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The nature of growth in the biofuel feedstock and bloom-forming
green macroalga Ulva

Kevin Jong Cook Yoon

Abstract

Ulva is a genus of multicellular green algae that is phylogenetically similar to uni-
cellular green algae such as Chlamydomonas and Ostreococcus. Ulva is present in
much of the coastal benthic zones worldwide, and is of great interest for three main
reasons. Firstly, Ulva is an important feedstock for biofuels. Secondly, many Ulva
species are massively proliferating organisms that cause Harmful Algal Blooms, which
are ecologically devastating. Finally, Ulva is an important model organism that could
elucidate the evolution of multicellularity. This thesis investigates the physiology of
growth in Ulva in four sequential results chapters. The first establishes a statistical
proof for the goodness of fit of gene family occupancy data to a discrete power law
model. This was an assumption used in the only Ulva genome study, which found
no genomic signature for multicellularity. This establishes the baseline for the in-
vestigation of bottom-up morphogenesis in Ulva. The second is the investigation of
differential growth, by identifying cell tessellation patterns in different morphologies
of Ulva thalli, namely the “ribbon” and “leaf” morphotypes, with mathematical mod-
els using Voronoi tessellations. The third expands investigates differential growth in
the ribbon and leaf morphotypes with a focus on identifying potential mechanisms
with further mathematical models using Centroidal Voronoi Tessellations. The fourth
aims to develop experimental techniques to confirm the hypotheses arising from the
mathematical modelling in the second and third chapters. The first part involves the
use of EAU cellular proliferation assays. The remainder of the chapter will investigate
the development of a live-imaging biomass monitoring system that aims to improve
the accuracy, reliability and temporal resolution of aquatic biomass measurements. It
can be concluded that Ulva does not show a genomic signature for multicellularity,

and bottom-up mechanisms likely explain its morphogenesis and morphologies.

Supervisor: John Bothwell
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CHAPTER ].

General Introduction

1.1 The Global Importance of Marine Macroalgae

Around half of the World’s primary production occurs in its waters (Falkowski and Raven)

2007; [Field et al. [1998; [Vitousek et al. [1986). The bulk of this carbon fixation is car-

ried out by the unicellular phytoplankton of the ocean’s surface, but an important part is
generated by the macroalgae, or seaweeds, found in its coastal regions. This macroalgal
primary production comprises a small, but disproportionately important, fraction of the

total: marine macroalgae are the dominant primary producers in coastal benthic zones

(Charpy-Roubaud and Sournial, [1990; Middelburg et al.l [2005) and a significant intertidal

carbon sink (Field et al. [1998; [Krause-Jensen and Duarte) [2016; [Smith} [1981)). Further-

more, marine macroalgae serve a number of critical ecological services. Marine macroalgae,

like seagrasses and other coastal vegetation, provide a major ecosystem and economic ser-

vice by wave attenuation and sea-bed stabilization (Asanol [2006; Kobayashi et al.l |1993).

This ecological facilitation aids recruitment of other marine macroalgae and plants

mett and Wernberg} [2014)), allowing for a diverse assemblage that is stable and resilient

(Stachowicz et al.l 2008). Marine macroalgae also act as habitats and essential nursery

grounds for fish and invertebrates, and as important food sources (Harley et al.| [2012}

[Santelices et al., 2009).

This rich primary productivity is likely enabled by the enormous physiological diversity of
the macroalgae, which allows for the realisation of more ecological niches (Helaouét and

[Beaugrand, 2009)), and by their corresponding taxonomic diversity: the macroalgae have

over 11,000 known species from across 1,400 genera (Guiry and Guiry} [2019; 2008
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van den Hoek et al.l [1995).

If we are to understand marine macroalgae, therefore, we need to consider this broad
range of physiologies and life histories, looking at species that are benthic, pelagic and
holopelagic. The three major areas of interest to humans when studying marine macroalgae

are ecological, environmental and the economic benefits they can provide.

First, the marine macroalgae display distinct and unique ecological adaptations and pat-
terns. For example, marine macroalgae show a diverse biogeography, with many species
that are near fully cosmopolitan and those that are localised, sometimes even to a single
site (Garbary, 2001). The biogeography of marine macroalgae shows an unusual charac-
teristic, in that their global diversity gradients are the opposite of the classical latitudinal
patterns seen in most other clades (Bolton) [1994; [Keith et al., |2014; Kerswell, |2006). One
of classical ecology’s oldest and most fundamental recognised patterns is the decrease of
species richness from tropical latitudes towards the polar latitudes (Brown et al.| [1998]).
This classical latitudinal richness pattern, often termed the Latitudinal Diversity Gradient
(LDG), is seen regardless of taxa, longitudinal geography, and time (Willig et al., |2003).
That is to say that, from animals to plants, from terrestrial organisms to aquatic organ-
isms, from millions of years ago to this very day, the same pattern has held true. Curiously,
there are no definite explanations regarding the mechanisms underlying this pattern, with
at least 30 different hypotheses having been proposed without any significant consensus
emerging (Kerswell, 2006} |Rosen, 1988} |Willig et al., 2003|). The fact that marine macroal-
gae as a whole are one of the few main exceptions, alongside gymnosperms (Fragniere et al.,
2015)), to the LDG provides an opportunity to help inform a model that may elucidate the

underlying driving mechanisms of this global ecological pattern.

Second, while the biogeography of the marine macroalgae may open up new ecological
vistas, a sad fact they share with many other species is that their distributions are increas-
ingly affected by anthropogenic climate change and habitat destruction. As with other
species affected by climate change, the type and extent of the effects are yet to be appre-
ciated. Therefore, a particularly important question is the response of marine macroalgae
to anthropogenic climate change and ocean acidification. These are topics that are poorly
understood, with no shortage of critical gaps in the literature. The biogeography of marine
macroalgae is expected to change as dissolved inorganic carbon rises. A literature review

of more than 100 species of macroalgae found that more than 85 % of macroalgae utilise
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C3 photosynthesis, and only around 15 % utilise C, photosynthesis (Koch et al.l |2013)).
The rate of photosynthesis in species that utilise C4 photosynthesis is not limited by CO4
concentration due to the presence of a CO5 concentrating mechanism, whereas the rate of
photosynthesis is limited by CO2 concentration in species that utilise C3 photosynthesis
(Bowes et al., |2002). This means that as atmospheric CO2 concentrations increase, the
rate of photosynthesis in many marine macroalgal species will increase, which should in
general lead to increased growth rates similar to those expected of C3 land plants (Koch

et al.l [2013)).

However, calcifying macroalgae, which are a diverse range of organisms encompassing sev-
eral genera in all major marine macroalgal taxonomical divisions, will be detrimentally
affected by the changes in carbonate biogeochemistry caused by ocean acidification due to
decreases in cell wall rigidity and consequent disturbances of cell development, morphogen-
esis and functioning (Guinotte and Fabryl 2008} [Hofmann and Bischof, 2014} [Koch et al.,
2013). Increased atmospheric COy causes ocean acidification and consequent changes in
carbonate biogeochemistry, which lessen coral competitivity whilst enhancing macroalgal
competitivity, making anthropogenic climate change a significant driver of phase shifts,
alongside complex ecological shifts of grazers, from coral dominated ecosystems to mac-
roalgae dominated ecosystems (Diaz-Pulido et al., 2011} [Hoegh-Guldberg et al.l [2007)).
There are a handful of well documented examples of range shifts in macroalgae in response
to anthropogenic climate change over relatively long time periods, of at least 10 years.
This includes range expansions and contractions due to both local cooling and warming,
for example the westward shift of Fucus serratus, at a rate of 1.7 km yr'!, and Himanthalia
elongata, at 4.4 km yr~!, in northern Spain due to the warming of the Bay of Biscay (Straub
et al., [2016). All of this combined will likely lead to several significant distribution range
and ecosystem composition shifts in a variety of marine habitats, though substantial pro-
jections of global effects and patterns are still non-existent due to the paucity of data (Koch

et al., |2013; [Porzio et al., [2011)).

Third, the macroalgae have long been of great economic importance, especially in Asia,
where many farmers are dependent on aquaculture of marine macroalgae for their liveli-
hoods. In addition to those whose livelihoods depend directly upon macroalgae aquacul-
ture, the uncertainty regarding macroalgal responses to global anthropogenic climate change

crisis will undoubtedly be a cause for much concern to the billions of people around the
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world utilising macroalgae for a plethora of uses including as food, feeds, fertilisers, cos-
metics, medicines and biofuels (Buschmann et al., 2017). In 2016, the total production
of marine macroalgae from aquaculture was 30.1 million tonnes, representing an economic
value of approximately USD 11.7 billion (FAO, 2018). Most of the world’s aquatic plant
aquaculture occurs in Asia, with China and Indonesia being the dominant producers. The
key species cultivated include Fucheuma and Kappaphycus for carrageenan extraction in
Indonesia, Laminaria japonica, Porphyra spp., Undaria pinnatifida and Sargassum fusi-
forme for human food in China, Japan and Korea (FAOL 2018]). It is expected that by
2050, 50 to 70 % more food will need to be produced to meet current consumption trends
(Bjerregaard et al., |2016). Marine macroalgae could represent a critically important food
source in the coming years, especially in a world with increasingly precarious global food
security due to the rising production demands in increasingly adverse conditions. Marine
macroalgae are generally low in fat (>5 %), rich in carbohydrates (44 — 52 %) and protein
(7—44 %), as well as high in a variety of minerals, vitamins and other micronutrients (Kim),
2011} [Pereira and Yarishl [2008; [Radulovich et al.;|2014). Furthermore, marine macroalgae
could represent a significant economic resource for many developing nations. Increasing
global macroalgal agriculture by 14% yr~! would result in a global production rate of 500
million dry tonnes by 2050, representing a value of approximately USD 500 billion (Bjer-
regaard et al., [2016]). Figure below illustrates the challenges and opportunities that

can arise from macroalgae, and their widespread geography.
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Figure 1.1: Four examples of the various challenges and opportunities posed by macroalgae around
the world are highlighted here using four photographs with their imaging location marked on a world
map. The colours of the lines indicate the group of algae, with yellow indicating Phaeophyceae, red
indicating Rhodophyta and green indicating Chlorophyta. (A) a golden tide, or Sargassum bloom in
Belize (Hunt, 2019). (B) an Undaria farm in the south-east of Korea (Kookje News, 2012). (C) a
green tide, or Ulva bloom on a beach in Monterey Bay, California (Mazur, 2014). (D) an Fucheuma
farm in the Phillippines (Keats, 2010).

Finally, Ulva is a potentially important feedstock for third generation biofuels, which offers
an attractive solution to both the climate change crisis that we face, as well as the current
and impending fuel crises. Growth optimisation of Ulva will also benefit certain cultural

usage, as Ulva, or “aonori” is interestingly an important food crop in Japan and Korea

(Carl et al., 2014; McHugh) [2002). Given the favourable nutritional profile of low fat, low

sodium, high protein (up to 20%) and high vitamin A and B content, in addition to the




1.2. A Sea of Threats: Anthropogenic Climate Change

rapid growth rate and the fact that no arable land is required for growth, Ulva may become
a more globally important food crop in a world that has 83 million new mouths to feed
each year, and is projected to reach a population of 11.2 billion people in 2100 (McHughl
2002; \United Nations| 2017]).

1.2 A Sea of Threats: Anthropogenic Climate Change

Anthropogenic climate change is arguably the greatest threat humanity has ever faced. The
primary cause of climate forcing is anthropogenic burning of fossil fuels (IPCC| |2013)). As
a result of decades of recklessly burning fossil fuels, on 9" May 2013, Global atmospheric
carbon dioxide (CO3) concentrations surpassed the 400 ppm mark for the first time since
accurate continuous CO5 measurements started (NOAA| 2016; UNEP} 2013). This marks
the highest concentration of COs since the Pliocene Epoch, 5.3 to 2.6 million years ago,
when the global temperature was on average 2-3 °C above pre-industrial temperatures and
the sea levels were up to 30 m higher than present (Dwyer and Chandler, 2009; TPCC,
2013; Robinson et al, 2008). The environmental shifts that are expected as a result of

recent warming will be catastrophic to modern society.

The most common measure of impact to society is the economic measure; from politicians
to insurance companies, everyone seems to value money as the best measurement of devast-
ation. The economic loss caused by climate change already exceeds the cost of transition
to a low-carbon economy (Edenhofer et al., 2010). The cost of inaction against climate
change will be approximately £52 trillion GBP; this figure has been calculated from the
costs of just 13 aspects of climate change, including sea level rise, ecosystem damage and
extreme weather amongst others (Watkiss et al.l 2005). A particularly costly risk for the
least developed countries is sea level rise, as they are generally the least prepared and
most vulnerable to it (McKinnon and Hickey| 2009)). However, major coastal cities around
the world are predicted to suffer losses of more than £660 billion GBP, regardless of how
developed they are (Hallegatte et all [2013). The global sea level has risen 195 mm from
January 1870 to December 2004, and the rate of rise is accelerating significantly (Church
and White], |2006). Some claim the upper limit of sea level rise is expected to be approx-
imately 1.8 m by the end of the 215" Century (Jevrejeva et al., 2014). However there have

been doubts cast on the figure, for example due to palaeoclimatological and palaeoceano-
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graphic studies confirming a 6 m rise in sea level due to the collapse of just the Greenland

Ice Sheet during the late-Quaternary interglaciations, suggesting similar catastrophic rises

are possible (Reyes et al., 2014). A sea level rise of just 1 m would cause a minimum £619

billion GBP loss from GWP, without taking into consideration the damage control and

management costs (Anthoff et al [2006).

However, it is not just the economic costs that should be considered. The direct effects of
climate change, such as sea level rise, extreme weather events and desertification, already

account for 400,000 deaths a year, with an additional 4.5 million deaths annually attributed

to the effects of the carbon-intensive industries (DARA and Climate Vulnerable Forum)

2012)). Additionally, some 310 million people are already facing the direct pressures of the

various effects of climate change, with a further 600 million people at risk in the near future

from sea level rise alone (DARA and Climate Vulnerable Forum, [2012; McGranahan et al.l

2007). Furthermore, plants and animals are also facing great pressures with the rate of
habitat loss being the highest ever 2010)). The pressure is evident, with the

rate of loss of biodiversity being so outrageously high, at up to 140,000 species year !, that

current times have been termed the Holocene Extinction, or the Sixth Mass Extinction

(Kolbert}, 2014 McCallum) 2015; [Pimm et al., [1995]).

Ocean acidification is expected to be responsible for much of the mass extinction of marine

organisms, and is often dubbed the “other CO2 problem” (Doney et al. [2009} Orr et all

. Ocean acidification is the decrease in pH caused by CO> dissolving in sea water
to form carbonic acid. The IPCC AR5 Representative Concentration Pathways models
estimate a likely decrease (high confidence) between 0.14 and 0.32 by 2100 2013).
This affects the carbonate chemistry as increased [HT| will lead to a decrease in [CO37],

making it difficult for organisms to form biogenic CaCO3 and decrease calcification rates

(Orr et all 2005; Zondervan et al., [2001)). This decreases cell and tissue rigidity and

stability as well as development, severely affecting key calcifying organisms such as coral
and certain plankton (Orr et al.,[2005). In a business as usual scenario, much of the world’s
oceans could suffer from undersaturation of calcium carbonate by 2100 (Orr et al., 2005]).

There is no doubt that climate change and ocean acidification are gargantuan problems,
but perhaps more relevant to our consumption-obsessed society, mankind is simply running
out of fuel. As of 2020, it is estimated that there are approximately 34 and 36 years left

until reserve depletion for oil and gas respectively at our current rate of consumption
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et al., 2010; |Shafiee and Topal, 2009). The age of cheap and readily available fossil fuels is

over; there is no choice but to find alternative sources of energy.

