Versteeg (M.S. Thesis, 2007) determined the presence
of amoebae on the surface of coastal fish. Out of 36 scale samples examined, 12 marine fish
proved positive for amoebae on 16 occasions (44%). Four morphotypes were found and all fish
with positive results had more or less the same frequency of amoebae. This occurrence generally
affirms that amoebae are more common on vertebrate and invertebrate surfaces than expected. It
is probable that the presumed symbiont could be breaking down the ctenophore comb plate tissue
and utilizing this for nourishment. It is, however, impossible to conclude that the ctenophore
amoeba is an obligate symbiont because amoebae cultures (obtained from Ms. Connie Versteeg)
have been maintained in the laboratory for some 3 years. The evidence suggests that they are
opportunistically pathogenic although ctenophores with heavy infestations do not appear to be
damaged. In fact, Versteeg tended to find more amoebae on ‘healthy’ looking ctenophores.

At the SEM level, unusual surface projections from individual amoebae were observed
(Fig. 36). Individual cells fixed on glass cover slips appeared different from those living on
surface tissue. This may be because amoebae in situ (on ctenophores) are ‘down in the mucus’
on the surface and fix better without shrinking (as seen on amoebae fixed on glass cover slips).
This is an interesting observation especially since the same preparation technique was used for
individual cell SEM preparation as comb plate surface SEM preparation. This may mean that this
particular amoeba (presumed symbiont) prefers to attach itself to tissue rather than other surfaces

such as glass and plastic.
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Ctenophore amoebae and mangrove amoebae survived, and reproduced, at all salinities
tested over the range 0g/1-50g/1 salt while the marine Acanthamoeba spp. survived up to 45g/1
although whereby in this case the highest salinities (35g/1-45g/1) yielded lowest migration rates
(and presumably lowest growth rates). At the extreme salinities (high and low), the ctenophore
and mangrove amoebae were frequently observed to be floating, rather than as attached, motile
cells. Although it has never been demonstrated, it is generally believed that amoebae need to be
attached to feed thus time spent suspended in the medium would impact consumption and
account for reduced growth rates observed. This suggests that these extreme salinities (0g/l, 5g/1,
40g/1 and 50g/1) were close to the survival limits for these amoebae although salinities with these
extremes would rarely be encountered in coastal and mangrove waters. It is also worth noting
that ctenophore bearing amoebae swept by currents into hypersaline waters may shed their
amoebal symbionts if the floating behavior in situ mirrors that observed in laboratory culture.
The lack of amoebae on the surface of a ctenophore (observed in SEM preparations here and in
2% of ctenophores observed by Versteeg) may have been a result of the ctenophore being swept
by currents into low salinity environments ahead of collection.

Amoebae have also been isolated from extreme marine environments on a few previous
occasions. Of note, Hauer et al. (2001) reported that at extreme salinities (low and high), cells of
the marine amoeba Platyamoeba pseudovannellida isolated from the Salton Sea, California
(salinity 44g/1), became rounded and generally less active. Even so, this amoeba (Platyamoeba
pseudovannellida) could survive over the impressive salinity range tested, 0g/1-138g/1. Hauer and
Rogerson (2005) isolated amoebae from hypersaline ponds (160g/1) around the perimeter of the
Salton Sea. From these studies, it was concluded that marine gymnamoebae were euryhaline.

The ctenophore amoeba behaved in a similar manner with amoebae at extreme salinities
(low and high) becoming rounded and less active. There was no discernible trend with size
measurements (length and breadth) on the ctenophore amoeba over the range of salinities.
Statistically, however, the breadth measurements of the ctenophore amoeba were significantly
affected by the range of salinity treatments 10g/1-50g/1 (ANOVA; p-value=0.009; a=0.05) and
the average cell size (n=10) ranged between 2.4-3.8um. The same test (ANOVA; a=0.05)
showed that the variation reflected by the difference in mean lengths of cells across salinities

10g/1-50g/l was not significant (p-value=0.15). These results may reflect measurements on
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‘rounded’ cells, or at least cells less active, that would be smaller than for cells moving fast
under more ideal conditions.

Surprisingly, maximum growth of this supposed marine amoeba was at 10g/I rather than
the salinity of seawater (32g/1). This suggests that the source of the amoeba might be brackish
water or even from freshwater runoff. Although less activity was seen at the highest salinities,
cells continued to reproduce. As discussed earlier, salinity did not affect the size or morphology
of cells, however, amoebae were most active at the lowest salinity and the data is consistent with
the view expressed above that marine amoebae are generally euryhaline.

None of the isolates showed optimum growth at 30g/l even though all three strains were
obtained from the marine environment at around 32g/1 salt. The optimum salinity for ctenophore
amoeba was seen to be at 10g/l (generation time=7.9 h; SE=+0.5) while optimum salinity for
mangrove amoeba was at 20g/l (generation time=34 h; SE+5.6) and optimum salinity for marine
Acanthamoeba spp. was at 15g/l (migration rate=5.5 mmhr'; SE+0.3). Complementary
molecular studies to identify the ctenophore amoeba at the molecular level are being undertaken
by collaborators at Woods Hole Oceanographic Institute, Massachusetts and Auburn University,
Alabama.

Multiple nucleotide sequences obtained for the mangrove amoebae using PCR primers
based on 18S SSU ribosomal RNA gene yielded matches other than amoebae when sequences of
PCR products were subjected to a BLAST search (www.ncbi.nlm.nih.gov). Important to note
however, is that results from BLAST showed close matches to ciliate and flagellate nucleotide
sequences also based on 18S SSU rRNA gene. Since there are not many studies at the molecular
level on naked amoebae and because the mangrove amoeba and ctenophore amoeba are new to
science, it is not entirely unusual that GenBank did not yield any matches to amoebae. According
to Dr. R. Gast (pers. comm.) amoebae are generally difficult to amplify and attempts to identify
the ctenophore amoeba using nucleotide sequences based on 18S SSU rRNA yielded ciliate and
flagellate matches to ctenophore amoeba and these results are comparable to nucleotide sequence
analysis of the mangrove amoeba in the current study.

A study by Booton et al. (2004) showed that acanthamoebae are commonly isolated from
salt-water environments notably T4 strains commonly associated with the rare sight threatening
disease, Amoebic Keratitis (Aitken et al., 1996; Dua et al., 1998; Kennedy et al., 1995). The eye

disease is rare and unlikely to pose a significant risk to beach users even if clinically important
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species were present (Booton et al., 2004). However, it is important to note that there have been
recent outbreaks of the eye disease, one occurrence in Chicago as reported by the Center for
Disease Control, CDC (2007) and another recent incident in Florida (Shoff et al. 2007). It is
hypothesized that acanthamoebae invade the eye through microscopic abrasions on the cornea
(caused by contact lenses, sand grains or dust particles). This allows the active form of the
amoebae (trophozoite) to invade the eye aided by the thin, spiny pseudopodia that characterize
the genus (Booton et al., 2004). The disease is so rare that it is estimated to infect only 1 in
10,000 contact lens wearers (Rogerson, pers. comm.). This estimate is comparable to an earlier
estimate that infection occurs in 0.33 cases per 10,000 contact lens wearers (Lam et al. 2002).
Frequent contact with disease-causing micro-organisms, including amoebae, leads to immunity
and helps protect against infection. But physical stress (abrasion by contact lenses) is thought to
lead to incidences of infection (Booton et al. 2004). Not surprisingly, AK has been attributed to
inappropriate cleaning of contact lenses. In particular, rinsing in tap water containing cysts is
thought to result in the attachment, and subsequent proliferation, of amoebae on the lens surface
(Seal et al., 1995).