1.3 A Sea of Opportunities: Biofuels

For all of the aforementioned reasons and more, fossil fuel alternatives are sought after. It
is a common idea to the majority of the population in developed countries that a biofuel

is a low-emission, renewable and therefore an ideal, environmentally-friendly form of en-

ergy (Renewable Fuels Agency, 2008). It is understandable then, that biofuels are highly

regarded as being a major component of climate change mitigation.

However, this is an overly simplistic view of the realities of biofuels, omitting crucial details

that critically affect the viability of various biofuels (Sims et al., 2010). Traditionally, the

carbon costs of the production of biofuels have often been neglected when discussing the use

of biofuels, whilst the carbon benefits are usually exaggerated excessively and unrealistically

(Fargione et al., [2008} |[Searchinger et al.,2008). These carbon costs include major problems

such as the carbon debt accumulated during land conversion for feedstock growth, which
is a concept that is addressed in more detail below, the societal and moral problems that
are caused by redistribution of land and resources, as well as relatively more minor carbon

costs such as the greenhouse gas emission from the processing and transporting of crops

and biofuels (Fargione et al. 2008} Lawrence et al) 2010; Nuffield Council on Bioethics,

[2011; Renewable Fuels Agencyl, 2008} |Searchinger et al.| [2008)).

There are many political complications regarding the production of biofuels. Due to targets
set out by various organisations, such as the EU target of 10% biofuel in all transport fuel
by 2020, many countries must redistribute land use or crop use in order to meet these
targets. One of the most scrutinised examples is that of the United States, in which 69.1
billion litres, approximately 11.3%, of total motor fuel consumption must be from biofuels
in 2012, according to the Energy Independence and Security Act of 2007
. This figure was to rise to 75.24 billion litres, approximately 12.4%, in 2013 and
continue to grow and reach 36 billion litres, approximately 26.9%, by 2022 .
This is an extremely problematic legislation, as there are no other legislations that limit
the use of food crop to produce biofuels. The US must use approximately 44.4% of its

total corn production for producing biofuels in the forthcoming years, which will result
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inevitably in a food shortage both domestically and internationally (USDAL |2016)). This is

especially reckless, as the US has recently suffered the worst drought years since the 1950s,

and is bracing itself for the potential of the worst drought in 1,000 years (Cook et al., [2015}
NOAA| 2012). The total corn production used in the production of bioethanol in 2016 was

5.124 billion bushels, which is enough to feed 640 million people for one whole year (Runge]

land Senauer], [2007; [USDA] 2016).

It is tremendously difficult to argue that meeting the biofuel target is of greater importance
than immediately relieving famine and reducing poverty, and yet the US remain adamant

on increasing the corn bioethanol production despite the food shortage it creates, arguing

that the long term benefits of meeting these targets are far greater (US Government), 2007).

Furthermore, the US argue that it is stated in the 1992 Rio Declaration on Environment and
Development that although preservation of the environment must be an essential part of
development, states have the ultimate right to exploit their own natural resources as long as
negative impacts on the environment of other states are not caused . Therefore,
the US has a valid international policy argument for claiming that it is acceptable for the
US to redistribute the use of crops as it sees fit. This has attracted widespread criticism,
including by Jean Ziegler, the independent expert on right to food at the UN, who heavily
criticised the US policies claiming that using corn to produce biofuels is “a crime against
humanity”, causing millions around the world to starve . Jean Ziegler is

not alone in his concerns, with countless other experts and organisations voicing similar

concerns about food shortage and biofuel ethics (Doornbosch and Steenblik, [2008; Lawrence,

et all 2010; Nuffield Council on Bioethics, 2011; |Renewable Fuels Agency}, 2008). It is

obvious that not only is the production of biofuels riddled with socio-economic and moral
dilemmas, but they also have a detrimental impact on greenhouse gas emissions and carbon

debt throughout the world.

The concept of carbon debt is one that is increasingly becoming the focus of the scientific
community. This refers to the devastating amount of damage in carbon release that is done

when biofuels are produced by converting land such as rainforests, peat lands, savannahs

and grasslands into crop fields (Fargione et al. 2008; [Searchinger et al., |2008). The two

largest organic terrestrial sinks of carbon are soil and plant biomass, which, combined, store

274% more carbon than the atmosphere (Schlesinger and Bernhardt] |2013). Therefore,

releasing this carbon store is far more detrimental to carbon emissions than increased
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greenhouse gas emissions. During the land conversion process, carbon is released in the
short term when the land is cleared rapidly by burning the existing vegetation and the finer
roots and plant matter such as leaves decompose. This is followed by a prolonged period of
carbon release due to the decomposition of remaining plant matter, primarily lignocellulosic
biomass such as roots, branches and wood (Fargione et al.2008). The combined short-term
and long-term (50 years) release of carbon is termed the carbon debt. In order to repay
the carbon debt incurred by the land conversion processes in the production of biofuels,
the US will need at least 93 years, Brazil will need some 319 years and Southeast Asia will

require a staggering 423 years (Fargione et al., 2008)).

The complications that have just been discussed apply primarily to first generation biofuels,
which are crop plants repurposed for bioenergy, such as those derived from corn, soybeans
and sugar cane. These complications are less prohibitive for more advanced generations of

biofuel, so this is where research effort, and our attention, is now turning.

Second-generation biofuels are biofuels derived from non-food crops, as well as feedstocks
including forestry and agricultural waste, and also including various grasses such as silver-
grass (Miscanthus) and short rotation forestry crops such as poplar (Populus) (Lee and

Lavoie, [2013} Naik et al., [2010} Saladini et al.| [2016)).

Third-generation biofuels are biofuels derived from algal, both microalgal and macroalgal,

biomass.

Fourth-generation biofuels are a broader category of biofuels, within which many different
organisations and researchers classify different types of biofuels, ranging from metabolically
engineered algae to photobiological solar biofuels and electrofuels derived from synthetic

biological approaches (Aroj, 2016; |(Cameron et all, 2014, Dutta et al., 2014]).

Macroalgal biofuels are very attractive to many investors, as they do not require arable land
(in aquatic culture systems they do not require any land for growth), they do not compete
with food, and they grow biomass far more efficiently and rapidly than first generation

feedstock (Sims et al., [2010; [Singh et al.| |2011]).

The principle is similar to first-generation biofuels, such as sugar cane, with the final
products being ethanol and methane. Traditional fermenters are based on microorganisms
that convert cellulose into simple sugars, and therefore are not as effective at breaking

down the diverse polysaccharides obtained from macroalgal feedstock, such as laminarin

10
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and mannitol in brown algae, agar and carrageenan in red algae, and mannan and ulvan
in green algae (Jung et al.| 2013). Macroalgal feedstock have an important advantage over
traditional lignocellulosic feedstock, as they lack lignin (Ross et all [2008; van den Hoek
et al.l [1995)), therefore they do not necessitate expensive and harsh pre-treatment such as
mechanical communition, steam explosion, acid hydrolysis, alkali swelling and exposure to

supercritical fluids (Agbor et al., 2011; McMillan) [1994]).

In general, therefore, there are three major areas on which research effort is currently

focused:

First, is the improvement of algal strains, focusing on macroalgal breeding through Next
Generation Sequencing marker-assisted selection to create new biofuel stocks that are not
genetically modified organisms, a critical consideration for any feedstock that must be

grown in the open sea.

Second, the identification, characterisation and improvement of biomass processing en-
zymes, screening both known and novel degradative environments (grazer intestinal flora,
rotting or diseased biomass) for culturable degradative microbes and metagenomic clones
from unculturable microbes that can contribute to macroalgal pre- processing (biomass to

polymers) and processing (polymers to oligomers).

Third, systems and synthetic biology approaches, combining experimental manipulation
and theoretical modelling of known and discovered metabolic capabilities to develop micro-
bial platforms capable of advanced biofuel generation from macroalgal biomass (oligomers

to longer chain alcohols).

With the advancement of biofuel technology in these areas, including those using mac-
roalgal biomass, is expected to yield desirable hydrocarbons for use as direct replacements
for automotive fuels (Regalbutol 2009). The current bottleneck is the lack of technology.
However, the technology for these processes is expected to improve quickly and significantly
in the coming years with stimulation from the generous tax breaks, subsidies and invest-
ments, including almost £ 15 billion GBP of tax breaks and subsidies worldwide and more
than £3.5 billion GBP of new global investments in 2014 into research and development

(FS-UNEP Collaborating Centrel 2015} |Gerasimchuk et al., [2012).
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1.4 A Sea of Threats: Green Tides

Over the past decade, the ability of chlorophyte macroalgae to grow rapidly has been
increasingly evident in the “Green tides”, which is the common name for the Harmful Green

Algal Blooms that now recurrently plague intertidal flats and sublittoral zones along much

of the world’s coasts (Ansell et al.,|1998)). The most famous recent example was similar to

that illustrated in figure [T.2] below.

Figure 1.2: Ulva spp. bloom in Qingdao, China. Blooms like these can cover an area of several
thousand square kilometres and cost millions to clean up (Jing, 2013).

Figure [I.2] shows the annual bloom of Ulva Spp. in Qingdao’s coasts in the Yellow Sea.
Smaller blooms occur worldwide, from the beaches of Brittany to the coasts of Australia,

with many being so large that remote sensing techniques must be used to monitor them

(Hu et al., 20105 Shen et al., 2012; Ye et al., 2011)).

Green tides cause significant disruptions to the local ecosystems by outcompeting other

species for nutrients and often having allelopathic effects, causing biochemical inhibition

of growth, survival or reproduction, on other algae and invertebrates (Castaldelli et al.)

[2003} [Nelson et al. [2003; [Valiela et all, [1997). The exaggerated increase in primary pro-

ductivity by opportunistic macroalgae such as Ulva can cause the creation of hypoxic and
anoxic zones, in which dissolved oxygen is temporarily but drastically reduced, causing

a dystrophic crisis. These eutrophication events cause mass mortality of fauna and flora

12
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(Castaldelli et al., 2003; Herbert, 1999). Ulva can further this problem by creating a phys-

ical barrier within water columns due to the large mean size of its thalli, which means

that a lower water column can be starved of oxygen and kept in a hypoxic or anoxic state

regardless of whether the Ulva is dead or alive (Viaroli et al [1996)). Even after the collapse

and death of these blooms, the decomposition can also lead to large scale dystrophic crises

(Castaldelli et al.| [2003).

Green tides, like other algal blooms, are thought to be caused by a range of conditions

and combinations of eutrophication and specific local conditions such as the topography,

thermocline, pycnocline and current systems (Fletcher| (1996} [Lapointel 1999} [Ye et all

2011). For example, in Qingdao the cause is thought to be the removal of unwanted Ulva

from edible seaweed nori (Porphyra yezoensis) aquaculture rafts nearby (Hu et all [2010
2010). Anthropogenic eutrophication of coastal waters in particular is thought

to have a strong link with Harmful Algal Blooms, and due to the increasing amounts of
anthropogenic input, the issue will only get worse, as shown by the case of the gargantuan

recurrent green tides along the coasts of Qingdao that has been a major issue since at least

2007 (Paerl and Whitalll [1999; [Ye et al., |2011)).

In particular, anthropogenic nitrogen loading is of major concern in the formation of Harm-
ful Algal Blooms, as well as in the restructuring of the indigenous floral and faunal com-
munities by opportunistic macroalgae as nitrogen availability is widely considered to be one
of the limiting factors for primary productivity in coastal benthic zones .
Anthropogenic nitrogen loading can be from a wide array of sources including, but not

limited to, fertiliser run-off, sewage discharges, aquaculture and atmospheric deposition

from dry and wet fall (Balls, [1994; [Paerl and Whitall, |1999; [Postmay, 1984; [Soulsby et al.
1985)).

Ulva responds rapidly to increased nitrogen availability in both lab and field settings,
and takes up dissolved inorganic nitrogen in both nitrate or ammonium form, though it re-

sponds even better to ammonium, which is the dominant form of nitrogen in anthropogenic

fertilisers (Erisman et al.l 2007; |Smil, 2001} |Teichberg et al. 2008). In California, Ulva has

been observed to enhance growth rates in other Ulva species such as Ulva intestinalis by a

mechanism of enriching the availability of dissolved organic nitrogen (Fong et al.| [1996).

Eutrophication is an extremely urgent issue, like climate change, that also has its roots in
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the exponential increase in the consumption of goods by humans, and can severely impact
terrestrial, freshwater and marine ecosystems, also much like climate change (Smith et al.)
1999). Alarmingly, in addition to the consequences of nitrogen loading, anthropogenic
eutrophication has been shown to have even more severe impacts on coastal zone carbonate
chemistry than ocean acidification, which in itself is cause for extreme concern (Borgesa

and Gypensb), 2010)).

The clean-up of the more than one million tons of Ulva from Qingdao’s coast in 2008
cost more than $100 million USD, involving a clean-up crew of over 10,000 people, 1,000
vessels and 24 km of containment booms amongst other measures (Hu et al., |2010; Hu
and Hel 2008)). This presents a serious economic issue, in addition to the ecological issue,
the gravity of which will only continue to increase in parallel with the growth of the scale
of green tides. It is important then, that these green tides are studied, and the causes

identified, in order that they may be prevented or at least the damage minimised.

1.5 A Sea of Opportunities: Understanding Fundamental Biology

Marine macroalgae have evolved a variety of life cycles to survive and thrive in the ocean.
There are three broad categories of macroalgal life cycles: benthic, pelagic and holopelagic.
The life cycles of benthic macroalgae involve attachment to substrates in the benthic zone
ranging from gravel and sand to boulders and stones, with a holdfast for the entirety of
their lives after their initial attachment. Macrocystis, Nereocystis, Lessonia, Fcklonia and
Laminaria are all examples of benthic marine macroalgae; specifically marine macroalgae
that form vast kelp forests, up to 8 km long and 1 km wide along the Pacific Coast of
North America (Gaines and Roughgarden, |1987)), in the benthic zones of the coast of all

five continents (Raffaelli and Hawkins| [1999; |Steneck et al., [2002).

Pelagic marine macroalgae can be attached or free floating, in various species this depends
on the life cycle stage as well as the environmental pressures, such as turbulence. Ulva
and Sargassum both show this type of life cycle, being attached to the benthic zone for
growth, but being able to survive by forming rafts and continuously undergoing vegetative

reproduction in the open ocean (Leel 2008)).

Holopelagic marine macroalgae are exclusively pelagic, meaning that every stage in the en-

tire life cycle occurs in the open ocean and no stage involves attachment to the benthic zone.
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Currently, only two species are considered holopelagic: Sargassum natans and Sargassum

fluitans (Smetacek and Zingonel, [2013).

It should be noted that it is often useful to discuss marine macroalgae by behaviour as
many fill similar niches in both ecosystems and in human exploitation. However, it is
important to acknowledge that there are distinct divisions of marine macroalgae, with
significant phylogenetic, physiological and biochemical differences. Marine macroalgae are
largely classified into three ecologically converged, but evolutionarily distinct phyla: the

Rhodophyta (red), Phaeophyceae (brown) and Chlorophyta (green) as shown below in

figure [1.3] (Keith et all, [2014).

Sargassum —
‘ Undaria Phaeophyceae
Laminaria ——
Porphyra — ——

Gracilaria Rhodophyta
Kappaphycus
Eucheuma ——

Caulerpa  ——
Cladophora

Monostroma
Ulva —
Arabidopsis —
Nicotiana
Cyathea

Pinus J—

Chlorophyta

Embryophyta

Figure 1.3: Phylogenetic tree, visualised using iTOL v4.4.2. (Letunic and Bork, 2019), showing the
three clades of marine macroalgae and land plants (Embryophyta) with example genera. The colours
of the branches represent the colour of the algae, with Phaeophyceae shown in brown, Rhodophyta
shown in red and Chlorophyta shown in green. Chlorophyta and Embryophyta are both members of
the Viridiplantae clade and as such are both shown in the same colour.

The most familiar macroalgae along the shores of the UK are probably the Phaeophyceae,
or brown algae, which includes kelps and wracks, are a class of exclusively multicellular

eukaryotic algae in the phylum Ochrophyta, composed almost entirely of marine algae,

with the exception of four freshwater genera 2018; [van den Hoek et all [1995). The

characteristic colour of the Phaeophyceae is due to the presence of the carotenoid fucox-
anthin 2018)). Unlike members of the Rhodophyta and Chlorophyta, members of the
Phaeophyceae generally do not undergo vegetative reproduction by fragmentation due to

the nature of their highly specialised tissue structures, with the exception of the pelagic
genera Sargassum 2011)).

The Phaeophyceae life cycle involves alternating haploid gametophyte and diploid sporo-
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phyte phases (Bell, |1997; van den Hoek et al., 1995). Meiosis occurs in the unilocular

sporangia in the sporophyte, and the gametes are released to form gametophytes with

plurilocular sporangia (Bell, 1997} [2018)). There have been more Phaeophyceae sexual

hormones identified than for the Rhodophyta or Chlorophyta, and curiously these are quite

non-specific in nature, with the same pheromones having been identified in different genera

(Frenkel et al. 2014).

The Phaeophyceae are also critically important for human exploitation, accounting for ap-
proximately 35 % of all aquaculture production of aquatic plants, almost exclusively for
direct human consumption of Laminaria japonica (Korean: dasima; Japanese: makombu),

Undaria pinnatifida (Korean: miyeok; Japanese: wakame) and Sargassum fusiforme (Korean:
tot; Japanese: hijiki) (FAO, 2018).

It is important to note that whilst Phaeophyceae is often confused and discussed as a
phylum “Phaeophyta”, Phaeophyceae is now considered a class within the phylum Ochro-
phyta (Heterokonta/Stramenopiles), which encompasses at least 18 classes, including the

Xanthophyceae (yellow-green algae), Chrysophyceae (golden-brown algae) as well as classes

of diatoms and siphonous fungi (Blackwell, [2009; |Garbaryl 2001} |Guiryl [2012; 2018

jvan den Hoek et all [1995). The class Phaeophyceae is often discussed as an equal to the

phyla Rhodophyta and Chlorophyta, as the class Phaeophyceae encompasses all multicel-

lular marine brown algae of interest, such as Laminariales (kelp) and Fucales (Fucus) (Lee

|2018; [van den Hoek et al., [1995]).

The Rhodophyta, or red algae, are a monophyletic group consisting solely of the euk-
aryotic algae class Rhodophyceae within the newly proposed Archaeplastida clade that

also includes, the Glaucophyta, green algae, including the Chlorophyta, and the Plantae

[2018} [Yoon et all, [2016)). Their characteristic red colour is a result of the phycobili-

proteins including R-phycocyanin, allophycocyanin, and B, R and C-phycoerythrins (Lee
2018). Rhodophyceae lack many key traits found in other algae, including flagella, light-

sensing phytochromes and the glycosylphosphatidylinositol (GPI)-anchor biosynthesis and

macroautophagy pathways (Yoon et al.| |2016). The Rhodophyceae utilise floridean starch

grains, distinct from green algal starches, in the cytoplasm as a storage product 2018

[Yoon et al., [2010). The Rhodophyceae life cycle involves one haploid phase, wherein the

monosporangia and parasporangia produce asexual spores that vegetatively develop into a

genetic clone of the parent thallus. There are also two diploid phases, wherein, upon fer-
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tilisation of the carpogonium by spermatium from the male gametophyte by means of cur-
rents, the female gametophyte produces gonimoblast filaments that form carposporangia,

that form diploid carpospores that are released. The diploid carpospores then develop into

diploid tetrasporophytes and finally haploid tetraspores 2018; [Yoon et al. [2010).

The Rhodophyceae encompasses at least ten orders of diverse organisms, both unicellular
and multicellular, with some showing unique traits such as calcification in Corallinales,
which are vital organisms to coral reef ecology as they are significant contributors to cal-

cification of the reefs, as well as inducing larval settlement of many benthic organisms

(Fabricius and De’athl 2001} 2018)).

The Rhodophyceae are also of significant commercial importance, accounting for approx-
imately 61 % of all aquaculture production of aquatic plants, with two important hydrocol-

loids, agar and carrageenan, being primarily obtained from Gelidium and Gracilaria, and

Kappaphycus and Fucheuma, respectively (FAOL 2018} [2018)). Genera such as Por-

phyra are important farmed red marine macroalgae for direct human consumption (FAO|
2018).

Of all the major algal clades, marine macroalgal members of the Chlorophyta remain

poorly understood in comparison to Rhodophyta and Phaeophyceae, with only one whole

genome having been sequenced (De Clerck et al) [2018) and no significant commercial

use as of yet (FAO| 2018). The Chlorophyta is an exciting clade with much potential
for commercial applications including biofuels, food, feed, biofiltration, bioremediation,
bioindicators, medicines, as well as being an important model organism to study the rise

of multicellularity.

The Chlorophyta, or green algae, is a phylum of primarily freshwater algae, with around
10 % of its total species being marine 2018)). The Chlorophyta are one of two clades
within the Viridiplantae, the other being the streptophyta, which encompasses all embry-

ophytes (land plants) in addition to a number of other organisms such as the Charophyceae

(Smith et al.; 2009). Chlorophyte taxonomy is a dynamic field, with new information reg-

ularly changing classifications. Several reviews of chlorophyte taxonomy over the past ten

years have proposed changes in classifications, including the creation and removal of classes

and inter-phyla changes (Becker and Marin} 2009; 2018; Leliaert et al. 2011} [Lewis)

land McCourt}, [2004; Marin, 2012; van den Hoek et al., [1995). However, the three relatively
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undebated core classes within the Chlorophyta are considered to be the Chlorophyceae,

Trebouxiophyceae and Ulvophyceae (Cocquyt et all 2010; Leliaert et al., 2011; Marin,

2012; Wichard, [2015).

All of the chlorophytes derive their characteristic vibrant green colour from the presence of

chorophylls a and b as their primary photosynthetic pigments, with no accessory pigments

masking them 2018; [van den Hoek et al., [1995). Chlorophyta store reserve polysac-

charides in the form of starch granules around the pyrenoids and in the chloroplast stroma

2018; jvan den Hoek et al., [1995).

The Chlorophyta show significant diversity in morphology, sometimes even within species,
and life histories, ranging from unicellular species to colonial unicellular and multicellular
species. They can be uninucleate or multinucleate , with a well-known example
demonstrating the unique range of Chlorophyta morphology being the Caulerpa genus,
which contains the largest unicellular organisms in the world, regularly growing several
feet long . Despite being unicellular, Caulerpa can display aston-
ishingly complex differentiation of structure, developing leaves, stems and roots
. Many species of the Chlorophyta reproduce vegetatively by fragmentation and can
also form zoospores to reproduce asexually . The Chlorophyta sexual reproduc-
tion can be isogamous, anisogamous or oogamous, and gametes in isogamous species are

not formed in specialised cells, while in oogamous species they are formed in specialised
gametangia 2018)).

The Chlorophyta have been less exploited for direct human use than the Rhodophyta and
Phaeophyceae, accounting for less than 4 % of all aquaculture production of aquatic plants.
This is an upper figure and the actual figure is likely to be significantly lower as this is an
estimate for all the species unaccounted for by the “State of World Fisheries and Aquacul-
ture” report published by the FAO, with no chlorophyte genera or species being directly
named . However, this reflects the lack of exploitation of the Chlorophyta,
not any lack of potential. With advances in aquaculture management, many commercially
important uses for the chlorophytes have been proposed, including as part of an integrated

aquaculture system for bioremediation or biofiltering, bioindication and as feed

let al., [2015; Bolton et al.l 2009; [Yokoyama and Ishihi, [2010). Monostroma latissimum. is

the most commercially cultivated genera of the Chlorophyta, mostly in eastern Asia (Korea,

Taiwan, the Philippines, China and Japan), although it is also cultivated in South America
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(Pereiray [2016). Monostroma latissimum, like most members of the Chlorophyta, are still
only exploited for direct human consumption. Ulva intestinalis and Ulva lactuca are also
often bundled together with Monostroma latissimum when discussing culinary uses, and
local names often refer to all of these species (Korean: parae; Japanese: aonori) (Pereiral,

2016).

It is worth noting that macroalgal taxonomy, and algal taxonomy in general, is an ex-
tremely dynamic field, especially with the advent of molecular data aided classification.
As such, even two well regarded textbooks “Algae: an introduction to phycology” by the
Dutch phycologist Christiaan van den Hoek, and “Phycology” by the American phycologist
Robert Edward Lee, show various difference in classifications despite their relative close-
ness in publication dates (first editions published in 1978 and 1980, respectively). This
is further evidenced by various debates regarding how to classify clades, such as the het-
erokont (Cavalier-Smith| [1986) or stramenopiles (Patterson, [1989)) clades which are both
used interchangeably (Derelle et al., 2016|) and as different levels of classification (Brown
and Sorhannus| 2010)). Given the relative infancy of many modern taxonomic methodolo-
gies, and the consequent volatility of the field, taxonomy of marine macroalgae should be

of contextual and supporting information, rather than defining in most cases.

1.6 Ulvophyceae

Within the Chlorophyta, the seaweeds of the Ulvophyceae are of immediate ecological,
environmental and economic interest. Ulvophyceae encompass all commercially cultivated
green marine macroalgae, but we will follow the genus Ulva as an example. Ulva presents
significant potential for exploitation as well as a significant problem. Ulva has a cosmo-
politan range, having been observed in every ocean and estuary in the world, though the
highest concentrations and species diversity are found mainly in temperate waters (Lee,
2018}, [Messyasz and Rybakl, 2011} [OBIS| [2019; Tanner and Guiryl [2019; [van den Hoek
et al.l [1995)). Ulva is able to rapidly respond to enhanced nutrient supply, for example
following upwelling, but this characteristic is becoming more problematic as anthropogenic
eutrophication increases (Lee, 2018). This also means that the potential for Green tides
is also cosmopolitan, and are now widespread in the intertidal zone along much of the

world’s coastlines, especially in temperate, nutrient-enriched waters (Raffaelli et al., 1998}
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\Schramm and Nienhuis, [2012} Teichberg et al., 2010; [Valiela et al., [1997). The tendency

of Ulva to grow rapidly in a range of environmental conditions, and rapidly proliferate
in response to anthropogenic nutrient supplementation likely underlies their increasing
appearance in Harmful Algal Blooms, or Green tides. However, the main advantage of
this characteristic is that it also demonstrates the capacity of Ulva to be rapidly grown
for various commercial uses. This gives Ulva a unique status, as both a problem and a

solution.

The use of Ulva as a solution is increasingly more viable and may even become essential.

As anthropogenic climate change alters the global climate, the biogeography of organisms

limited by climate also changes (Molinos et all, [2017). Climate change and anthropogenic

eutrophication are thought to be the primary drivers behind the increase in the frequency
and scale of Harmful Algal Blooms (IPCC,|2013). It is only since the early 2000s that there

have been reports of unprecedented and repeated Sargassum blooms along the coasts of the

West Indies, the Caribbean, Brazil and West Africa (Djakouré et al. [2017} [Sissini et al.|

2017). Green tides have only been a significant recurring problem in the South China Sea

and Yellow Sea since 2008 (Gao et al.l|2017;|Zhou et al.l [2015). Eucheuma and Kappaphycus

infestation with ice-ice disease and Porphyra infestation by suminori disease have been
associated with increased temperatures, and taken with current temperature projections

and its potential to significantly damage coastal economies, this is a major source of concern

for the world’s aquaculture (Arasamuthu and Edward, 2018} TPCC] 2013} [Kusuda et al.|

11992; [Largo et all |1995; Largo, 2002). It is undeniable that climate change threatens

devastating damage to the world’s aquaculture, as well as to coastal ecosystems and could
significantly affect the potential of the marine biotic carbon sink, which represents roughly

3 Gt C of the 1,020 Gt C stored in the surface ocean and continues to sequester 0.173 Gt

C yr! (Siegenthaler and Sarmiento| [1993).

1.7 Plant Morphogenesis and Early Development of Tissue

Current thinking holds that multicellularity may arise in either of two ways: clonal, in which

a multicellular organism arises from the division of a single cell, and aggregative, in which

multiple cells of genetically distinct lineages aggregate to form an organism (Grosberg and

Strathmann, [1998| 2007). Genetic diversity arises from somatic mutation, intergenotypic
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fusion or pathogen infection in clonal multicellular organisms and from the association of
genetically distinct lineages (Grosberg and Strathmann, [2007; [Michod and Roze, [2001)).
Clonal multicellularity often involves a unicellular phase of a sexually produced zygote,
which is hypothesised to eliminate deleterious mutations and control parasitic replicators

(Grosberg and Strathmann, [1998)).

All multicellular organisms have evolved from unicellular organisms, and the competit-
ive advantages that multicellularity offers may explain why it has independently evolved
multiple times, throughout the kingdoms animalia, plantae and fungi, and multiple times
within some phyla (Claessen et al., 2014; [Kaiser}, 2001; King, 2004; [Rokas| |2008; Whit-
taker, (1969). Though simple multicellularity has evolved multiple times in various lin-
eages, complex multicellularity is only seen in six clades, namely metazoans, embryophytes,
florideophytes, laminarialean brown algae, ascomycetes and basidiomycetes (Knoll, [2011)).
Complex multicellularity here refers to the presence of cell to cell adhesion, intercellular

communication and tissue differentiation by top-down controls.

It was once thought that transitioning from unicellularity to multicellularity required a
significant change in the genome. [Prochnik et al. (2010) found in their genome study
of Volvox carteri, a multicellular green volvocine alga of the Chlorophyta clade, that the
genome is remarkably similar to Chlamydomonas, a unicellular volvocine alga, thereby
demonstrating that it is possible for multicellularity to arise without significant changes in
genome content or protein domains (Merchant et all |2007; [Prochnik et al., |2010). This
demonstrated that simple multicellularity can arise with relatively little difficulty. However,
the difference in genome size between simple and complex multicellular organisms is vast,
with Physcomitrella and Arabidopsis genomes containing three and four times more protein
domains respectively, than Volvor or Chlamydomonas (Prochnik et al.l [2010)). This, then,
suggests that the evolutionary challenge lies in the transition from simple to complex

multicellularity, rather than from unicellularity to multicellularity.

Chlorophyte algae provide a unique opportunity to study the rise of multicellularity, as they
encompass a variety of morphologies and life histories. Of the Chlorophyta, Ulvophyceae,
and the genus Ulva in particular, are especially intriguing as they display unparalleled
morphological and cytological diversity (Cocquyt et al., [2010). The four main cytomor-
phological types of Ulvophyceae are uninucleate unicellular, uninucleate multicellular, such

as Ulvales, multinucleate unicellular, such as Bryopsidales, which includes the aforemen-
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tioned Caulerpa and multinucleate multicellular, such as Cladophorales (Cocquyt et al.)
2010; [Lee, [2018)). Ulva also demonstrates an early form of clonal multicellularity, without
differentiation of cells into tissues. Knowing the example of Volvoz, one could also expect
that Ulva will not show significant changes in genome content or protein domain when

compared with Chlamydomonas. This was shown to be true by [De Clerck et al.| (2018]).