It is surprising that the Acanthamoeba spp. was isolated from a marine habitat since this
is commonly known to be a soil amoeba. In a study by Booton et al. (2004), acanthamoebae were
present in 38% of wet and dry sand samples obtained from beach sand although they were never
isolated from marine water samples adjacent to the beach. In the same study it is postulated that
the acanthamoebae were in cyst form concentrated in the sand although laboratory studies did
confirm that they could reproduce from 0g/l-30g/1 salt. This is not surprising given the study by
Hauer et al. (2001) showing remarkable salinity tolerance of amoebae in general. However, this
is the first report of salinity tolerance in a ‘freshwater amoeba’ and makes the distinction
between marine and freshwater amoebae extremely gray.

Salinity tolerance of the marine Acanthamoeba isolate was compared to an isolate from
chlorinated tap water isolated in Huntington, WV. Data showed that acanthamoebae (regardless
of habitat) tolerated a wide range of salt levels (0g/l up to 40g/l or 45g/1). Optimum growth at
15g/l and 10g/l (marine and chlorinated tap water isolates respectively) suggests that
acanthamoebae prefer this concentration possibly because they expend less energy expelling
water taken up by osmosis. It is interesting that these levels are close to salinity of the eye. It is

difficult to establish whether the acanthamoebae isolates were in cyst or active form at the time
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of isolation. Booton et al. (2004) postulated that high abundance of Acanthamoeba in sand
relative to water (source of isolates in the study) and tolerance to high salinities suggests that
acanthamoebae are active in sand, rather than surviving as cysts, probably because sand affords a
protected habitat rich in prey bacteria.

In the current study, the prevalence of naked amoebae in Huntington’s domestic water
system was examined. Results showed an unexpected dominance of acanthamoebae. Of the 173
one-liter samples processed from water faucets in Huntington, approximately 18% of the
samples were positive for amoebae and 12% were positive for Acanthamoeba (Table 2). It
should be noted that this is probably an underestimate of abundance since there may have been
more than one cell (or cyst) on the filter after processing the one-liter sample. Moreover, not all
amoebae can be cultured in the thin water film on the surface of the agar used to enrich for
amoebae on the filter. If a range of media formulations had been used, additional amoebae may
have been detected. This is only the second study of amoebae in tap water in the U.S. The other
study was conducted in Florida (Shoff et al., 2007). One major difference between the
Huntington data and the Florida study was the high proportion of acanthamoebae in WV water
samples (12%) relative to FL (2.8%). The reasons for this are unclear but it should be noted that
in the Florida study, swabs were taken from water cisterns to sample amoebae in the biofilm. In
Huntington, biofilms were absent (presumably because of high chlorination at source) so one-
liter samples were filtered. Another obvious difference is in the source of the water. In Florida,
water is taken from a shallow aquifer while in WV water is taken from the Ohio River which is
presumably richer in amoebae, particularly after heavy rainfall events.

As mentioned above, the water in Huntington is chlorinated (typically 2mg/l) and
presumably explains why fewer morphotypes were found in WV relative to FL. The survival of
acanthamoebae was probably due to their ability to form resistant cysts that can withstand these
levels of chlorination. As shown in Table 2, when chlorination levels were lower, more types of
amoebae were found. The tolerance of the cysts of both Acanthamoeba and the vannellid amoeba
(both from Huntington) were examined and these stages withstood up to 14 mg/l in the case of
Acanthamoeba and up to 50 mg/l in the case of Vannella. These levels are far in excess of
permissible levels demanded by the U.S. Environmental Protection Agency (EPA) [i.e. ca. 4 ppm

chlorine].
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The presence of free-living amoebae in drinking water is not regulated under current
water quality regulations and protists generally do not cause health concerns. However, until the
etiology of the AK condition is fully understood, it underscores the need for contact users not to
store lenses in tap water and to use multi-purpose cleansing solutions instead. The work points
the way to future research. Are there trophic amoebae living in the tap water system or are
amoebae only present as cysts? And does the presence of amoebal cysts suggest a need to better
treat domestic water? The inability of current practices to inactivate or remove these cysts
suggests treatment would also fail to kill obligate pathogens such as Cryptoporidium, Giardia,
and Entamoeba. These parasites do cause infections when ingested and perhaps the easily
cultivated naked amoebae are useful surrogate organisms for use if future improved standards are
demanded.

As mentioned earlier, this study aimed to determine the genotype of the marine
Acanthamoeba spp.. Acanthamoebae from other extreme environments (fish mucus, acid
environment; pH4 and chlorinated tap water) were included to determine whether genotype was
a function of extreme environment. It was further reasoned that ‘extreme acanthamoebae’ may
show a link to AK. Phylogenetic analysis showed that the marine Acanthamoeba isolate was
genotype T3 (98% bootstrap value; 0.2% dissimilarity). Sawyer (1970, 1971) was the first to
show that some Acanthamoeba are salt-tolerant. He showed that A. griffini, a T3 designate, could
grow between 0g/l and 32g/l. He also demonstrated that A. polyphaga, a T4 designate could
grow in both freshwater and marine conditions. In this regard, it is not unusual that the marine
Acanthamoeba spp. isolate in this study resembled T3 designates in GenBank while the acid
tolerant and tap water isolates resembled T4 designates.

The most commonly isolated genotype from AK patients is the genotype T4. But the T3
designate has also previously been associated with AK infections (Khan et al., 2002). However,
it should be noted that the T4 strain is also the most commonly isolated strain from the
environment and its predominance in AK patients may simply be a reflection of its abundance in
nature (Booton et al., 2004; Shoff et al., 2007). Since the marine isolate was obtained from a
habitat with a salinity of 32g/l and water isolates were obtained from tap water (corresponding to
Og/l salinity), slower growth at 32g/1 for the marine isolate and slower growth at Og/I for the tap
water isolate may have been because amoebae were not acclimatized to the salt treatments. The

isolate from the mucus of a marine fish was found to be a T5 designate closely resembling T5
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ref. strain U94739 in from GenBank (78% bootstrap value; 5% dissimilarity). TS5 designates have
not been associated with disease but are commonly encountered in sewage (Booton et al., 2004)

which could have been the source of these amoebae in coastal fish.

112



References

Adl, S. M. et al. (2005). The new higher level classification of eukaryotes with emphasis on the
taxonomy of protists. Journal of Eukaryotic Microbiology 52(5):399-431.

Alexey V. Smirnov and Andrew V. Goodkov (1999). An Illustrated list of basic morphotypes of
Gymnamoebia (Rhizopoda, Lobosea). Protistology, 20-29.

Alexey V. Smirnov (2006). Cryptic freshwater amoeba species in the bottom sediments of Niva
Bay (@resund, Baltic Sea). European Journal of Protistology 43(2): 87-94.

Anderson, O. R., A. Rogerson and F. Hannah (1997). Three new limax amoebae isolated from
marine surface sediments: Vahlkampfia caledonica N. Sp., Saccamoeba marina N. Sp., and
Hartmannella vacuolata N. Sp.. Journal of Eukaryotic Microbiology. 44(1) :33-42.

Bolivar, 1. J. F. Fahrni, A. Smirnov and J. Pawlowski (2001). SSU rRNA-based phylogenetic
position of the genera Amoeba and Chaos (Lobosea, Gymnamoebia): The origin of
gymnamoebae revisited. Journal of Molecular Biology and Evolution 18(12) :2306-2314.

Booton, G. C., A. Rogerson, T. D. Bonilla, D. V. Seal, D. J. Kelly, T. K. Beattie, A. Tomlinson,
F. Lares-Villa, P. A. Fuerst and T. J. Byers (2004). Molecular and physiological evaluation of
subtropical environmental isolates of Acanthamoeba spp., causal agent of Acanthamoeba
Keratitis. Journal of Eukaryotic Microbiology 51(2):192-200.

Booton, G. C., D. J. Kelly, Y.-W. Chu, D. V. Seal, E. Houang, D. S. C. Lam, T. J. Byers, and P.
A. Fuerst (2002). 18S ribosomal DNA typing and tracking of Acanthamoeba species isolates
from corneal scrape specimens, contact lenses, lens cases, and home water supplies of
Acanthamoeba Keratitis patients in Hong Kong. Journal of Clinical Microbiology 1621-1625.

Booton, G. C., G. S. Visvesvara, T. J. Byers, D. J. Kelly, and P. A. Fuerst (2005). Identification
and distribution of Acanthamoeba species genotypes associated with nonkeratitis infections.
Journal of Clinical Microbiology 1689-1693.

Booton, G. C., J. R. Carmichael, G. S. Visvesvara, T. J. Byers, and P. A. Fuerst (2003).

Genotyping of Balamuthia Mandrillaris based on nuclear 18S and mitochondrial 16S rRNA
genes. American Journal of Tropical Medicine and Hygiene 68 (1): 65-69.

113



Brown, M. W., F. W. Spiegel and J. D. Silberman (2007). Phylogenetic affinity of Sappinia
pedata. Journal of Eukaryotic Microbiology 54(6): 511-519.

Butler, H. and A. Rogerson (1995). Temporal and spatial abundance of naked amoebae
(gymnamoebae) in marine benthic sediments of the Clyde Sea Area, Scotland. Journal of
Eukaryotic Microbiology 42: 724-730.

Cavalier-Smith, T. (2004). Only six kingdoms of life. Proc. R. Soc. Lond. 271: 1251-1262.

Clark, C. G. (1997). Riboprinting: A tool for the study of genetic diversity in microorganisms.
Journal of Eukaryotic Microbiology 44(4):277-283.

Darzynkiewicz Z. (1994). Simultaneous analysis of cellular RNA and DNA Content. Methods in
cell Biology 41: 401-420.

Edmiston L. et al. (1979). The zooplankton of the Appalachian Bay system. Dissertation, Florida
State University, Tallahassee, Florida.

Elwood, J. H., G. J. Olsen and M. L. Sogin (1985). The small-subunit ribosomal RNA Gene
sequences from the hypotrichous ciliates Oxytricha nova and Stylonychia pustulata. Journal of
Molecular Biology and Evolution 2(5):399-410.

Estes A. M. et al. (1997). Trichodina ctenophorii N. Sp., a Novel Symbiont of ctenophores of the
northern coast of the Gulf of Mexico. Journal of Eukaryotic Microbiology 44(5)420-426.

Felsenstein, J. (1985). Confidence limits on phylogenies: An approach using the bootstrap.
Evolution 39(13): 783-791.

Gast, R. J. (2001). Development of an Acanthamoeba-specific reverse dot-blot and the discovery
of a new ribotype. Journal of Eukaryotic Microbiology 48(6):609-615.

Gast, R. J., D. R. Ledee, P. A. Fuerst and T. J. Byers (1996). Subgenus systematics of
Acanthamoeba: four nuclear 18S rDNA sequence types. Journal of Eukaryotic Microbiology
43(6):498-504.

Gast, R. J., M. R. Dennett and D. A. Caron (2004). Characterization of protistan assemblages in
the Ross Sea, Antarctica, by Denaturing Gradient Gel Electrophoresis. Applied and
Environmental Microbiology 2028-2037.

Hansson H. G. (2006). Ctenophores of the Baltic and adjacent Seas — the invader Mnemiopsis is
here! Aquatic Invasions. Vol. 1, Issue 4, 295-298.

114



Hauer et al. (2001). Platyamoeba pseudovannellida N. Sp., a naked amoeba with wide salt
tolerance isolated from the Salton Sea, California. Journal of Eukaryotic Microbiology Vol.48
Issue 6, pp. 663-669.

Hoffmann, R. and R. Michel (2000). Distribution of Free-living Amoebae (FLA) During
Preparation and Supply of Drinking Water. International Journal of Hygeine and Environmental
Health 203:215-219.

Jukes, T. H. and C. R. Cantor. (1969). Evolution of protein molecules. Mammalian Protein
Metabolism 21-132.

Khan, N. A. (2006). Acanthamoeba: Biology and Increasing Importance in Human Health.
Federation of European Microbiological Societies Microbiol Reviews 30:564-595.

Ledee, D. R., G. C. Booton, M. H. Awwad, S. Sharma, R. K. Aggarwal, I. A. Niszl, M. B.
Markus, P. A. Fuerst and T. J. Byers (2003). Advantages of using mitochondrial 16S rDNA
sequences to classify clinical isolates of Acanthamoeba. Investigative Opthamology & Visual
Science 44 (3).

Levine, N. D., J. O. Corliss, F. E. Cox, G. Deroux, J. Grain, B. M. Honigberg, G. F. Leedale, A.
R. Loeblich, III, J. Lom, D. Lynn, E. G. Merinfeld, F. C. Page, G. Poljansky, V. Sprague, J.
Vavra, and F. G. Wallace (1980). A newly revised classification of the protozoa. Journal of
Protozoology 27(1):37-58.

Medlin, L., H. J. Elwood, S. Stickel and M. L. Sogin (1988). The Characterization of
Enzymaticallly Amplified Eukaryotic 16S-like rRNA-Coding Regions. Gene 71(2): 491-499.

Morton, L.D., G. L. McLaughlin and H. E. Whiteley (1991). Effects of temperature, amebic
strain, and carbohydrates on Acanthamoeba adherence to corneal epithelium in vitro. Infection
and Immunity 59(10): 3819-3822.

Moss, G. A., A. M. Estes, L. A. Muellner and D. D. Morgan (2001). Protistan epibionts of the
ctenophore Mnemiopsis mccradyi Mayer. Hydrobiologia 451: 295-304.

Oliviera P. M. (2007). The presence of the ctenophore Mnemiopsis leidyi in the Oslofjorden and
considerations on the initial invasion pathways to the North and Baltic Seas. Aquatic Invasions

2(3): 185-189.

Page, F. C. (1983). Marine gymnamoebae. Institute of Terrestrial Ecology, Cambridge, England.

115



Page, F. C. (1988). A new key to freshwater and soil gymnamoebae. Freshwater Biological
Association, Ambleside.

Page, R. D. M. (1996). TREEVIEW: An application to display phylogenetic trees on personal
computers. Computer Applications in the Biosciences 12: 357-358.

Pawlowski, J., I. Bolivar, J. F. Fahrni, T. Cavalier-Smith and M. Gouy (1996). Early origin of
foraminifera suggested by SSU rRNA gene sequences. Journal of Molecular Biology and
Evolution 13(3): 445-450.

Peglar, M. T., L. A. Amarzal Zettler, O. R. Anderson, T. A. Nerad, P. M. Gillevet, T. E. Mullen,
S. Frasca Jr., J. D. Silberman, C. J. O’Kelley and M. L. Sogin (2003). Two new small-subunit
ribosomal RNA gene lineages within the subclass Gymnamoebia. Journal of Eukaryotic
Microbiology 50(3): 224-232.

Pickup, Z. L., R. Pickup, and J. D. Parry (2007). A Comparison of the growth and starvation
responses of Acanthamoeba castellanii and Hartmannella vermiformis in the presence of
suspended and attached Escherichia coli K12. Federation of European Microbiological Societies
Microbiology Ecology 59(3): 556-563.