Plant growth coordination usually involves both top-down and bottom-up controls. For
example, the auxin gradient that result in root shoot differentiation is a top-down control,
and phosphorus dependent root hair density is a bottom-up control (Ma et al., |2001;
Overvoorde et al., [2010). The genomic differences begs the question: how is multicellular
growth coordinated in organisms that lack top-down control? It is likely that the answer
will encompass a number of different bottom-up controls, the specific controls depending
on the unique characteristics of each organism. However, there is a strong case to be
made that in simple multicellular organisms, physical constraints may be a strong driver

of cellular organisation as there is little specialisation of tissue.

1.8 Morphogenesis and Early Development of Ulva

1.8.1 Morphology of Ulva

Of all the Chlorophyta, the best known and most studied macroalgae are those in the Ulva
genus. Ulva is a genus of multicellular green algae present in many coastal benthic zones
worldwide; it is phylogenetically close to unicellular green algae such as Chlamydomonas
and Ostreococcus (Ansell et al., 1998; Xu et al., 2012; Zhang et al., 2012). The best known
Ulva species in the UK is probably Ulva lactuca, commonly referred to as “sea lettuce” due

to its similarity in appearance to lettuce leaves, as shown in figure [[.4] below.
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Figure 1.4: A typical Ulva thallus displaying the rosette morphology (Novédk, 2018)

Ulva was originally one single genus classified by Linnaeus in 1753, but in 1952 was split into

distinct genera, namely Ulva and Enteromorpha, based on morphological characteristics,

and the genus Chloropelta was later separated from Ulva by (1980), containing a

single species Chloropelta caespitosa Tanner (Hayden et al., |2003} [Linnaeus, 1753} |Silval,

[1952; |Tanner} [1980).

Ulva species identification was once commonly done using morphological characteristics,
however there was frequent and steady doubt cast on the reliability of these morpholo-

gical attributes in Ulva taxonomy due to the extreme intraspecific morphological variation

(Malta et al., [1999; [Mshigeni and Kajumulo, [1979). Ulva spp. morphology is extremely

plastic and even within species, thalli can display different morphologies; this process is

thought to be environmentally determined (Hoeksema and van den Hoekl |1983; [Malta)

let al.}, [1999; [Mshigeni and Kajumulo|, 1979} [Wichard}, 2015).

Morphological variations in Ulva can be so extreme that three genera were recently reclas-
sified by a detailed phylogenetic study analysing the nuclear ribosomal internal transcribed
spacer DNA (ITS nrDNA), the chloroplast-encoded Ribulose-1,5-bisphosphate carboxylase/

oxygenase large subunit (RuBisCO) (rbcL) gene, and a combined rbcL and ITS nrDNA

data set (Hayden et al., [2003). Ulva, Enteromorpha and Chloropelta were all found to be

of the genus Ulva. Thus, Enteromorpha and Ulva were reclassified as the same genus Ulva,
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and Chloropelta caespitosa Tanner was also reclassified as Ulva, with the new name Ulva

tanneri H.S.Hayden & J.R.Waaland. Malta et al| (1999) even found that three Ulva spe-

cies found in South West Netherlands previously recognised by taxonomic identification of
morphology are in fact one polymorphic species, as well as finding that two samples from
different collection locations previously thought to be of the same species were actually
different species. These findings remind us that Ulva can show extreme variations in mor-
phology and is even more difficult to identify when proliferating as free-floating thalli, as

much taxonomic identification emphasizes variation in basal regions of the thallus (Hoek-

lsema and van den Hoekl [1983; [Koeman and van den Hoekl [1981]).

Ulva only has three cell types (blade, rhizoid and stem) arranged into two opposing one-cell
thick sheets, without differentiation into tissues and as such, there are no active mechanisms

of cell signalling or overarching cellular architecture coordination within the plant itself
(Wichard, 2015)).

Ulva thalli are often referred to as “blades” and these blades can reach more than one

metre in length (Sahoo and Seckbachl 2015). Cells in Ulva thalli are uninucleate, contain

a single cup shaped chloroplast at the surface edge and a single pyrenoid, isodiametric in

shape, and are distromatic (arranged into a bilayer), as shown in figure [T.5] below

Iz_and SahoSL |2015|; |Wicharal, |2015|).

Figure 1.5: Longitudinal section of an Ulva thallus (Ferndndez in Arora and Sahoo, 2015)
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The extreme intra-specific variations in morphological features as well as the isomorph-
ism of distinct Ulva species and the lack of genomic architecture that gives rise to these
morphologies indicate that there is a more basic and universal mechanism that determines

morphology in the genus Ulva.

1.8.2 Life History of Ulva

All species of Ulva undergo alternation of generations between haploid gametophytes and

diploid sporophytes, as shown below in figure [1.6] (Morrissey et al., [2016; [Wichard} [2015).

Interestingly, Ulva gametophytes and sporophytes show extremely similar sizes and mor-
phologies; the reasons behind this isomorphic alternation remain a matter of debate. Sporo-
phytes of a generation will produce zoospores that go on to form gametophytes of the next
generation. These haploid gametophytes will go on to produce haploid gametes that fuse
to form a diploid gamete and develop into a sporophyte, closing the cycle. Ulva zoospores

have four flagella (quadriflagellate), and haploid gametes have two (biflagellate), allowing

for some motility (Morrissey et all [2016). Unfused gametes can undergo parthenogenetic

development into gametophytes and the cycle continues, indicated with red arrows below

in figure [T.6]

Haploid
spores
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/

Diploid Haploid
sporophyte gametophyte

plant plants
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é/ gametes\_— J

g
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Figure 1.6: Ulva alternate between gametophytic and sporophytic generations. Red arrows represent
the parthenogenetic development of unfused gametes into gametophytes (Modified from Morrissey et
al., 2016)
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Major disturbances, such as fragmentation, induce the formation of sporangia and the
release of spores in Ulva, peaking approximately two to three days after the disturbance

event both in lab and field settings (Carl et al.l 2014 [Dan et al.,[2002} [Gao et al.},[2010} 2017}

[Hiraoka and Okaj, 2008)). This reproductive response to fragmentation and Sporulation

Inhibitors may be key to Ulva bloom formation and expansion, as well as for the future of

Ulva cultivation for maximum rates of biomass production.

The rate of Ulva prolifera zygote and meispore germination is approximately three times
greater than gamete germination through parthenogenesis, indicating that asexual repro-

duction through fusion and sexual reproduction through meiosis is the key driver of Ulva

proliferation, not parthenogenesis (Cui et al., [2018)).

Vegetative cells in an Ulva thallus can directly differentiate into gametangia or sporangia

as shown in figure [1.7] below (Carl et al 2014} Dan et al. 2002).
o B 1

Rsiis

Figure 1.7: Light Microscopy images of the differentiation of vegetative cells into reproductive cells
in Ulva. (A) Vegetative Cells, (B) Formation of gametes after 26 hours, (C) Reproductive cells with
fully formed gametes after 44 hours, (D) Reproductive cells with fully formed and released gametes
after 46 hours (Carl et al., 2014)
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Ulva can grow anchored or free floating, and massive proliferation events, known as green
tides as previously discussed in section 1.4, occur when the environmental conditions allow
for the development of free-floating Ulva. Ulva is an opportunistic macroalga that quickly

dominates the marine floral composition following disturbance events as well as nutrient

enrichment events such as eutrophication, with or without disturbance (Kraufvelin, 2007).

This success of Ulva as a primary succession macroalga can be credited to a number of

factors, including the extreme tolerance and rapid adaptability to temperature, light in-

tensity and UV exposure (Cui et al 2015} [Rautenberger and Bischof, [2006) and salinity

variations (Shimada et al. [2008]), and the ability to maintain extremely high growth rates

of up to 54.5% per day (Hiraoka and Okal, [2008)), all of which contribute to the cosmopol-

itanism of Ulvae (Kirkendale et al. 2013} |Shimada et al., 2008).

Ulva is known to produce and utilise at least two types of sporulation inhibitors: a cross-
linked glycoprotein, Sporulation Inhibitor-1 (SI-1), and a class of non-protein sporulation

inhibitors (SI12), of very low molecular mass and as yet unknown molecular structure (Strat-

mann et al. [1996). SI-1 levels are found to be elevated in cell walls and are also detected

in significant amounts in the extracellular environment. SI-1 inhibits the differentiation of
vegetative cells into gametangia until the thallus is fertile. The production of SI-1 in Ulva
gradually decreases as the thallus matures, until the concentration of SI-1 falls below in-

hibitory levels, at which point gametogenesis is induced. The complete artificial removal of

SI-1 from the extracellular environment also induces gametogenesis (Wichard and Oertel,

2010).

The decrease in the concentration of a Swarming Inhibitor (SWI) is required for the gamete

release of Ulva mutabilis, though light is the only prerequisite for gamete release in Ulva

lactuca (Stratmann et al., 1996; Wichard and Oertel, [2010)).

Ulva is a symbiotic organism, and Ulva zoospores settle preferentially at sites where N-(3-
oxododecanoyl)-homoserine lactone (AHL), a bacterial quorum sensing signal molecule, is

detected and the absence of AHL abolishes the Ulva zoospores attraction to the bacterial

biofilms (Joint et al., 2002, 2007; Tait et al., 2005; Wheeler et al., |2006)).
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1.8.3 Symbiosis in Ulva

When we consider the conditions required for the normal development of Ulva, an increas-
ingly important area of study is on the various symbioses that are characteristic of this
genus. For example, as aforementioned, N-(3-oxododecanoyl)-homoserine lactone (AHL)
is a bacterial quorum sensing signal molecule that induces Ulva zoospores to settle prefer-

entially, acting as a strong chemoattractant and the absence of which abolishes the Ulva

zoospores attraction to the bacterial biofilms (Joint et all [2002, 2007 |Tait et al., |2005}

[Wheeler et al., [2006)).

Furthermore, dimethyl sulfoniopropionate (DMSP) is a known osmolyte in Ulva, and along
with its cleavage products, is already known to have multiple functions, acting as an anti-

herbivore defense, a reactive oxygen species (ROS) scavenger and a cryoprotectant (Karsten|

et all 1992} [Nishiguchi and Somero, [1992} [Van Alstyne et all [2001; [Van Alstyne and

2007)). Recent evidence suggests that in Ulva, DMSP also has another function as

a bacterial chemoattractant, which acts to signal bacteria of the presence of a food source,

in this case glycerol as a carbon source (Kessler et al., [2017]).

These relationships with bacteria alone, strongly suggest that Ulva is a symbiotic organism.
The symbiotic nature of Ulva was found to be irrefutable as normal morphogenesis in Ulva
requires cross-kingdom signalling between itself and bacteria. In the absence of associated

bacteria, Ulva will grow as undifferentiated lumps that display atypical morphology (Burke|

let al.l [2009; [Joint et al., 2002} 2007)). More specifically, growth becomes slow and callus-

like, with colourless exterior cell wall protrusions (Spoerner et al., [2012; Wichard} 2015)).

\Spoerner et al. (2012) set about identifying the exact bacteria involved in this symbiotic

relationship by isolating the bacterial strains associated with non-axenic Ulva cultures.
From the isolates, three strains (MS1, MS2, MS3) were found to induce growth. However,
individual strains on their own could not induce normal morphogenesis; the thalli grew as
they would in axenic cultures, but with increased rates of growth and a larger overall size.
Revealingly, when Ulva was cultured with any of MS1, MS2 or MS3 as well as the seemingly
inactive strain MS6, normal morphogenesis was restored, even though cultures grown only
with strain MS6 did not show visible thallus growth. Cultures containing strains MS1 and
MS6 eventually saw a drop in pH, growth suppression and bleaching of the thalli, but this

was not the case with the MS2/MS6 or MS3/MS6 combinations. On closer inspection,
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strain MS2 was found to be concentrated around the base of the thallus in the growth
medium, and not diffuse like MS3, so it was hypothesised that strain MS2 forms a closer

symbiotic relationship as this location specificity may indicate further specific signalling.

The associated bacterial epiphytes were originally classified as Roseobacter sp. Strain
MS2 and Cytophaga sp. Strain MS6. A spatial separation experiment demonstrated that
Halomonas MS1, Roseobacter sp. MS2 and Sulfitobacter MS3 excrete specific regulatory
factors into the medium that induce enhanced cell division and formation of an Ulva thallus,
much like cytokinin in higher plants. Cytophaga sp. MS6 excretes a factor that induces
enlargement and stretching of newly divided algal cells, much like auxin in higher plants,
which resulted in blade cell expansion and rhizoid growth, as well as eliminating the cell

wall abnormalities observed in its absence (Spoerner et al., |2012]).

The morphogen excreted by Maribacter MS6 is thallusin, the structure of which, illustrated
below in ﬁgure was first elucidated by Matsuo et al.| (2005, having isolated it from the
epiphytic marine bacterium strain YM2-23 (deposition no. MBIC 04683) obtained from

Monostroma oxyspermum (Weiss et al. [2017)).

Thallusin

Figure 1.8: Molecular structure of thallusin (Matsuo et al., 2005). Thallusin induces rhizoid forma-
tion and normal cell wall synthesis without the unusual callus-like colourless protrusions observed in
axenic cultures (Spoerner et al., 2012; Wichard, 2015).
Following further phylogenetic assessment, strains Roseobacter MS2 and Cytophaga MS6
have now been reclassified as Roseovarius sp. MS2 and Maribacter sp. MS6 respectively

(Grueneberg et al., 2016). A reliable, reproducible model system of a tripartite symbi-

otic community has therefore been identified (Grueneberg et al., 2016; Weiss et al., 2017;
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Wichard, 2015). This Ulva holobiont requires a chemosphere that includes morphogenetic
compounds, bacterial chemo-attractants, carbon sources, quorum sensing signal molecules

and metallophores (Theis et al., 2016; Wichard, 2015).

1.9 The Hologenome Theory of Evolution: Applications to Ulva

The conclusion of the previous section referred to the symbiotic community of Ulva and
its associated bacteria as the Ulva holobiont. The term ‘holobiont’ refers to the organisms,
the host and all its symbionts, involved in a symbiotic relationship wherein the host and
symbiont have undergone, and are undergoing natural selection as a single unit (Rosenberg
and Zilber-Rosenberg), [2018]). The symbionts in this case encompasses the entirety of the
endocellular and extracellular microbiome. First proposed by Rosenberg et al.| (2007) in
regards to the coral holobiont, the hologenome theory of evolution aimed to address the lack
of a nuanced framework to discuss the complex and interconnected nature of host-symbiont

interactions, development and evolution.

The hologenome theory recognises a holobiont and its hologenome as a distinct organis-
mal level, upon which evolutionary selection operates, aiding the clarity of lexicon when
discussing host-symbiont evolution and co-evolution (Theis et al. 2016]). The hologenome
theory most critically addresses all plants and animals as holobionts, as they all are inextric-
ably associated with substantial and diverse microbiota (Rosenberg and Zilber-Rosenberg),
2018). There has been much discussion regarding the merits of the concept of the hologen-
ome, with more than 106 papers having been published in the past 12 years. There have
been both support for and legitimate criticisms of the theory that have shaped the devel-
opment of the concepts, leading to the current framework for understanding (Rosenberg

and Zilber-Rosenberg, 2018)).

It is known that Ulva has multiple symbionts that are essential to normal morphogenesis.
Given the relative simplicity of the Ulva genome, it is reasonable to speculate that there
are more as yet unknown symbionts that are essential to Ulva growth and reproduction.
This makes it useful to apply the concept of the hologenome in order to investigate the

nature of their relationships.
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1.10 Summary

The chlorophyte seaweeds are of great economic and environmental importance, and Ulva
are strong organisms with which to study this group. Specifically, the investigation of
their growth, including their genetics, genomics and physiology underpins a more complete
understanding of their large-scale spread in both controlled (farmed) and uncontrolled
(green tide) conditions. There are a number of key gaps in the literature regarding the

nature of growth in Ulva.