Rogerson, A. and C. Gwaltney (2000). High numbers of naked amoebae in the planktonic waters
of a Mangrove stand in Southern Florida, USA. Journal of Eukaryotic Microbiology 47(3): 235-
241.

Rogerson, A., H. G. Butler and J. C. Thomason (1994). Estimation of amoeba cell volume from
nuclear diameter and its application to studies in protozoan ecology. Hydrobiologia 284: 229-
234.

Rogerson and Patterson (2000). The naked ramiscriate amoebae (Gymnamoebae) In An
lllustrated Guide to the Protozoa, 2" Edition. J. Lee, G. Leedale, and P. Bradbury (eds.) Society

of Protozoologists, Allen Press Inc., Lawrence, Kansas.

Sawyer, T. K. (1970). The influence of sea water media on growth and encystment of
Acanthamoeba polyphaga. Proc. Helminthol. Soc. Wash. 37: 182-188.

Sawyer, T. K. (1971). Acanthamoeba griffinii, a new species of marine amoeba. Journal of
Protozoology 18: 650-654.

Schroeder, J. M., G. C. Booton, J. Hay, I. A. Niszl, D. V. Seal, M. B. Markus, P. A. Fuerst and T.
J. Byers (2001). Use of subgenic 18S ribosomal DNA, PCR and sequencing for genus and

116



genotype identification of acanthamoebae from humans with keratitis and from sewage sludge.
Journal of Clinical Microbiology 39(5): 1903-1911.

Shoff, M. E., A. Rogerson, K. Kessler, S. Schatz and D. V. Seal (2007). Prevalence of
Acanthamoeba and other naked amoebae in South Florida domestic water. Journal of Water and
Health 6(1): 99-104.

Sims, G. P., A. Rogerson and R. Aitken (2002). Identification and phylogenetic analysis of
morphologically similar naked amoebae using small subunit ribosomal RNA. Journal of
Eukaryotic Microbiology 49(6): 478-484.

Sims, G. P., A. Rogerson and R. Aitken (1999). Primary and secondary structure of the small-
subunit ribosomal RNA of the naked, Marine Amoeba Vannella anglica: Phylogenetic
Implications. Journal of Molecular Evolution 48: 740-749.

Smirnov, A. and R. Thar (2003). Spatial distribution of gymnamoebae (Rhizopoda, Lobosea) in
brackish-water sediments at the scale of centimeters and millimeters. Protist 154(3-4): 359-69.

Smirnov, A., Nassonova, E. S., Chao, E., and Cavalier-Smith, T. (2007). Phylogeny, evolution,
and taxonomy of vannellid amoebae. Protist 158 295-324.

Smirnov, A. V. (2006) Cryptic freshwater amoeba species in the bottom sediments of Nivd Bay
(Qresund, Baltic Sea). European Journal of Protistology 43(2): 87-94 .

Smirnov A. and Brown S. Getting started: brief manual to identification of gymnamoebae
http://amoeba.ifmo.ru/guide.htm.

Sogin, M. L. and J. H. Gunderson (1987). Structural diversity of eukaryotic small subunit
ribosomal RNAs. Annals of the New York Academy of Science 503: 125-139.

Stothard, D. R., J. Hay, J. M. Shcroeder-Diedrich, D. V. Seal and T. J. Byers (1999). Fluorescent
oligonucleotide probes for clinical and environmental detection of Acanthamoeba and the T4 18s
rRNA gene sequence type. Journal of Clinical Microbiology 37(8): 2687-2693.

Swofford, D. L. (1998). PAUP* Phylogenetic analysis using parsimony (*and other methods).
Version 4. Sinauer Associates, Massachusetts.

Swofford, D.L., G.J. Olsen, P.J. Waddell and D.M. Hillis. (1996). Phylogenetic inference.
Molecular systematics 407-510.

117



Tamura, K. and M. Nei. (1993). Estimation of the number of nucleotide substitutions in the
control 1 region of mitochondrial DNA in humans and chimpanzees. Molecular Biology &
Evolution 10: 512-526.

Thompson, J. D., T. J. Gibson, F. Plewniak, F. Jeanmougin and D. G. Higgins (1997). The
ClustalX windows interface: flexible strategies for multiple sequence alignment aided by quality
analysis tools. Nucleic Acids Research 25(24): 4876-4882.

Tekle Y. I, Jessica Grant, O. R. Anderson, T. A. Nerad, Jeffrey C. Cole, David J. Patterson and
Laura A. Katz (2008). Phylogenetic placement of diverse amoebae inferred from multigene

analyses and assessment of clade stability within ‘amoebozoa’ upon removal of varying rate
classes of SSU-rDNA. Molecular Phylogenetics and Evolution 47(1): 339-352.

Walochnik, J., E.-M. Haller-Schober, H. Kélli, O. Picher, A. Obwaller, and H. Aspdck (2000).
Discrimination between clinically relevant and nonrelevant acanthameoba strains isolated from
contact lens-wearing keratitis patients in Austria. Journal of Clinical Microbiology 38(11): 3932-
3936.

Versteeg, C. S. (2007). Surface associated amoebae on the ctenophore, Mnemiopsis sp. Nova
Southeastern University, Florida.

Weekers, P. H. H., R. J. Gast, P. A. Fuerst and T. J. Byers (1994). Sequence variations in small-
subunit ribosomal rnas of Hartmanella vermiformis and their phylogenetic implications. Journal
of Molecular Biology and Evolution 11(4): 684-690.

118



Appendices

Appendix I: Media Formulations

Soil Extract (28ppt, 10ppt)

Prepare soil extract stock solution by adding tap water to a beaker containing fresh agricultural
garden soil. The supernatant water should occupy approximately four-fifths of the depth.
Autoclave the mixture for one hour at 250°F. Following sterilization, decant the liquid (soil

extract) and store at 4°C. Soil Extract media used for amoebae cultures was prepared as follows:

Soil Extract (stock solution) 10ml

K,HPO4 (0.1% w/v) 2ml

MgS0,4.7H,0 (0.1% w/v) 2ml

KNO3 (1.0% w/v) 2ml

Sea Salts 28g /10g (depending on media concentration required)
Distilled water 84ml

Total Volume 100ml

Sea Water (32ppt, 28ppt, 10ppt) (SW32, SW28, SW10)

Sterile filtered distilled water 1L
Sea salts 32g or 28g orl0g
E. coli’ suspended SW28/10 500pl

Sea Water (20ppt) enriched with E. coli and supplemented with Malt/Yeast (SWMY20)

Sterile filtered distilled water 1L

Sea salts 28g/10g
Malt Extract 0.1g
Yeast Extract 0.1g

E. coli’

Sea Water (28ppt, 10ppt) supplemented with Malt/Yeast agar block (SWMY28, SWMY10)

Sterile filtered distilled water 1L
Sea salts 28g/10g
Malt/Yeast agar block 100pl

% Comprises a loopful of E. coli suspended in respective culture media mix for consistency. For example, E. coli was suspended in SW28 liquid
media prior to inoculation of experimental plates containing amoebae cultured in SW28 media.
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Malt/Yeast Agar

Sterile filtered distilled water 1L
Bacteriological agar 15¢
Malt Extract 0.1g
Yeast Extract 0.1g

Media was sterilized by autoclaving at 250°F for 15 minutes.

Amoeba Saline (AS)

NacCl 1.2¢g
MgSO;4.7H,0 0.04g

CaCl,.2 H,O 0.04 *
NazHPO4 142g

KH,PO4 1.36¢g

*Stock solutions were prepared by adding solute to 100ml filtered distilled water

A final dilution was made by adding 10ml of each stock solution to filtered distilled water to
make 1 litre. Media was sterilized by autoclaving at 250°F for 15 minutes.

Amoeba Saline Agar

Amoeba Saline 1L
Bacteriological Agar 15¢

Media was sterilized by autoclaving at 250°F for 15 minutes.

10X TBE

Tris Base 108¢g
Boric Acid 55¢g
EDTA 7.45¢g
dH,O 1L
0.5X TBE

Mix 10X TBE and distilled water in the ratio 1:20
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LB-Amp Plates (500ml)

Add to a 1L sterile beaker 350ml milli-Q water and a magnetic stir bar and place on a hot
plate (medium heat). Add to the water 5g Proteose Peptone, 2.5g Yeast extract and 5g NaCl.
Bring pH to ~7.0 using 1N NaOH. Transfer mixture to sterile graduated cylinder and bring up
the volume to 500ml using milli-Q water. Tranfer solution to a 1L autoclavable bottle and add
7.5g bacteriological agar and sterilize contents in autoclave. Prior to sterilization, weigh and
label bottle and indicate the weight on the label. After sterilization allow the media to cool and
weigh bottle again. If there is a difference in weight, this indicates evaporation of liquid during
sterilization and this can be replaced by adding back water in the amount of the difference in
weight (1g=1ml). After cooling, add 1000x ampicillin solution in the ratio 1:1000
(ampicillin:media), in this case add 500ul ampicillin to the 500ml of media. Pour warm

temperature media in 90mm petridishes and leave in hood to cool and solidify before use.
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Appendix I1: Sequence Analysis

Key

*Sequences obtained from one or more clones of DNA from the amoeba.

Important Notes: The primers (TA vector promoter regions) used include SP6 Forward Primer, T7 reverse primer or M13 F/R
forward and reverse primers respectively. Identity codes are arbitrarily assigned to the isolates. Reverse primer sequences were
converted to the reverse complements for all pairwise alignments. Pairwise and multiple alignments were obtained using
Biological Sequence Alignment Editor (BioEdit) program.

Mangrove amoeba Nucleotide Sequences M 13 forward/reverse primers EcoRI Restriction site:

>Cl one No. 1A (PCR primers: Silb-F/Silb-R) Sequencing priners M3 F/ R
AATTCGGCTTAACCT GGT TGAT CCTGCCAGT TTGT GCCGGEEGCCT GCCAGT TCCCAGGT CGGGAT GGGAAT CGGCAT GTCGCT CGGCCGATTTCCCG
GTGCATTTGCCGCATGGATCGGCT

>Cl one No. 2B (PCR primers: Silb-F/ Silb-R) Sequencing priners M3 F/ R

CYYWNMANNRGGGGCSAAT TGGGEGCCTCTAGAT GCAT GCT CGAGCGGECCGCCAGT GT GATGGATAT CTGCAGAATTCGGCT TAACCTGGT TGATCCT
GCCAGT CGGT CGATCAAGACAGCCCAGAATATTCAT CAGGGT CGATTTACCT GACCCGGAAGCGCCAAT GAT CGCAACCATTTCGCCGCGT TCAATC
GTCAGGT TGACGCCCT T TAGCACGGCAAT GCGAT CCT CGCCCGECCGGEGTAGT GCCGCCACAGAT CGCGGAT TTCGATCAGCGGGGT TTTGTGAGTGT
TGCTCCCTATCTGGT TCATGATCAGAACAT CCCCCCCGEGCCACGACGT AT GGAT TGGCT GGT GGCGACCACACCGCT GGACGCGCCGATAACAATG
TCGTCATTTTCGGAAATGCCACTGATGATCTGGGCGT TGATATTGGT GT TCAT GCCGACCGT GACCGGCTTTTCAATCGGGT CACCTTTGTCGT TAA
GAACCTTAACGGCATATAGCCCGT CCTTGT CCGGACCACT CAGCGCGGECCGACGGAAT GATCAACGCATTTTCAACT TCGTTTAGT GTGATGGTGAC
TTCGGCT GTCAT CCAGACGCGCAGGCGGT GATCCGGAT TGGCGAT GT CAAACAGACCAT TGTAATAAACGGCT TCGTCATCGGTATTGTCGTCGT CA
TCCTCGATTCCGGT CGEEECAEEGET TCGATGECGCGAAGEGT GCTTTCATAGCGCGT GTCGGGAT CGCCCAGAAT GGT GAAGCT GACCGGT TGEECCT
TCACGAACGCGGAT GACGT CGCCTCGGATAT TTCGGCCT CGACCGT CATGGT GTCGAGCTGTGCGAGT TTTTATGAWSGTC

>Cl one No. 3B (PCR primers: Silb-F/ Silb-R) Sequencing priners M3 F/ R

GWYYWAAWNARGGCGAT TGGGCCT CTAGAT GCATGCT CGAGCGGCCGCCAGT GTGAT GGATAT CTGCAGAAT TCGGCT TAACCT GGT TGATCCTGCC
AGTCCCGCACGCAT T TTGGGECATATGCCGGATACGGT CCCAAAACGECAATAAT CCGATCACCAGAAGAAACGCGGGECAGGAAAAT GCCGATCAGGG
CAATCATCGCCCCTGCGATCCCGCCTGTATCGGT TTGCATCACGGCACCCAGATAGGCAGCAAAGGT AAAAAT CGBCCCCGGTACTGCCTGCGTTGC
GCCGTAACCGGCAAGGAACGT AT CCGT AT CGACCCAACCGGGCGCGACAACAGCT TCCT GCAGCAGT GGCAGCACCACAT GGCCGCCACCAAAAACC
AGCGCCCCGCTGCGATAAAAT CCGTCAAATACGECAAGCCAT GATGACGAT GT GACCT GTACCAGT AACGGCAACCCGAT CAGCAGT ACACCAAAGA
TTGCCAACGCGAACACCGCCACCT TCGEGEGAAAT ACCGECAGCCAGCT TCCCGT CCAGCT TGACCAGAT CAGCCT GCAGGAACAGCGT CCCGGCAAC
CAGCCCACCGACAAT GACGATGGCCT GCAT GCCCGCACCACTAAAT GCGAT CATCAGT GCGGCAGCAAT TAT GGCAACAACCGCACGCGGAATATCA
GGGCACAGGCT TCGCGCCATGCCCCAAAGAGCGT GT GCGACAACACCAACGGCAACCAGT TTGAGCCCCCATAT CAT GGGACCAGT GGCGGCGAGGT
TACCGCCAGCCAAACCAAGCCCAAGT GCGACAAGAACAAT CGCCGAT GGCAT GGTAAAGCCGAT CCAT GCGGCAAAT GCACCGGGGAAATCCGCCGA
GCGACAT GC