First, the genomic architecture underpinning multicellular growth in Ulva had not been
addressed at the commencement of this project. With the publication of the study by
De Clerck et al| (2018), the first Ulva genome is now available. Amongst the number of
interesting findings from this investigation, the lack of a genomic signature for multicellu-
larity is of the greatest interest for this thesis. However, the analysis in this publication was
based on a number of assumptions that, whilst highly unlikely to be incorrect, were not
technically supported by a robust statistical framework. This lack of statistical framework

is the first issue to be addressed.

Second, given the lack of a genomic signature, the most plausible explanation for Ulva
morphogenesis is a physical bottom-up mechanism. This is a gap in the literature that
has not yet been addressed in any capacity, and this thesis sets out addressing not only
the bottom-up mechanisms underpinning Ulva proliferation patterns, but also a framework
for studying this pattern in other tissue types that show this type of growth, for example,

metazoan and plant epithelial tissues.

Finally, the investigation of growth in Ulva could help elucidate the evolution of multicellu-
larity and the transition from simple to complex multicellularity in the green lineage. There
are surprising gaps in the fundamental biology underpinning macroalgal development. An
area of particular concern is the lack of knowledge regarding the growth patterns and
rhythms of macroalgae, both spatially and temporally. Spatially, the growth patterns,
including the areas of growth and cell proliferation are as yet unknown. Temporally, the
circadian growth patterns have not been able to be studied in Ulva, due to the lack of res-
olution in measurement techniques available. Both examples are fascinating in the context

of the research of a potential model organism, that could provide useful information on the
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evolution of multicellularity as well as the evolution of cell differentiation 2009
|Hori et al., [1985; [Wichard, [2015)).

32



CHAPTER 2

General Methods

2.1 Challenges in experimental work

Ulva is a difficult organism to research in a laboratory setting and presents a number of
challenges when designing experiments, as the literature regarding established techniques
and protocols is barren, when compared to more well studied organisms such as Arabidopsis
and Nicotiana. Among the many challenges, three are most substantial and persistent in

relation to the types of experiments conducted in this project.

The first major challenge is the culturing method. Unlike land plants for which there
are incubators and growth rooms at every major research facility, Ulva requires specialist
growth equipment. There is only one model system for Ulva growth, which is the afore-
mentioned model tripartite community of Ulva mutabilis, Roseovarius MS2 and Maribacter
MS6. Even this system is only a few years old, with the underlying mechanisms having

only been partially elucidated following decades of research.

The second major challenge is the monitoring of growth. Currently, the only method
of growth monitoring is by physical removal of the tissue and weighing on scales. This
presents a number of issues. Firstly, data obtained from different experiments or even the
same experiment in different facilities is incomparable due to the lack of a standardised
protocol and the inevitable inconsistencies in methods. The inconsistencies will inevitably
give inaccurate measurements in some cases given that Ulva is an aquatic organism that has
significant fluctuations in water content, and therefore mass, over relatively short periods

of time.

The third major challenge is the lack of a standard fluorescent staining method. Again,
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unlike well-studied land plants, there is no standard method of fluorescent staining and
so protocols used for other species have to be extrapolated and adapted to suit Ulva

specifically.

The following subsections in this general methods chapter will attempt to broadly address

these major problems and their resolutions.

2.2 Sample collection

The samples used in this project were collected from beaches of Seaham, located in the
North East of the United Kingdom (coordinates: 54°51°02.1'"N 1°20’31.9"W). Figure

below shows representative samples collected for use in this project.

Figure 2.1: Typical samples of the (A) leaf and (B) ribbon morphotypes of Ulva used throughout
this project

Both morphotypes have been sequenced, and the leaf and ribbon morphotypes have been
identified as Ulva lactua and Ulva mutabilis, respectively. However, for the purposes of the
investigation of physical proliferation patterns, the morphology is of greater importance
and interest, therefore this thesis will refer to each sample by their morphotype rather than

their species name.

Sample collection was only conducted during low tide of less than 1 m, as higher tides would
not allow for access to the samples. Samples are typically most healthy during the winter
months when the sea surface temperature is relatively low. Samples collected during the
summer months, especially towards the end of summer when the sea surface temperature

is at its height, were typically not viable.
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2.3 Sample culturing

Ulva tends to thrive in a variety of conditions, which is one of the reasons for its cosmopol-
itan range and proliferative growth that can result in bloom formation. For the duration of
this experiment, constant culture conditions were maintained as shown in table 2.1] below.

Table 2.1: The growth parameters set for Ulva in the incubators and the justifications for their use
throughout this project.

Parameter Value Justification
Temperature 10 °C Mean sea surface temperature in the North Sea
(Morris et al., 2018; Rayner et al., 2003)
Light 12:12 Standard light/dark cycle for plant growth exper-
light /dark cycle | iments
Turbidity 100 RPM Algem bioreactor environment simulation value

for North Sea

Ulva is a symbiotic organism, and is known to require at least two symbionts (Roseovarius
sp. MS2 and Maribacter sp. MS6) for normal morphogenesis and growth rates when grown
in culture (Wichard, [2015; |Grueneberg et al., [2016). However, the associated bacteria are
present in collected wild samples, and the effects of the absence of these bacteria is im-
mediately obvious in two ways: the growth of uncharacteristic lumps of undifferentiated
cells that display atypical morphology and decreased rate of growth (Wichard) [2015} |Spo-
erner et al., [2012). Further, the experiments that elucidated the presence of these bacteria
involved sterile growth conditions, monitored by PCR tests, of carefully prepared axenic
Ulva gametes (Spoerner et al., [2012)). Our experiments only consisted of culture growth of
adult wild samples and neither of the signs of bacterial absence were observed at any point.
No difference in growth rate was observed between samples that were freshly collected and
samples that had been growing in the lab for multiple weeks, with both sets of samples
maintaining growth rates of approximately 40 % week -!. Therefore, it was concluded that

it can be safely assumed that the associated bacteria were present in culture.

The medium used throughout this experiment to culture the Ulva was artificial seawater.
Preliminary experiments were conducted to test the suitability of filtered seawater, however
the inconsistencies in results using filtered seawater led to the use of a standard artificial
seawater mix. 1,000 ml of the artificial seawater used throughout was prepared with 1,000
ml milli-Q purified water, 35 g Sigma sea salt, 70 mg NaNO3 and 10 mg 3-Glycerophosphate

disodium salt hydrate.
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In order to characterise the culturing conditions and Ulva wet and dry mass measurements
under these conditions, a simple preliminary growth trial was performed for Ulva by grow-
ing one hundred samples in culture and taking wet mass measurements of ten random
samples (9 repeat measurements) and dry mass measurements of ten sample every day of
the trial. The results are summarised below in table below.

Table 2.2: The mean wet and dry mass, percentage change and water content of Ulva over five days
in the laboratory culture conditions outlined above.

Day Mean Wet Percentage Mean Dry Percentage Water

Mass/g Change Mass/g Change Percentage

1 0.7225 - 0.1297 - 82.0

2 0.8444 16.9 0.1327 2.3 84.3

3 0.9011 6.7 0.1452 9.4 83.9

4 0.9322 3.5 0.1542 6.2 83.5

5 0.9989 7.2 0.2255 46.2 77.4
Total 0.2764 38.3 0.0958 73.9 -5.6
Change

This showed that Ulva grows well in the culture conditions, showing a mean 38.3% increase
in wet mass and a mean 73.9% increase in dry mass over the five days, equating to a
daily growth rate of 8.5% in wet mass and 16.0% for dry mass. This is in line with
previously reported growth rates in laboratory culture conditions (Mantri et all [2011}
Trivedi et all |2013)), but not as high as some have reported under specialist conditions
utilising a technique called "germling cluster" (Hiraoka and Okal 2008)). However, this

method cannot be replicated without access to equipment that is not available to us.

2.4 Fluorescence Microscopy

2.4.1 History of Fluorescence Microscopy

Fluorescence was first scientifically documented in 1565 by the Spanish physician Nicolas
Bautista Monardes in his three-part publication “Historia medicinal de las cosas que se
traen de nuestras Indias Occidentales” (Acuna and Amat-Guerri, 2007)). Here, he de-
scribes the spectacular blue opalescence of a water infusion made from the wood of a
tree that came to be known as Lignum nephriticum, which is now known to be Fysen-
hardtia polystachya or Mexican kidneywood (Acuna), 2007; |Acuna and Amat-Guerri, 2007}

Marcu et al.| 2014; [Valeur and Berberan-Santos, [2011)). This blue fluorescence is reportedly
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already well known by Aztec doctors as noted by 16" Century Spanish missionaries such

as Bernardino de Sahagun and Francisco Hernandez (Acuna and Amat-Guerri, 2007). The

fluorescent compound in this infusion was only recently identified as matlaline, named after

the Nahuatl word “matlali” for blue (Acuna et all, 2009).

In the following centuries, the optical properties Lignum nephriticum became the subject of
great interest. Many of the greatest minds of the 16" and 17" Centuries such as Francesco
Maria Grimaldi, Athanasius Kircher, Sir Isaac Newton and Robert Boyle, studied these
properties, paving the path for subsequent physicists such as to arrive at more complex,

comprehensive and accurate descriptions of the physical properties of light and fluorescence

(Acuna and Amat-Guerri, 2007} [Marcu et al., 2014} [Valeur and Berberan-Santos|, [2011)).

The renowned British physicist and the Lucasian Professor of Mathematics at the Uni-
versity of Cambridge Sir George Gabriel Stokes made the first substantial, accurate and

notable contribution to the understanding of the physics of photoluminescence in his 1852

paper entitled “On the Refrangibility of Light” (Acuna and Amat-Guerri, [2007; [Valeur|

land Berberan-Santos|, [2011)). Sir George Gabriel Stokes is credited with the introduction

of the term “fluorescence” and describing “Stokes’ Shift”, which is the wavelength dif-

ference between the maxima of the excitation and emission spectra (Marcu et al. [2014;

[Valeur and Berberan-Santos, 2011). However, the French physicist Edmond Becquerel had

already published a paper in 1842 noting that the emission wavelength is longer than the

excitation wavelength (Valeur and Berberan-Santos) 2011)), though his contributions are

not credited to him, satisfying Stigler’s law of eponymy.

In the ensuing century and a half, fluorescence microscopy has emerged as an essential
tool in various fields, and especially in life sciences due to the significant benefits over
other microscopy techniques. The four main benefits of fluorescence microscopy offers
are extremely high contrast, due to the absence of background, high specificity, due to

the selective binding of stains, the quantitative nature of the fluorescence signals and the

possibility of live imaging (Lichtman and Conchello, 2005; Muller} [2006]).

2.4.2 The Principles of Fluorescence Microscopy

Fluorescence, simply, is the emission of, typically longer wavelength, light from an object

following illumination by an incident light (Lichtman and Conchello| 2005). The difference
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itself is due to the loss of energy from the incident light (Lakowicz, [2007)), and is termed
the Stokes’ shift, as aforementioned. This means that any object that displays fluores-
cence, whether by autofluorescence or fluorescent labelling, can be excited by incident light
of a certain wavelength and the emission of a different wavelength can be observed using
a fluorescence microscope. The both the excitation and emission light are measured in
nanometres (nm), and the relative intensity is plotted to give a spectrum of each. The
wavelength of highest relative excitation and emission are termed the excitation and emis-
sion maxima. The observation of the emission spectrum is the principle of fluorescence

microscopy in its simplest form.

However, many problems present themselves in the practical realisation of this principle.
The first of which, is the overlap of the excitation and emission spectra. In practice, this is
overcome by using a series of filters. In a traditional fluorescence microscope, these filters
are typically the excitation filter, the barrier filter and the dichroic (dichromatic) mirror
(Lichtman and Conchellol 2005)). The purpose of these filters is best illustrated by following

the light path from the incident source.

The incident light travels from the source, typically an arc lamp, first meeting the excitation
filter, which filters the incident light to only allow light of the excitation wavelength to
pass through. This filtered light then hits the dichroic mirror, placed at a 45° angle, which
splits the light and reflects light of excitation wavelength downwards to the sample, whilst
allowing the rest to pass through. The light then excites the sample and the emission light
from the sample goes back up towards the dichroic mirror, which reflects any light of the
excitation wavelength, and allows just the emission light to reach the barrier filter, which
only allows the longer wavelength emission light through. The resulting emission light can
then be collected by an image sensor to be viewed on a computer or observed directly

through an eyepiece.

All of the filters used are highly wavelength-specific interference filters, which are composed
of multiple stacks of thin alternating layers of different refractive index. The physics of
this entire process is dependent on small differences in the wavelengths of light, meaning
that specific filter combinations must be used according to the specific excitation and
emission spectra of the fluorophore being used. Modern epifluorescence microscopes have
filter sets or filter cubes, which allow for the convenient and rapid selection of prefabricated

arrangements of filters for specific excitation-emission wavelengths.
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Another principle limitation of fluorescence microscopy is that all of the emission light in
the frame is recorded at once. This means that some of the emission light will be out of
focus, limiting the resolution that can be achieved. This is a problem that is addressed by

confocal microscopy.

2.4.3 History of Confocal Microscopy

In 1955 the renowned cognitive scientist and artificial intelligence expert Marvin Minsky,
who was then a young postdoctoral fellow at Harvard University, invented a microscope
that utilised a stage-scanning confocal optical system (Minsky, 1988). This microscope
utilised sequential single-point illumination of an object to construct an image, with the
incident light being focussed with a pinhole. The emission light is ensured to be from
the focal point by utilising a second pinhole, thereby removing any out of focus light, and
is collected by a photomultiplier to eventually construct the image on a long-persistence
screen (Inoué, |2010; Semwogerere and Weeks, 2008). This was the genesis of confocal
microscopy and sparked feverish excitement in the biological research community in the
decades that followed. Many different approaches to the confocal microscope were made,
such as the Tandem Scanning Microscope made by [Petran et al.| (1968), which formed
the basis of the modern disk-scanning confocal microscope (Toomre and Pawley, [2010)).
This project exclusively utilised Confocal Laser Scanning Microscopy, which is the modern
incarnation of Minsky’s confocal microscope, and any mentions of “Confocal Microscopy”
will be referring to Confocal Laser Scanning Microscopy. Despite the many approaches that

0" Century, the word ‘confocal’

researchers took towards confocal microscopy in the mid 2
itself was not used until 1979 when |Brakenhoff et al.| (1979)) built the Confocal Scanning
Light Microscope, which is the predecessor of the Confocal Laser Scanning Microscope.

The term itself refers to both, ‘con’, the focus point, ‘focal’, of the objective lens and the

pinhole being the same (Peterson, [2010).

The advances in technology in the late 20" Century, including but not limited to the
availability of high-powered lasers and powerful computers to analyse the vast sums of data
generated, fuelled the development of confocal microscopy as one of the most important
contemporary development in biological research. The international efforts led to the

development of the Confocal Laser Scanning Microscope as we know it today at the MRC
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laboratory of molecular biology at Cambridge University (Amos and White, [2003)).

2.4.4 Principles of Confocal Laser Scanning Microscopy

A Confocal Laser Scanning Microscope builds on the same principles as previous incarna-
tions of the confocal microscope, such as the Confocal Scanning Light Microscope, in that
it also builds an image by illuminating and focusing on one point at a time. The Confocal
Laser Scanning Microscope uses a high-powered laser, in place of an arc lamp, as it allows
high-intensity light to be focused on one point at a time, rather than the whole field, and
the emission signal is also amplified using a photomultiplier tube, which allows clear resolu-
tion of extremely faint signals. This combination allows for an extremely high contrast and
high resolution, more specific detection and protects the sample from extended exposure

to high intensity light (Inoué) 2010)).