>Cl one No. 3C (PCR primers: Silb-F/ Silb-R) Sequencing priners M3 F/ R

GVMMCAATWARGGGCGAT TGGGCT CTAGAT GCATGCT CGAGCGGCCGCCAGT GTGAT GGATAT CTGCAGAAT TCGGCT TAACCT GGT TGATCCTGCC
AGTCCCGCACGCAT T TTGGGECATATGCCGGATACGAT CCCAAAACGCECAATAAT CCGATCACCAGAAGAAACGCGGGECAGGAAAAT GCCGATCAGGG
CAAT CATCGCCCCTGCGATCCCGCCTGTATCGGT TTGCATCACGGCACCCAGATAGGCAGCAAAGGT AAAAAT CGBCCCCGGTACTGCCTGCGTTGC
GCCGTAACCGGCAAGGAACGT AT CCGT AT CGACCCAACCGGGCGCGACAACAGCT TCCT GCAGCAGT GGCAGCACCACAT GGCCGCCACCAAAAACC
AGCGCCCCGCTGCGATAAAAT CCGTCAAATACGGCAAGCCAT GATGACGAT GT GACCT GTACCAGT AACGGCAACCCGAT CAGCAGT ACACCAAAGA
TTGCCAACGCGAACACCGCCACCT TCGGEGEGAAAT ACCGECAGCCAGCT TCCCGT CCAGCT TGACCAGAT CAGCCT GCAGGAACAGCGT CCCGGCAAC
CAGCCCACCGACAAT GACGATGGCCT GCAT GCCCGCACCACTAAAT GCGAT CATCAGT GCGGCAGCAAT TAT GGCAACAACCGCACGCGGAATATCA
GGGCACAGGCT TCGCGCCAT GCCCCAAAGAGCGT GT GCGACAACACCAACGGCAACCAGT TTGAGCCCCCATAT CAT GGGACCAGT GGCGGCGAGGT
TACCGCCAGCCAAACCAAGCCCAAGT GCGACAAGAACAAT CGCCGAT GGGCAT GGTAAAGCCGAT CCATGCGECAAATGCACCG

>mangrove (PCR priners: Silb-F/ Silb-R); Sequencing prinmer Silb-F
INININININININNNININNINNNNNNNNNNNNNNNNNNCNNNNNGNGNNNNNNNNT TNNNNAAT GNNNGCCNT GNCT TCT TACCGCGACNAGNGGNNT TGTGGTC
NCCCACTGGATTACCAANT TGACCNCT TGCATCATNATACTCGTACT TGGNGT TGTACGTCNCGCTTANCGT TGT GGTGAATGAACCCTNNTTGT TG
GTGTCNTATGT CCATCNAGCGGT AGAGT CGAACAAGT CTACCCNTACTGT CGCTACNT TCTGAGAT TGAGGT ACCANNCNAACNACACNTTGAGT TN
ACCGATNTNNGT CACGCGANCAT CACCCT GCGCT GCCAACCANGNAT TGNCCNNT TCACNAGT CNNT GACCCNNGT GTTGGGT CNNAAGATGAACGA
TTTGAACCAAT GGCTGCCAGNNATGAATCAAACT CTTCACCAACCACCT CTTCT GTNNCCNGCGAACNAATACGGT CTGT GTNCTCAATANACT GGT
NNTCCAAACT GATGCTCNNAT CAT TGACT GGNT CCCAGGT AAAACCNNCGNT CCANATAT CGAACGT NNCANGNT TCANNCCNNGGT TACNNNANNG
NNANT TNNNNNNCGNTNANT CNCCNCCT GT GACAGCNNNNNCAACGANNANNAT CT CACCACNNT TTTCNT TCGGAT CNNANNNANNCNCATCANCT
TCANNGGNGNCANGAACNNNNNACANAT TNNANNNCNNNNNNCCNAT NTTGNNNNNNCT TNNCNNGCAGTNCN
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>mangrove (PCR priners: Silb-F/ Silb-R); Sequencing primer Silb-R
ININININNINNNNNNNNNGNNNNNNNNNNNCNNNNNGNGNNNNNNNT TNNNNANNGNNNGCCNT GCCT TCT TACCGCGACCAGNCGNNT TGTGNT CACCCA
CTGGATTACCAACT TGACAACT TGCATCGNNNTACTCGTACT TGGT GT TGTACGT CNCGCTNNNGT TGTGGT GAATGAACCCTCGT TGTTGGTGTCN
TATGT CCNTCGAGCGGTAGAGT CGAACAGGT CTACCCNTACT GTCGCTACNT TCTGAGAT TGAGGT ACCACACNAACNACACGT TGAGT TGACGGAT
CACGGGTCACGCNNNNAT CACCCT GCGCTGCCAACCAGGNAT TGNCCGNT TCACNAGT CGCTGACCCANGT GT TGGGT CNNAANATGATCGATTTCA
ACCAATNGCT GCCANCAAGGCAT CAAACT CTNCANAANCCACGNCGT CAGT ACNCANANT ACNAATACGGT CTGT GTACTCAATANACT GGTANTCC
AAACTGANGCTCNNATCATTGACTGGT TCCNANGNAAAACCANNGT TCCANATAT CGAACGNT TCANGNNNCNAGCNNGGNT TACNANAT GAACANC
TNGNNNCNCCGT NCNNNNNNCCACCT GT GACNGGGNCAT CANCNAANCAANAT CTCACCACNNTNT TCGT TCNGATCNNACNGANT CGCNTCAACTG
CACNT GGT GNCATNNNNNNNCACCNNNT NNAGNNNNGNANCCNT NNNNGNNNNNCNNNCNCTCGNANTGN

>Cl one No. C (PCR prinmers: 570C/ 1200; Sequencing prinmer, T7

AGCCTYTVWRAWGMNGCT CGAGCGGCCGCCAGT GTGATGGATATCTGCAGAAT TCGGCT TGGGCAT CACAGACCT GTCACGGACGGGECAGCGTGTGEC
CGGTATATACCGGCGCTCCGTCATGCTCGCT AGCGGACGCTACGCCATGCT CGATGACGGT AT GGGGT TCAGCCTAGT GCCGT GGCGECCGATGATC
GAACAGCGACTAGGT CAGCAACT TACAGCGGT GGTGCGTGGTGATTTTGTATCATGGGACT TGEGCCGAGCACGAGGACCGGCAATCAGCTGATGCC
GATAGAACGT TAATGCTCAAGGT TAAGGGEGECT GT TCCCGGACT TCCT CT GAAGGCGCGGAGAAACGT AGCAACGGCATCTTTGGCCCAGT GATCGT
GCTGCGCGGCAAACGCT GGAATAT GGGGATGCATCAAACACT GARTTCACCCCAGCACT TACCATATCACT TCAAAGGCGCGGECGATGGAGT CAAAT
CCAAGGCCTGCAAGGTCCAGT TCACCTTCATATACAGCTCTTTCTAGTCTTTCCGCCACGATACGT TTGATCTTGGCAGAGCCGGCAAGGT GAAAGC
GCGCAGCCTGAGCTCGGGAAACCT TGGGCT TCGECCGCAAT CATGCGATAT AGCGCCAACCCGT CAGGCGGAT GGCAT TGGAGGACGT TCCGATGCT
AGAGCTGECCGACATGTCGGTTACGTCTCTTTCTTCCTCTACTGT TGT TACGGATACGGAGCATGCCAGGTCTTGTGT TTTCGTACCGGCCAGATCG
GITTTTTACCGATATTGACCACACGAGGAATTCGCCACATAATGCCATTTTTAGT AACGAACCGATCGGT TCGGTTTGGT TCWAGT CTGRAGT SYMG
CAYMCCTKAMGGCAYKGKTACTAGT YGGAWGCCGA

>Cl one 570C (PCR prinmers: 570C/ 1200); Sequencing priner, SP6

GVMYWARVRT YMAGSKTKGSTACGASCT CGGNCCACT AGT AMCSSCCGCCAGT GTGCT GGAAT TCGGCT TGWAMYWCMVSCT CCVRWI CSGKKAGYC
CCTAAARGKGKGATWCCCCCGCSRWKTCCTCGT GATCGGY TCTCGSYAAARAAT YGAT YCKRCYTGACST T TCCRAAMRACCT GT TATGCCSCRWAT
YGSKWCYWCCT GKARATKAAAAMT CMT GYGYWI CSWAMAT GTCSSCMT GCTTTASMICCCGAT TTCCMI CSART GCCWI CCGCRGGT TGKGT TGGECG
STATWI CGSAYGATTGCRTGCGARYCYNMARSGAYYCYMGAGCT MGGGYTGYGCGKT TWCMY YT YMCCRSCT CT GCCMACAVWCRCMCCYRYYRRGGYG
RWGAVACY MANMAAAARMI KWATWGGAASSKSCWMT GSAWY GT GYARGGSAT GGAT T TSACT CAMI CACCSCRCCT T TAMAGWGATRT GCKAVRYTMI
GARTGKGAACATGTGT TTGATSCCT CSCGNGRT YMCAKCGT TTGMCRMSCGAT CTGT CWCT GGGAAAAAGAT GSASSTGCTATGT TTCTCCKCSKCT
WCAGARGAAGNEGRRGAAMRASCCCYTTMCSATWI GKCCTYMACST YCWATMKSSRAMMGT TSWY YGMCGGT MCT CGYGCKCGGSSYWAGYSCYATG
AYACATGATCGCCRCSCAMCMCCRCGGT TWCYTGATGACCTACT CGCTGCTTTCATCATSGSSGCTCT GCCASTACGAT GAWMI CCATGACGTAATM
CWRAWGGAGT AKCTCT GMIRGYGAGCT GGACCGTAGCGSCSTWAWT Y YGACY CATCGCCGCCSCT Y TGGARCKGGWET GGT GAKKGCWGEGCCGAATT
CAGAGAATTGWWKTCAYMCCCT GKATGCCRSCT STAGGCT GCGCT CASAAGRGACCTRGT CSCACGTATGCT

>Cl one 570(B) (PCR primers: 570C 1200); Sequencing primer, T7

TCCCYCWKAAWGVAT GCT CGAGCGECCGCCAGT GTGATGGATAT CTGCAGAAT TCGGECT TGTAAT TCCAGCTCCAATAGCGTATATCAAAGT TGT TG
CAGTTAAAAAGCT CGTAGT TGGAT CTAGGGACGCGCAT TTCAAGCGCCCGT GTCGT CGGGT CAAACCGGCGACT GCGT TGECGT TGCGGEECTCGGTC
CGTCGGTGGACCCTCGT GGTCTTAATCGGCGT GTCAACCGGECCCGCCCGTCCCCTCCT TCTGGATTCCCGT TCCTGCTAT TGAGT TAGT GGGGACGT
CACAGGGGGECTCATCGT CGT CATGCAAAT GECGECGEGT GGGT CCCTGGGGECCCAGAT CGT TTACCGT GAAAAAAT TAGAGT GT TCAAAGCAGGCAGA
TCCAATTTTCTGCCACCGAATACATTAGCATGGGATAATGGAATAGGACCCTGTCCTCCTATTTTCAGI TGGT TTTGECAGCGCGAGGACTAGGGTA
ATGATTAATAGGCGATAGT TGGGGGCATTAATATTTAAT TGTCAGAGGT GAAATTCTTGGATTTATGAAAGAT TAACT TCTGCGAAAGCATCTGCCAA
GGATGTTTTCATTAATCAAGGACGAAAGT TAGGGGAT CGAAGACGATCAGATACCGT CGTAGT CT TAACCATAAACGAT GCCGACCAGCGATTAGGA
GACGTTGAATACAAAACACCACCAT CEECECGGTCGTCCTTGECGT CTGT CCCT TTCAACGEEEECAGECECGAGGECEGT TTAGCCCGGT GECACC
GGTGAATGACT CCCCTAGCAGCTTGTGAGAAATCATAAGT CTTTGGGT TCCGEEEEGAGT AT GGT CGCAGCT GAACT TAAGGAAT GACGGAAGGGECA
CACCAGAGT GGAGCCTGCGGCTTAATTTGACT CAACMCGGGGAAAC

>Cl one 570(B) (PCR primers: 570C 1200); Sequencing prinmer, SP6

TMAMNARKSWYAGGKT TGCTMCGAYCT CGGAT CCACTAGT AASGGECCGCCAGT GTGCTGGAAT TCGGCT TGGSCATCACAGACCTGT TATTGCCTCA
AACTTCCGCT GGCTAGGSGCGCAGCASYCCCTCTAAGAAGCACGGACGCCGAACCCT ACCGCCCACACGGACCCGEECCCT GCCGECGEEGATGACGT
CSCCGCGAAGCGACMCCMCCCCCCAGCGGACCGECGKGAGCCACGCATGGGT TTTGAKGGACGEGT TAGCGCGGECATAT TTAGCAGGT TARGGT CTCG
TTCGT TAACGGAAT TAACCAGACAAAT CACT CCACCAACT ARGGACGGCCAT GCCMCCACCMCCCAT AGAAT CAARAAAGAGCTATCAATCTGT CAAT
CCTTACTATGT CSGGACCTGGTAAGT TTCCCCGT GT TGAGT CAAAT TAAGCCGCAGGCT CCACT CCTGGTGGT GCCCTTCCGTCAATTCCTTTAAGT
TTCASCCTTGCGACCATACT CCCCCCGGAACCCAAAGACT TATGAT TTCTCACAAGCT GCTAGGGGAGT CAT TCACCGGT GCCACCGGGCTAAACCG
CCCT CGCGCCT GCCCCCGT TGAAAGGGACAGACGCCVAGGACGACCGCSCCGATGGTGGT GTTTTGTAT TCAACGT CTCCTAATCGCTGGEGYSGGCA
TCGTTTATGGT TAAGACTACGACGGTATCTGATCGTCT TCGATCCCCTAACT TTCGTCCT TGAWT AGANGAAAAMMAT CCT TGGGCAGATGCTTTCGC
AGAAGTTWAATCTTTCATAAATCCAGAATTTCACCT CCTGACAATTAATATTAAT GCCCCCACTATCCTATTAATCATTACCCTAGTCCTCSCGCTG
CMCAAACAACT GAAAAT ARGGAGGGACAGGGT CCTA
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Acanthamoeba Sequence Analysis

All sequences are concactenated to make the “full” length of each PCR product spanning the DF3 region (combination of 892
and 892C sequencing primers). The 892C primer sequence was useful in identifying the strains while both primer sequences
(892/892C) were useful for phylogenetic analysis. *Only one primer sequence, 892C primer was recovered for tapwater strain
AS. A1-AS (tap water strains), A6 , BP and FH are arbitrary codes for acanthamoebae in the study.