An extremely important development allowed by Confocal Laser Scanning Microscope is the
construction of high-resolution z-stacks, as only one point is illuminated at any given time.
This means that high-resolution true 3D images can be collected, which is an incredible

advantage that is impossible to achieve with traditional fluorescence microscopy.

2.4.5 Stain Selection

The ratio of the number of photons emitted to the number of photons absorbed is termed
the quantum yield (®) (Sommer et al., 2015). Though the term quantum efficiency is
sometimes used in fluorescence microscopy to describe fluorophores (Laverdant et al., 2011),
caution is advised as there are multiple definitions in multiple fields. For example, in
physics it is associated with photosensitive devices such as solar panels (Hagfeldt et al.,
2012) and image sensors (Fowler et al., 1998), in chemistry to describe photocatalytic
systems (Serpone and Salinaro, 1999). Therefore, quantum efficiency would be a more
suitable term in relation to the image sensor, rather than the fluorophore, in the case of
fluorescence microscopy. Here, the only the term quantum yield will be used throughout,

for clarity and consistency.

The quantum yield (®) is one of the two most important characteristic of a fluorophore
when imaging. The higher the quantum yield, the brighter the emission of the fluorophore.

The quantum yield is measured as a ratio; therefore, the highest value is 1, which is termed
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as unity. For example, fluorophores such as rhodamines, which have some of the highest

quantum yields, are said to be approaching unity (Lakowicz, 2007).

The second characteristic is the fluorescence lifetime of the fluorophore, measured in nano-
seconds, which is simply the mean time taken for the fluorophore to return to the ground
state from its excited state(Lakowicz, 2007). The differences in fluorescence lifetime of a
fluorophore can be exploited for a specialised type of microscopy called Fluorescence Life-
time Imaging Microscopy (FLIM). In FLIM, images are created using fluorescence lifetimes
rather than emission intensity (Bastiaens and Squire, 1999). Fluorophores with the same
emission wavelength can be differentiated using their fluorescence lifetimes, meaning that
different molecular environments within cells can be identified using FLIM (Bastiaens and
Squire, 1999; Duncan, 2006; Suhling et al., 2015). These two characteristics of fluorophores
are vital to note when selecting the type of microscopy. However, other considerations must
be made regarding the characteristics of the fluorophore, that will affect the suitability of

a given fluorophore in its intended use.

One of the great advantages of fluorescence microscopy is the ability to image with ex-
tremely high specificity due to the wide range of fluorophores available. For example,
the Invitrogen Molecular Probes Handbook published by Life Technologies Corporation,
now in its 11" edition, includes over 3,000 fluorescent probes that can stain almost every
component of a biological system (Johnson and Spence, 2010). There often are multiple
probes of differing spectral properties available to label the same component, allowing for
a tailored labelling solution for virtually any experiment that can range from simple single

component labelling to multi-channel labelling of multiple components.

With the almost overwhelmingly large selection of fluorophores available, selecting a suit-
able fluorophore for a specific experiment can be difficult. Many dyes can be used for the
same purpose, but that does not always mean that they are all equally suitable, and the
suitability depends on the experimental aims. Different fluorophores have specific optical
properties and bind specifically to different targets. However, even fluorophores that bind
to the same target sites have unique properties to consider when assessing the suitability
for use in a particular experiment. For example, DAPI (4’, 6-diamidino-2-phenylindole) is
a widely used DN A-specific fluorophore that binds to the minor grooves of A-T rich repeat
sequences in DNA, and has also been shown to bind well to A-U rich repeated sequences

in RNA, but by intercalation unlike in DNA (Kapuscinski, 1995; Lachner et al., 2001;
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Tanious et al., 1992). The Hoechst family of dyes are also minor groove-binding dyes, with
Hoechst 33342 and 33258 being the most commonly used (Telford et al., 1992). DAPI,
Hoechst 33342 and 33258 dyes are all excited by blue light, and they all have an emission
maximum at around 461 nm, and so they can be used almost interchangeably on the whole
(Bestvater et al., 2002; Bucevidius et al., 2018; Portugal and Waring, 1988). However,
Hoechst dyes and DAPI react differently under similar conditions, due to a one base pair
difference in binding site size, which is an important consideration when investigating the

effects of drug-DNA (Portugal and Waring, 1988).

Similarly, different fluorophore that stains the same molecule can have different mechanisms
of doing so. For example, ethidium bromide and propidium iodide are further examples of
DNA staining fluorophores, however these dyes both bind by intercalation, and therefore
are mutagenic (Sudharsan Raj and Heddle, 1980; Ueckert et al., 1995).

Even within the same family of dyes, there can be certain differences that make one fluoro-
phore favourable over another. The Hoechst family of dyes is a good example of this.
Hoechst 33342 and 33258 binds the same molecule at the same site and have the same
excitation emission maxima. However, Hoechst 33342 permeates cells significantly better
than Hoechst 33258 due to a lipophilic ethyl group, and therefore is better suited for vital
staining (Bucevifius et al., 2018). It is clear that selecting the right fluorophore for a

certain experiment is crucial for the experimental results.

In order to investigate cell patterns in, a reliable cell wall staining protocol is required.
However, there is no standard Ulva cell wall staining protocol, so I set out to establish one.
The first dye to be explored was Calcofluor White M2R (Fluorescent Brightener 28), which
is a very commonly used cell wall stain in biological research. Calcofluor White is a water-
soluble, non-specific fluorochrome with a high affinity for $ 1-3 and 8 1-4 polysaccharides
like those in cellulose and chitin, so has been steadily used in biological research for decades,
though the specific component that it binds to has not yet been demonstrated with certainty
(Harrington and Hageage, 2003; Harrington and Raper, 1968; Herth, 1980; Herth and

Schnepf, 1980; Hoch et al., 2005). The structure of Calcofluor White is given below in

figure 2.2
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Figure 2.2: Molecular structure of Calcofluor White M2R (Fluorescent Brightener 28) (Sigma-
Aldrich, 2019)

Sigma-Aldrich, (2019) publishes the excitation and emission maxima of Calcofluor White
M2R as 365 nm and 435 nm, respectively, however various sources have published various
other figures for the excitation and emission maxima of Calcofluor White M2R bound to
different substrates. Hoch et al., (2005) found the excitation and emission maxima to be
347 nm and 450 nm, respectively, when bound to a number of fungal isolates including

Alternaria brassicicola, Phyluosticta ampelicida and Saccharomyces cerevisiae amongst ten

others. This excitation maxima of 347 nm is corroborated by [Harrington and Hageagel

(2003), when Calcofluor White M2R is bound, again, to a number of different fungi. Stagoj
et al., (2004) reported the excitation and emission maxima to be 360 nm and 460 nm,

respectively, when bound to the cell surface of Saccharomyces cerevisiae.

The clear disadvantage of the fluorescent properties of Calcofluor White M2R is that an
ideal excitation laser is unavailable on many confocal microscope systems, with the 405 nm
diode laser not being the most commonly equipped laser on confocal systems (Ursache et
al., 2018). The lowest wavelength of a water-cooled argon laser is usually 458 nm, which is
not only unlikely to achieve good results, but also close enough to the emission wavelength
to cause laser bleed-through or crossover (Hoch et al., 2005; Sheppard and Shotton, 1997).
Furthermore, Calcofluor White M2R has another significant disadvantage, with the dye
rapidly fading when exposed to a laser of the excitation wavelength (Hoch et al., 2005). In
order to overcome these disadvantages, many researchers have sought alternatives in recent

years.

Pontamine Fast Scarlet 4B is a much newer alternative to Calcofluor White that a higher

specificity with excitation and emission maxima at 510 nm and 615 nm (Anderson et al.,
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2010; Hoch et al., 2005; Liesche et al., 2013; J. Thomas et al., 2013). Direct Yellow 96
can also be used as an alternative (Hoch et al., 2005; Ursache et al., 2018), however there
is extremely limited information on the dye, especially in biological research. Pontamine
Fast Scarlet 4B and Direct Yellow 96 both show three valuable traits, and two are clear
advantages over Calcofluor White M2R.. Both of the dyes, like Calcofluor White M2R, are
apparently non-toxic to live cultures of various fungi (Hoch et al., 2005). Furthermore,
Pontamine Fast Scarlet 4B and Direct Yellow 96 show higher intensity and longer duration

of fluorescence when compared to Calcofluor White M2R (Hoch et al., 2005).

Pontamine Fast Scarlet 4B was the first candidate for staining trials and was prepared
using deionised water and 1X PBS (0.01 M Phosphate buffer, 0.154 M NaCl, pH7.4), at
concentrations ranging from 0.01% to 1%. Various permeabilisation and fixing steps were
used to facilitate the dye to penetrate the tissue, however no combination of steps allowed

for an even stain, reliably observable with a confocal microscope.

Direct Yellow 96 (CAS No. 61725-08-4), also known as C.I. Direct Yellow 96, Diphenyl
Brilliant Flavine 7TGFF and Solophenyl Flavine 7TGFE 500, is a dye with many unresolved
questions (Ismael et al., 2013; Sigma-Aldrich, 2012; Ursache et al., 2018). The molecular

structure is illustrated in figure below:

HO,S . N 3 g N SO.H
[ [ SOH HO,S | i

SOH SO.H

Figure 2.3: The chemical structure of Direct Yellow 96 (Ismael et al., 2013)

Direct Yellow 96 has been used as a dye for cotton and viscose fibres, and has been shown
to dye cellulose and chitin so can be intuitively hypothesised that it binds to § 1-3 and
B 1-4 polysaccharides, much like Calcofluor White M2R (Hoch et al., 2005; Ismael et al.,
2013; Was-Gubala and Machnowski, 2014).

There currently is no firm consensus on the excitation and emission spectra of Direct
Yellow 96. A number of resources, of which the only source that could potentially be
considered reliable is the Fluorochrome Data Table by Olympus Life Sciences, indicate the
same excitation of emission of Diphenyl Brilliant Flavine 7GFF to be 430 nm and 520 nm

respectively (Abramowitz and Davidson, 2019). In his report “The QTRACER2 Program
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for Tracer-Breakthrough Curve Analysis for Tracer Tests in Karstic Aquifers and Other
Hydrologic Systems” prepared for the United States Environmental Protection Agency,
Field, (2002) lists the maximum excitation and emission of Dipheyl Brilliant Flavine 7TGFF
to be 415 nm and 489 nm, respectively. Finally, Ursache et al., (2018) reported using a
488 nm laser to excite samples of Arabidopsis stained with Direct Yellow 96, achieving a

maximum emission of 519 nm.

I performed a lambda scan on Ulva thalli stained with Direct Yellow 96 at the maximum
resolution of 3 nm on a Zeiss 880 with Airyscan confocal microscope. This showed that
Direct Yellow 96 bound to the cell walls of Ulva thalli is excited best by the 458 nm laser,
which showed higher relative intensity than the 405 nm and 488 nm lasers. Though the
excitation spectrum could not be tested due to the nature of the fixed wavelength lasers
available, the maximum emission was found to be between 504 nm and 507 nm, regardless
of the excitation laser (405, 458, 488 nm). The maximum emission was statistically closer
to 504 nm than 507 nm, however this is simply an observation as there is a limit to inferring

the exact wavelength without empirical data.

Regarding the toxicity and ecotoxicity of the dye, there is extremely limited information.
The manufacturer Sigma-Aldrich lists hazard statements H315, H319 and H335, which
refer to causing skin irritation, serious eye irritation and respiratory irritation respectively
(Sigma-Aldrich, 2012). However, the vast majority of physical and chemical properties,
stability, reactivity and toxicity and ecotoxicity information regarding Direct Yellow 96
has not yet been thoroughly investigated. Though there is extremely limited information
regarding any of the properties, Direct Yellow 96 has been previously used as a tracer dye
in some hydrological studies for groundwater tracing (Bayless et al., 1994; Thrailkill, 1985).
Furthermore, Direct Yellow 96 was found to have no acute toxicity at or substantially above

the usage concentration in groundwater tracing studies (Field et al., 1995).
After initial trials, the final staining protocol that I used throughout this thesis was as
follows:

1. Solution Preparation

e 500 ml 1X PBS

e 150 ml 0.1% Triton X-100 diluted with 1X PBS
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e 50 ml Ethanol : Acetic Acid (3 : 1)
e 50 ml FAA (Formaldehyde Alcohol Acetic Acid: 10% : 50% : 5% + 35% dH,0)

e 2 ml Stock solution of 5 mg/ml Direct Yellow 96 made with 10X PBS (Store at

4 °C, protected from light).
. Sample preparation

e Take desired number of Ulva thalli and wash in appropriate amount of 1X PBS

(3 washes, 5 minutes each).

. Permeabilisation

e Incubate in 0.1% Triton X-100.
. Pigment Removal

e Incubate in a solution of Ethanol : Acetic Acid (3 : 1) for 1 hour, or until the

leaves are colourless.

. Fixation

e Fix in FAA overnight in centrifuge tubes or appropriate glassware with a lid.
. Wash

e Wash in 1X PBS (3 washes, 5 minutes each)

. Staining

e Prepare a working solution of 0.1 mg/ml Direct Yellow 96

e Incubate for 1 hour at 4 °C, protected from light
. Wash

e Wash in 1X PBS (3 washes, 5 minutes each)

. Image

e Keep samples protected from light unless actively imaging

e Samples can be stored in 1X PBS at 4 °C, protected from light for further

imaging.
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2.4.6 Scanning Parameters

Confocal image collection was performed primarily on a Leica SP5 Laser Scanning Confocal
Microscope. After dozens of initial experimentation and optimisation trials, a standard set
of parameters was chosen as a best compromise between image quality and scanning time.
The scan area was chosen as 1024 x 1024 pixels, or 246.03 x 246.03 pm, with the images

taken with a 63 X magnification water immersion lens, through a 111.4 ym (1 airy) pinhole.

For excitation of Direct Yellow 96, the 458 nm Argon laser was most effective, so this laser
was used at 21% power. For detection, the HyD detector was used at 463 nm to 589 nm.
The lower bound of 463 nm allowed detection of the Direct Yellow 96 signal without laser
bleed, and the upper bound of 589 nm allowed images that effectively remove the signal
from chlorophyll a and b fluorescence, which would have been excited by the 458 nm laser
as they are excited by light around 400 to 700 nm, and emits mostly around 600 — 800 nm
(Hégele et al., 1978; Kalaji et al., 2017, 2014; Pfarrherr et al., 1991). Furthermore, a lambda
scan of Ulva autofluorescence showed that the vast majority of emission, of the presumed
chlorophyll autofluorescence, was between 634 and 720 nm, with peak emission at 684 nm.
A further lambda scan showed that the signal of Direct Yellow 96 is most intense from
474 to 522 nm with a peak at 504 and 507 nm. Therefore, the finalised detector settings
allowed for the measurement of the vast majority of the emission signal from Direct Yellow

96, without laser bleed from the incidence laser or chlorophyll fluorescence.

The frame average was set to 8, which allowed for high-resolution images without the long
scanning times of 16 averages, and the scanner was set to uni-directional scanning, to allow
for higher resolution images, at a speed of 100 Hz. The scanning speed of 100 Hz produced
high-resolution images without the significantly longer scanning times required by 10 Hz,

which is the next step interval in scanning speed.