>Mari ne Acanthamoeba i sol ate, Al; Sequencing prinmers 892/892C

STCCCAAGCT GCTAGGGAGT CATTCACCGGT GCCAT GCGAGCTAAGCCGT CCCGAT GAT GCCGCCT TGT GAGCGACCCACCAAAGACGACCGCAATG
CCCATGGTGGTGTTTTTGTATTCAACGTCTCCTAATCSCTGGT YGGCATYGT TTAMGGT TAAGNGT TGGCCGGTATKTGATAMT TTCYGATRKGCTA
ATWI TGGGT TWI TSAKAGGGAACACRT TAMVRAAGCATMCST CAGGAGAAGT TAAT STRACCRARAT TGGCCCAGAT CGT TTACCGT GAAAAAATTA
GAGT GTTCAAAGCAGGCAGATCCAATTTTCT GCCACCGAATACAGT AGCAT GGGATAAT GGAATAGGACCCTGTCCTCCTATTTTCAGT TGGTTTGC
CGCGAGGACCAGGGTAATGATGAAT TGGCACAGT TMSGT TTTTTTYAWACT TCTGCGAAGCAT CTGCCAGGATGT TTTCATTAATCAAGAACGAAAG
TTAGGGGATCGAAGACGAT CAGATACCGT CGTAGT CTTAACCATAAACGAT GCCGACCAGCGAT TAGGAGACGT TGAATACAAAACACCCCCATGCG
CATTGCGGTCGTCTTTGGT GTGT CGCTCACAAGGCGGCAT CATCGGGACGGCT TAGCT CGCAT GGCACCGGT GAATGACT CCCTAGCAGCT TGTGAG
AAAATWAAATATTAMI GCCCCCAAYTAT CCCTAT TAAVCRT TAACCT GGKCCTCGSRGVIVAAY CAAY T GAAAAT AGGAGGACAGGGT CCTATTCCAT
TATCCCATGCTAATGTATTCGGTGGCATAAAAT TGRATCTGCCTGCT TTGAACACTCTAATTTTTTCACGGTAAACGATCTGGGC

> Tap water isolate, A2; Sequencing primer T7

GGCCCAGATCGT TTACCGT GAAAAAATTAGAGT GT TCAAAGCAGGCAGAT CCAATTTTCT GCCACCGAATACAT TAGCAT GGGATAATGGAATAGGA
CCCTGTCCTCCTATTTTCAGT TGGT TTTGGECAGCGCGAGGACTAGGGTAAT GATTAATAGGGATAGT TGGGGGCATTAATATTTAAT TGT CAGAGGT
GAAATTCTTGGATTTATGAAAGAT TAACT TCTGCGAAAGCAT CTGCCAAGGATGT TTTCATTAAT CAAGAACGAAAGT TAGGGGATCGAAGACGATC
AGATACCGT CGTAGT CTTAACCATAAACGAT GCCGACCAGCGAT TAGGAGACGT TGAATACAAAACACCACCAT CGGTGCGGT CGTCCT TGECGT CG
GTCTTTCGGEEECCEECCCEEEGACGECT TAGCCCGGT GGCACCGGT GAAT GACT CCCTAGCAGCT TGTGAGAA

>Tap water isolate, A3; Sequencing priners 892/892C

TGGCCCAGATCGT TTACCGT GAAAAAAT TAGAGT GT TCAAAGCAGGCAGAT CCAATTTTCT GCCACCGAATACAT TAGCAT GGGATAATGGAATAGG
ACCCTGTCCTCCTATTTTCAGT TGGT TTTGGCAGCGCGAGGACTAGEGT AATGAT TAATAGGGATAGT GGGGCT TCTGCGAAGCATCTGCCAGGATG
TTTTCATTAATCAAGAACGAAAGT TAGGGGAT CGAAGACGAT CAGATACCGT CGTAGT CT TAACCAT AAACGAT GCCGACCAGCGAT TAGGAGACGT
TGAATACAAAACACCACCAT CGGTGCGGT CGTCCTTGGCGT CGGT CT T TCGEEECCGECECGEGEGACGGECT TAGCCCGGT GGCACCGGT GAATGACT
CCCTAGCAGCTTGTGAGAA

>Tap water isolate A4; Sequencing priners 892/892C

AWVCGKGRTTRGT CSCAAWT AT GCT TRCCCTAGT CCTCGCGCT GCCAAAACCAACT GAAAT AGGAGGACAGGGT CCTATTCCATTATCCCATGCTAA
TGYATTGGCTGCCAGAAAGT TGGATCTGCCTGCT TTGAACACTCTAATTTTTTCACGEKWMCGAT CT GGGCCAT TTCAGGGCCGGECTAGEGEGACGST
TTAGCCCGGEGEEECKCGGT GAATGACT CCCTAAYTCATTGT GAGAAATAACGT ATACAAGCCCAAACCGACCCATACT TAACCATAMCCKATGCCGAC
CASTGATTAAGASACGT TGAATACAAAACACCACCAT CGGTGCGGT CGTCCT TGGCGT CGGTCT T TCGEEECCEECECCEEGACGEGT TAGCCCGGT
GGCACCGGT GAATGACT CCCTARCAGCTTGT GAKAA

>Tap water isolate, A5; Sequencing primer 892C

CTSTTSMM TYTKGSGGAASCTCTGCCAGGATGT TTTCATTAAT CAAGAACGAAAGT TAGGGGAT CGAAGACGATCAGATACCGT CGTAGTCTTAAC
CATAAACGAT GCCGACCAGCGAT TAGGAGACGT TGAATACAAAACACCACCAT CGGT GCGGT CGT CCTTGECGT CSGT CTTTCSGEECCEECECEEG
GACGGCTTAGCCCGGT GGCACCGGT GAATGACT CCCTACAGCT TGTGAGAAAT

>Aci d tol erant Acanthamoeba, BP; Sequencing primers T7

GGCCCAGATCGT TTACCGT GAAAAAATTAGAGT GT TCAAAGCAGGCAGATCCAATTTTCTGCCACCGAATACATTAGCATGGGATAATGGAATAGGA
CCCTGTCCTCCTATTTTCAGT TGGT TTTGGECAGCGCGAGGACTAGGGTAATGAT TAATAGGGATAGT TGGGGECATTAATATTTAATTGT CAGAGGT
GAAATTCTTGGATTTATGAAAGAT TAACT TCTGCGAAAGCAT CTGCCAAGGATGT TTTCATTAATCAAGAACGAAAGT TAGGGGATCGAAGACGATC
AGATACCGT CGTAGTATTAACCATAAACGAT GCCGACCAGCGATTAGGAGACGT TGAATACAAAACACCACCAT CGGCGCGGT CGTCCTTGRCGTCG
GTCCTTCACGGGEGECCCEECGCGAGGGECEECT TAGCCCGGT GBCACCGGTGAAT GACTCCCTAGCAGCTTGTGAGAA

>A. Castellanii castelani Neff strain, A6; Sequencing priners T7

GGCCCAGATCGT TTACCGTGAAAAAAT TAGAGT GT TCAAAGCAGGCAGATCCAATTTTCTGCCACCGAATACATTAGCATGGGATAATGGAATAGGA
CCCTGTCCTCCTATTTTCAGT TGGT TTTGECAGCGCGAGGACTAGGGTAATGAT TAATAGGGATAGT TGGGGGCATTAATATTTAAT TGT CAGAGGT
GAAATTCTTGGATTTATGAAAGAT TAACT TCTGCGAAAGCAT CTGCCAAGGATGT TTTCATTAATCAAGAACGAAAGT TAGGGGATCGAAGACGATC
AGATACCGT CGTAGT CTTAACCATAAACGAT GCCGACCAGCGAT TAGGAGACGT TGAATACAAAACACCACCAT CGGCGCGGT CGTCCTTGECGTCT
GTCCCTTTCAACGGGEECAGGECCCGAGGECGGT TTAGCCCGGT GGCACCGGT GAATGACT CCCTAGCAGCT TGTGAGAA

>FH (Acanthamoeba from fish nucus); Sequencing priners 892/892C

TTCTCACAAGCT GCTAGGGAGT CATTCACGGCCCAGATCGT TTACCGT GAAAAAAT TAGAGT GT TCAAAGCGGGCAGATAT TTTTCCTGCCACCGAA
TACATTAGCATGGGATAAT GGAATAGGACCCTGACCTCCTATTTTCAGT TGGT TTTGT TTACAGT GAGGT CATCAGGGTAATGATAATAGGGATAGT
GGTTMKKTTA
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