47



CHAPTER 3

Modelling Gene Family Occupancy

3.1 Introduction

Ulva is a cosmopolitan genus of green alga that uniquely displays multicellularity in the
Chlorophyte clade, and is found in both seawater and brackish waters (Lee, [2018; [Messyasz
and Rybak, 2011; |OBIS| |2019; [Tanner and Guiry}, [2019; [van den Hoek et al.| [1995). Yet
despite the cosmopolitan range, its potential as a biofuel feedstock and its nuisance nature
as a bloom-forming alga, the literature on the Ulva genome, and chlorophytes in general,
is extremely limited. Genomic studies into the Ulvophytes lag behind those in other mac-
roalgae. Though there has been interest for decades, the earliest genomic studies of Ulva
was published by Stanley et al., (2005). Since then, there have been a handful of Ulva
transcriptome studies, including the investigation of C3 and C4 photosynthetic pathways
(Xu et al., 2012), stress tolerance in intertidal zones (Zhang et al. 2012|) and high tem-
perature stress (Fan et all [2017), with the majority of studies having been conducted in
Asia because Ulva’s proliferative green tide growth comes at significant economic cost to

the region (Jing}, 2013b} [Trainer and Yoshidal 2014} [Yang et al.l 2018]).

The first full organellar genomes (chloroplast and mitochondrial) for Ulva sp. UNA00071828
were published by Melton et al., (2015) and the full Ulva mutabilis genome was published
by |De Clerck et al.| (2018]). One of the most striking discoveries by |De Clerck et al.| (2018)
was that Ulva lacks 10 families of transcription factors and two families of transcriptional
regulators present in other green algae. The most notable gene families that have been
lost in the evolution of Ulva are the genes of the retinoblastoma / E2F pathway and asso-

ciated D-type cyclins. Comparative genomic analyses of chlorophytes have shown that the
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retinoblastoma pathway is a key step towards multicellularity in this lineage (Featherston
et al.l [2018; Hanschen et al.| [2016; [Prochnik et al. 2010), so the lack of the retinoblastoma
pathway in Ulva is most surprising. Simply put, Ulva shows no genomic signature for

multicellularity.

One of the assumptions made during the genome annotation and curation of Ulva mutabilis
was that gene family occupancy follows a heavy-tailed distribution. This was due to the
fact that there needs to be a known distribution in order to estimate whether particular
gene families are expanded or contracted more than would be expected. Heavy-tailed
distributions refer to distributions that have a heavier tail than an exponential distribution,
so that they tend to zero more slowly than an exponential distribution. Common examples
include the Pareto and Cauchy distributions, although the term “heavy-tailed” is often used
more or less loosely depending on the subject area, with some fields regularly including
distributions such as the log-normal and Weibull distributions in the same category as

other heavy-tailed distributions (Bryson 1974} Foss et al., |2013; [Nair et al., |2013)).

We can see, then, that systems that exhibit heavy tails can deliver periodic shocks of large
values, or sometimes just a single extravagantly outlying value, while at least one of the
four moments (mean, variance, skew and kurtosis), usually either the mean and variance,
is infinite or does not exist (Adler et all |1998; |[Nair et al) 2013)). It should be stressed
that this is a mathematical definition, as the mathematical criterion for a distribution
to be heavy-tailed is that the moments of the distribution are not all finite, meaning
that distributions such as the lognormal and Weibull, whose moments are all finite, are
not considered heavy-tailed in mathematics (Foss et all 2013). The conditions set out
by the mathematical definitions of heavy tailed distributions affect the extremes of the
distributions, which is rarely of concern in practice. The mathematical definition is not
universally adopted by all academic fields, and many discuss the lognormal and Weibull
distributions as heavy-tailed distributions (Adler et al., [1998; [Foss et al., 2013} [Nair et al.)
2013). In practice, there is no authoritative definition of heavy-tailed distributions, and

the general use definition is often regarding the absence of exponential moments.

The heavy tail means that the probability of finding a value many times higher than the
central one is relatively high; this is often seen in headline-grabbing “wild statistics”, such
as the fact that the richest individual in the world is worth more than 36 million times

as much as the World’s median individual (Forbes, 2019; [Shorrocks et al., |2018|). This
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stands in contrast to the “mild statistics” that arise from more normal distributions with,
for example, the tallest known individual in history being only around 1.5 times taller than
the mean adult male height in the United States of America (Fryar et al., |2016; |Guinness

‘World Records, [2019; |Resnickl, |2007]).

Heavy-tailed distributions are often seen in biological “big data”. Most obviously, genomic
data generally deals with thousands to hundreds of thousands of gene count numbers; high
enough to be able to draw distributions from them, but not so high that they may be
approximated as infinite. We will, therefore, use the relaxed definition of heavy-tailed
distributions as there is little to be gained in labouring over the minute details of the
definition of a term that whose definition varies between fields. More importantly, we are
less interested in an exact description of heavy-tailed distributions and more interested
in how we can use their general properties to improve our understanding of gene family

analysis.

Specifically, heavy-tailed distributions may be generated by a number of different processes.
We would like to be able to identify whether any particular class of process can generate
the heavy-tailed curves that describe gene family occupancy in Ulva and in the green algae
more generally. If we could do this, we may be able to more accurately investigate patterns

of gene family and genome evolution in this important clade.

My first step in this chapter is, therefore, to consider the most common candidates for
generating biological heavy-tailed distributions, which include the Poisson, exponential,

log normal and power law distributions. I will consider each of these in turn.

Named after the French mathematician Siméon Denis Poisson, the Poisson distribution was
first proposed in 1837, and is arguably the most important and commonly used discrete
probability distribution (Box et al., [2005; |Stigler| |1982). The Poisson distribution expresses
the probability of a given number of events in a fixed period of time, given a known average
rate and independence from preceding events, and is applicable to systems in which there
are a large number of outcomes and each outcome has a small probability of “success” (Box

et al., |2005; Stigler| [1982).

The Poisson distribution has the probability mass function shown in equation below.
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Aee=A

c!

wherec € {0,1,2...}

P(X =c¢)

and A\ > 0

Although the Poisson distribution was initially used by Poisson himself to analyse data
on convictions in France (Hacking, |1990; Maltz, [1996), it is now widely used throughout
a plethora of academic fields including nuclear physics (Cannizzaro et al., |1978)), ecology
(Young and Young, [2013), aerospace medicine (Gildea et al [2018) and microbiology (Koy-
ama et al.| [2016). Given that genome data is discrete count data, the Poisson distribution

is an obvious and immediate candidate for analysis.

The second distribution of interest is the exponential, which is another of the most widely
used distributions in statistics. Indeed, as previously mentioned, the exponential distribu-
tion is the baseline against which the weight of a distribution’s tail is measured in order
to determine heavy-tailedness or light-tailedness. The exponential distribution is closely
related to the Poisson distribution: the Poisson distribution describes the probability of
the number of events occurring in fixed time, whilst the exponential distribution describes
the time elapsed between such events. As such, while this is a useful model, it is irrel-
evant to the particular line of inquiry in this investigation and will only be included for

completeness of comparison.

The third candidate distribution is the lognormal, developed by the British statistician
Francis Galton and physician Donald McAlister as a method of accounting for the limits
of a normal distribution, while ignoring random variability and its effects (Hart} (1990;
Limpert et al., |2001)). The lognormal distribution has a few general characteristics, first
and foremost of which is that, given a random variable x, its logarithm log(z) is normally

distributed, hence the etymology of the term (Limpert et al., 2001).

Accordingly, the lognormal distribution has the probability density function show in equa-

tion
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The lognormal distribution is often discussed as an alternative to a power law distribution,

and scholars from disciplines varying from biology (Hoffmann et al.,[2007;|Jain and Ramak-|

1999) and geophysics (Nakajima and Higurashi), [1998)) to economics (Mandelbrot
1997)) and hydrology (Bowers et all [2012), have had many a discussion as to which dis-

tribution is a better fit for a particular set of empirical data, often compromising between

the two without a definite solution (Mitzenmacher] 2004)).

Finally, power law distributions are a class of distributions that use the basic concept of
power law relationships in which, given two variables, the value of one variable is generated
as a power of the value of the other variable. Power law distributions are pervasive through-
out the natural world, as well as being often seen in the social sciences and humanities. For
example, power law distributions are often used to describe economic situations in which a
small number of individuals hold the most value, for example a ‘vital few’ earn vastly more

than the ‘trivial many’ (Reed, [2001). The classic examples used to demonstrate power law

distributions include wealth distribution (Klass et al.l [2006)), the size distribution of cities

(Rosen and Resnickl, [1980) and website traffic (Kumar et al., 2009) amongst others.

A power law relationship is mathematically described as shown in equation [3.8] below.

PX>z)=cx™® (3.3)
wherec > 0

andoa > 0

Given the basic property of logarithms that

log(ab) = log(a) + log(b) (3.4)

We can take the log values of the generalised power law relationship and derive:

log(y) = —alog(z) + ¢ (3.5)
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Simply, if a dataset follows a power law distribution, plotting that dataset on a log-log plot

gives a straight line.

The most commonly known and used power law distribution is the Pareto distribution
which is often inaccurately called “the” power law distribution. The Pareto distribution
is “a” power law distribution that occurs under specific conditions, and so it should be
clearly noted that whilst all Pareto distributions are power law distributions, not all power
law distributions are Pareto distributions. The concept of the ‘vital few and trivial many’
was introduced earlier but was intentionally left brief in order to first make this clear
distinction, as the Pareto distribution is inextricably tied with the classical examples of

power law distributions.

Named after the first proponent of the principle, Vilfredo Pareto, the Pareto distribution
was originally published in 1906 and described the property ownership distribution in Italy,
where 20 % of the population owned 80% of the properties (Pareto), |2014)). This was the
inception of the Pareto principle, also referred to as a multitude of other names including
the principle of the vital many and trivial few, the 80/20 rule, Pareto’s law, Pareto’s rule

and the law of factor sparsity.

In recent years many popular writers have, wildly incorrectly, taken the Pareto principle to
supposedly represent a means, or “life hack”, capable of massively improving productivity,
revolutionising marketing, radicalising management, changing one’s life, or even predicting
the future (). Its alter ego the “80/20 rule” is often mentioned in these cases, although
80/20 is a simple ratio restricted to cases in which the Pareto exponent gives rise to that
ratio; this is common, but not universal. The pervasive nature of the Pareto pattern, espe-
cially in so many aspects of human culture and the lack of an all-encompassing fundamental
explanation, often gives it an air of mysticism and laymen could easily be convinced that
there is a simple underlying phenomenon, or secret magic formula, that generates all of
these observed patterns (Foss et al., [2013). However, there is no great magic: the Pareto

distribution is simply a power law distribution with the following conditions:
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P(X >a) = (7>7O‘ (3.6)
wherec > 0
andoa > 0

and X > ¢

The Pareto distribution has the probability density function shown in equation below.

ac®

p(z) = sy (3.7)
wherec > 0

anda > 0

The Pareto distribution is a continuous distribution; however, the Pareto principle can be
applied to discrete data through its close relative, the Zipf distribution. Zipf’s law is a
discrete power law distribution named after the American linguist George Kingsley Zipf,
who wrote extensively regarding his eponymous distribution in the early 20*" century in
order to identify and provide an explanation for the most commonly used words in natural
languages (Powers,, 1998} [Rousseau, [2002). Zipf’s law states that the frequency, z, of word

occurrence is inversely proportional to its rank, «, such that:

P(X=z)=cz™“ (3.8)
wherec > 0

anda > 0

Zipf’s law has the probability mass function shown in equation below.

1/

p(x) = Hno

wherec € {1,2...}
ando > 0

and Hy . is the Nt generalised harmonic number
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Zipf’s law is a discrete power law distribution and is therefore one of the probability distri-
butions of most interest in this investigation, alongside the Poisson and discrete lognormal

distributions.

The Poisson, exponential, lognormal and power law distributions are the most used distri-
butions when modelling skewed distributions that may be heavy-tailed. Fitting observed
gene family occupancy data to these distribution models will allow for the comparison,

selection and analysis of the most accurate statistical model.

3.2 Methods

Gene family data were collected from the picoPlaza (https://bioinformatics.psb.ugent.be/
plaza/versions/pico-plaza/) database created and maintained by our collaborators at Ghent

University (Vandepoele et al., 2013)).

The models used in this investigation were 7 different types of heavy-tailed distribution
models. Using the poweRlaw package on R, Discrete Power Law, Poisson, Discrete Log
Normal, Discrete Exponential, Continuous Power Law, Continuous Log Normal and Con-
tinuous Exponential models were fitted against the observed gene family occupancy data.

The code used for this is as follows:

gfs<-read.csv("~/root/data.csv"' header=T)
olu<-gfs|,3]
orc<-gfs[,4]
ota<-gfs[,5]
bpr<-gfs[,6]
mpu<-gfs[,7]
mrc<-gfs[,8]
vea<-gfs[,9]
gop<-gfs[,10]
cre<-gfs[,11]
ulm<-gfs[,12]
cvu<-gfs[,13]
pse<-gfs[,14]

cne<-gfs[,15]
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olu0<-olufolu>0]
orc0<-orc[orc>0]
ota0<-otaota>0]
bprO<-bpr[bpr>0]
mpu0<-mpu[mpu>0]
mrc0<-mrc[mre>0]
vea0<-vea[vea>0]
gop0<-gop|gop>0]
cre0<-crefcre>0]
ulmO<-ulm[ulm>0]
cvul<-cvulcvu>0]
pse0<-pse[pse>0]
cnc0<-cnefene>0)
test.data<-sp0

library (poweRlaw)
spl<-displ$new(test.data)
spl3setPars(estimate pars(spl))
m2 = dispois$new(test.data)
m2$setPars(estimate_pars(m2))
m3 = dislnorm3$new(test.data)
m3$setPars(estimate pars(m3))
m4 = disexp$new(test.data)
m4$setPars(estimate_pars(m4))
mb = conpl$new(test.data)
mb$setPars(estimate_pars(mb))
m6 = conlnorm$new(test.data)
m6$setPars(estimate_pars(m6))
m7= conexp$new (test.data)
m7$setPars(estimate_pars(m7))
plot(spl)

lines(spl, lty=1, lwd=3)

lines(m2, col="red", lty=1, lwd=3)
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lines(m3, col="blue", lty=1, lwd=3)

lines(m4, col="green", lty=1, lwd=3)

(

(
lines(m5, col="pink", lty=1, lwd=3)
lines(m6, col="cyan", lty=1, lwd=3)
(

lines(m7, col="yellow", lty=1, lwd=3)

The confidence intervals for the Discrete Power Law distributions were simulated by using

100 iterations of the model. This was done by using built-in functions within the poweRlaw

package. The code used to do this is given below:

test.plot<-sp0

library (poweRlaw)

m1<-displ$new(test.plot)
m1$setPars(estimate pars(ml))
test.length<-length(test.plot)

total.val<-list()

total.cdf<-list()

fit.coef<-m1$pars

for (i in 1:100){
test<-rpldis(test.length,1,fit.coef)
test.val<-sort(unique(test))
test.cdf<-sapply(1:length(test.val), function(x)
length(test[test>=test.val[x]])/length(test))
total.cdf[[i]] <-test.cdf

total.val[[i]] <-test.val

}

test.val.plot<-sort(unique(test.plot))
test.cdf.plot<-sapply(1:length(test.val.plot), function(x)
length(test.plot[test.plot>=test.val.plot[x]]) /length(test.plot))
max.x<-max(test.plot)
min.y<-min(test.cdf.plot)
test.val<-total.val[[1]]

test.cdf<-total.cdf[[1]]

plot(test.val test.cdf,log="xy’, pch=19 xlim=c(1,max.x),ylim=c(min.y,1))
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for (iin 2:100) {

test.val<-total.val[[i]]

test.cdf<-total.cdf[[i]]

points(test.val test.cdf, pch=19,col="lightgrey’)

}

points(test.val.plot,test.cdf.plot,pch=21)

3.3 Results

The species used in this chapter are shown below in table [3.1]

Table 3.1: The species name, genome size, habitat and body organisation of the species investigated
in this chapter. The results for the first four are directly shown in this chapter.

Total genes

Species in genome Habitat Body organisation
Chlamydomonas reinhardtii 17,741 Freshwater  Unicellular

Volvox carteri 14,971 Freshwater  Colonial Multicellular
Ulva mutabilis 14,273 Marine Colonial Multicellular
Ostreococcus tauri 7,668 Marine Unicellular

Gonium pectorale 16,290 Freshwater Colonial Unicellular
Micromonas sp. RCC299 10,197 Marine Unicellular
Micomonas pusilla strain CCMP1545 9,937 Marine Unicellular

Chlorella sp. NC64A 9,791 Freshwater  Unicellular
Coccomyza subellipsoidea C-169 9,629 Freshwater  Unicellular
Bathycoccus prasinos 7,847 Marine Unicellular
Ostreococcus lucimarinus 7,805 Marine Unicellular
Ostreococcus sp. RCC809 7,492 Marine Unicellular
Picochlorum sp. SENEW3 (SE3) 6,998 Marine Unicellular

The Cumulative Distribution Function (CDF') plots showing the seven models and their
fits against the observed data for the first four species in table B:I]are shown below in figure

Bl The CDF plots for the remaining species can be found in Appendix
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Figure 3.1: The Cumulative Distribution Functions (CDFs) for gene family occupancy predicted by
seven heavy tailed distribution models plotted against the observed data for (A) Volvoz carteri, (B)
Ostreococcus tauri, (C) Chlamydomonas reinhardtii and (D) Ulva mutabilis. For a CDF, F(x) is a
probability between 0 and 1. The legend is shown below.
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Legend

Circles
Black ---
Red ---
Blue ---
Green
Pink
Cyan ---
Yellow

Observed gene family sizes
Discrete Power Law
Poisson

Discrete Log Normal
Discrete Exponential
Continuous Power Law
Continuous Log Normal
Continuous Exponential

These results suggest that a discrete power law model is the best single-parameter model to

describe the observed gene family occupancy data than any other. A Poisson model is the

second-best fit; however, it still shows a poor fit, with consistent and significant deviation

of the observed data from the model.

To study the goodness of fit, the confidence intervals were calculated for the discrete power

law by simulating the distribution 100 times for each species.

The plot of confidence

intervals for the four species shown above in figure [3.I] are shown in figure [3:2] below. The

plot of confidence intervals for the remaining species can be found in Appendix [E]
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Figure 3.2: The Cumulative Distribution Function (CDF) plots of the confidence intervals for the
discrete power law model calculated by 100 simulations for (A) Volvox carteri, (B) Ostreococcus tauri,
(C) Chlamydomonas reinhardtic and (D) Ulva mutabilis. The grey data points indicate the estimated
points, and the black data points indicate the observed gene family occupancy data, as above in figure
For a CDF, F(x) is a probability between 0 and 1.
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3.4. Discussion

These results show that the observed gene family occupancy data generally lie within the

bounds of the expected values generated by a discrete power law model.

3.4 Discussion

My results show that a discrete power law model is the best single-parameter model for
all genomes. The fit is close enough that using a discrete power law model to detect
significant expansions of certain gene families, for example gene families associated with

multicellularity, should be possible with high confidence.

The confidence intervals for the discrete power law model were simulated for each species,
and from the results it can be concluded that the deviation of the observed data is not
beyond what is expected from random deviation. Taken individually, each of the models
would suggest that the discrete power law model is able to explain the observations and is
therefore a good fit. However, though the discrete power law model is a good fit, it still
is not a perfect fit. There are similar patterns of deviation from the discrete power law
model within broad classifications of the genomes, such as marine genomes and freshwater
genomes. Marine unicellular species show the same type of deviation from the discrete
power law model. From an occupancy of 10 onward, the deviation is entirely above the
model with the exception of Picochlorum sp SENEW3 (SE3) which shows some deviation
below the model. Freshwater unicellular species also show a consistent deviation below the
discrete power law model from an occupancy of 50 onward. Furthermore, larger genomes
show closer adherence to the model than smaller ones. The key here being that though
each individual model may be a good fit, the analysis of all of the models show consistent
patterns of deviation Overall, the discrete power law model consistently underestimates
the occupancy, indicating biological noise in the data that cannot be fully accounted for

by the model.

The species used for these statistical models are entirely restricted to the chlorophyte
clade, primarily in order to minimise phylogenetic variation in the anlayses that followed.
However, this limitation underlines a weakness in this approach: the lack of any species that
show a different type of multicellularity. Only three species (Volvox carteri Ulva mutabilis
and Gonium pectorale) in the analysis shows multicellularity and they all show colonial

multicellularity. Future studies could improve upon this by including species that display
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3.4. Discussion

complex multicellularity.

“All models are wrong, but some are useful.” is a common statistical aphorism attributed
to the British statistician George Box, who often discussed the principles of good model-
ling and their limits (Box, 1976, 1979)). In order to make the most accurate model, the
underlying mechanisms that generate the observed distribution must be considered and
reduced to their core components. The more parameters there are in a model, the more
assumptions have to be made, and the less transparent each parameter becomes, and so

the more difficult it becomes to infer processes from patterns.

The basis of a good model is first and foremost, selecting the best probability distribu-
tion. As aforementioned, the Poisson distribution is used for discrete count data. This
characteristic means that the Poisson distribution is useful and has been often used for
analysing genome data (Hsieh et al.| |2003; Lander and Kruglyakl 1995, Munsky et al.
2012; |[Pushkarev et al. [2009; [Yanai et al.; 2000). However, the Poisson distribution has
three strict conditions: first, the data is in a fixed period of time, second, given a known
average rate and, third, independence from preceding events. The last assumption is not
always a realistic assumption and does not wholly reflect the biological mechanisms un-
derpinning genomic data. The birth and death of genes are not always independent of
preceding events as there are selection pressures acting on them. Simply, the Poisson
model is a fully stochastic model while genome data is both stochastic and deterministic.
Furthermore, the Poisson model is a single-parameter model in which biological noise and
technical artefacts cannot be fully accounted for. Given the restrictions, it is expected
that the Poisson distribution is not a perfect fit for gene family occupancy data. The
results of this chapter have shown that the Poisson distribution is not a good fit, and that
a discrete power law model is a better fit for all genomes investigated. Larger genomes
show closer adherence to the model as expected from the Law of Large Numbers, which
was incidentally named as such by Poisson (Hacking |1990)). The next closest distribution
is the discrete lognormal model, which is expected, as they are intrinsically connected dis-
tributions (Mitzenmacher] 2004)). There is no doubt that the gene family occupancy data
for the 13 species tested are best predicted, and well predicted, by a discrete power law
model. The next logical line of inquiry would be to determine how this particular power

law distribution is generated.

A commonly used model to generate power law distributions is the Yule process, which was
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3.4. Discussion

developed first in 1925 to model stochastic speciation (Yule, 1925)). The Yule process is a
Poisson process, meaning that the birth of new genera and species in a given time occur at
a given rate, and independently of each other (Kumamoto and Kamihigashi, 2018). The
Yule process also neglects death events, which makes little biological sense when considering

genome data.

In 1955 the Yule-Simon process was developed from the Yule process, adding a death pro-
cess (Simon}, [1955). For large numbers, the tail of the Yule-Simon distribution is equivalent
to the Zipf distribution (Garcia, 2011). This addition of a death process makes more biolo-
gical sense as a model for genome data. However, the Yule-Simon process is still a stochastic
process and adding a level of determinism to the process would be more representative of
the biological mechanisms underpinning genome data. This led to a recent approach of us-
ing Birth-Death-Innovation/Birth-Death-Mutation/Duplication-Loss-Change models that
aim to characterise the balance between stochasticity and determinism by accounting for
biological mechanisms (Gabetta and Regazzini, 2010; Karev et al., [2002; [Koonin et al.,

2002; [Maruvka et al. [2011)).

The probability mass function for a particular Birth-Death-Mutation (BDM) model is
described by the Kummer function U(a,b,c) (Maruvka et all) [2011). So, the probability

N, to pick at random a gene family occupancy of m, is described by equation below.

~ RJI(1+v) Rem\ =fem

where p > 7y

_ 2No|y — ¢
===

o’ = Var(n)

R

Here, p denotes the mutation rate and v denotes the growth rate, which is a function of
the birth and death rates, and these are the two input parameters. I have coded for this
BDM model (appendix , however the input parameters still need to be refined, with
sound biological and mathematical justification. The work presented in this thesis chapter

is currently being taken forward within our group as an ongoing project.
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3.4. Discussion

Nevertheless, the results and conclusions from this chapter statistically confirms the model
used by |De Clerck et al.[(2018) to reach their conclusions, and raises an extremely intriguing
question: how is Ulva morphogenesis coordinated in the absence of an overarching genomic

architecture, or top-down controls?

Plant growth coordination usually involves both top-down and bottom-up controls. For
example, the auxin gradient that result in root shoot differentiation is a top-down control,
and phosphorus dependent root hair density is a bottom-up control (Ma et al., 2001} |Over-
voorde et al.l [2010). The focus of investigation in the next chapter is now to look more
deeply at which broad category of mechanisms can generate the observed Ulva morpholo-

gies: top-down or bottom-up?
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CHAPTER 4

Bottom-up proliferation of Ulva growth

patterns and cellular architecture

4.1 Introduction

In the general introduction to this thesis, I discussed that the Ulvophytes are the only
Chlorophyte clade that contains large multicellular species. These species adopt charac-
teristic patterns that are still used in their identification. However, I also discussed how
Ulva morphology is increasingly realised to be so plastic that its use in taxonomy can be
suspect (Hayden et al.| [2003; Malta et al.l [1999). In my previous chapter, I helped to show

how a lack of multicellular growth coordination genes may underline this plasticity.

Plant growth coordination usually involves both top-down and bottom-up controls. For
example, the auxin gradient that result in root shoot differentiation is a top-down control,
and phosphorus dependent root hair density is a bottom-up control (Ma et al., 2001} |Over-
voorde et al., [2010). The focus of investigation in this chapter is now to look more deeply
at which broad category of mechanisms can generate the observed Ulva morphologies:

top-down or bottom-up?

It has been previously suggested that many cellular arrangements in various metazoan
tissue types, ranging from Drosophila eyes to human biceps follow space filling patterns
(Gibson et al., |2006; |Sanchez-Gutiérrez et all, [2016). In comparison to the differentiated

tissue types of metazoans, Ulva, is a much simpler organism with only three cell types:
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4.1.1. Filling Flat Space in Nature

stem, rhizoid and blade cells (Wichard| |2015). The Ulva genome lacks land plant hor-
monal receptor orthologs such as for auxin, gibberellins and IAA (De Clerck et al., 2018)).
Ulva growth is also known to be symbiotic, as it requires associated bacteria for normal
morphogenesis, as introduced previously (Burke et al.,|2009;|Joint et al.| 2002, [2007)). Given
the lack of hormonal top-down controls and the unlikelihood of cross-kingdom signalling
to be entirely responsible for growth coordination, there is a strong case to be made for
bottom-up proliferation. This all suggests that simple mathematical and physical con-
straints may be the key driver of Ulva cell proliferation patterns and gives rise to the first
hypothesis of this chapter: different morphologies in Ulva are results of different bottom-up

cellular proliferation.

4.1.1 Filling Flat Space in Nature

I start with the observation that the thalli of many Ulva species form flat sheets in which
cells are arranged to fill all the available space. This is a very simple pattern of cell distri-
bution and we know that more complex patterns in flowering plants may be explained using
simple generative methods. For example, many geometric patterns of morphogenesis have
been observed and geometric rules have been established in Bellis perennis (common daisy),
Brassica oleracea “Romanesco” (Romanesco broccoli), Pinus sp. (pine cone), Helianthus
annuus (Common sunflower), all of which demonstrate phyllotaxis (Douady and Couder)
1992; Hernandez, 1995 [Hotton et al.l |2006). Phyllotaxis is an iterative self-organising
process of morphogenesis, with variations of the same geometric phenomenon (Fibonacci,
Lucas, bijugate and multijugate sequences) occurring depending on the changes in the po-
sition of the initial primordia (Atelal |2011;|Douady and Couder} [1992; [Hotton et al., 2006]).
Phyllotaxic morphogenesis is strikingly similar to patterns of self-organisation found in
crystals, and they both share a set of geometric rules: the first is that new units added in
succession are at least near equivalent, and the second is that the interactions with previous

units determine the position of the new units (Hotton et al., |2006]).

An obvious place to start with the flat thalli of Ulva is with tessellation across a plane.
This is a long-standing area of enquiry. Tessellations are found in areas that are seemingly

completely unrelated, from rock formations and insect eyes to bubbles and honeycombs.

The singular most space filling, surface area minimising and stable three-dimensional shape
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4.1.1. Filling Flat Space in Nature

is a sphere; they allow for the maximum volume with the least surface area. Therefore,
soap bubbles, gas bubbles in liquids and water in zero gravity all take the form of spheres.
Likewise, the most space-filling, surface area minimising and stable two-dimensional shape

is a circle.

To explain how regular global patterns can arise from local interactions, let us imagine a
collection of rigid spheres, such as cannonballs, packed as closely as possible, as in figure
[£1] below, which shows the two densest packing of spherical packing possible, known as

the face-centred cubic and the hexagonal close-packing methods.

Figure 4.1: Two views (xy and zy) of the densest possible configuration of sphere packing: (A)
face-centred cubic and (B) hexagonal close packing arrangements. Note that in (A), there are three
repeating layers that form a unit, whilst in (B) there are only two.

Examining these configurations of rigid sphere packing, it is obvious that there are still
plenty of gaps. Indeed, Kepler conjectured in 1611 that these two methods are the densest
possible arrangements at \/LTS or 74.05 % density, but proof was only provided in 1998 by
the American mathematicians Thomas C. Hales and Samuel P. Ferguson and confirmed in

2017 (Hales et al., 2017; Hales and Ferguson, 2011).

If the spheres were flexible, for example as it is in the case in soap bubbles, then the spheres
will deform to eliminate the wasted area and form the most optimal space-filling arrange-

ment possible, that minimises the surface area. Mathematically, it has been established
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4.1.1. Filling Flat Space in Nature

there are only three possible regular polygons can yield perfect tessellations: triangles,
squares and hexagons. An extremely simple mathematical calculation can suggest that

hexagons minimise surface area for a given internal area as follows:

Given an equilateral polygon of Area = a
Side length = s

The perimeter of each of the following polygons will be:

Triangles:
a ls s2/3 _ 23
2 2 4
23 =4a
4a
s=4]—
V3
Perimet 3 1 Va
erimeter = a
V3
~ 4.56+/a
Squares:
a=s’
s=+a
Perimeter = 4\/a
Hexagons:
a=s> 3V3
2
2a
§=4]—=
3v3
Perimet 6 2 Vva
erimeter = —a
3v3
~ 3.72va

These simple demonstrations for the three regular polygon tessellations are the logical
first steps to introducing the millennia-old “Honeycomb Conjecture”, which states: “any

partition of the plane into regions of equal area has perimeter at least that of the regular
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hexagonal honeycomb tiling” or more simply that a regular hexagonal tessellation is the
least perimeter method of enclosing infinitely many unit areas. Though assumed to be

true for centuries the mathematical proof for this conjecture has only recently been given
(Hales, 2001).

Thus, it can be shown that a tessellation of hexagons abides by mathematical and physical
laws to be in the most efficient and stable state. Each side of the bubbles will meet in
triplets, to form the most mechanically stable junctions of cos™! (—1) = 120°, known as
a Plateau border, and these Plateau borders will meet in quadruplets at a vertex to form
tetrahedrons, at cos™ (—%) = 109.47°. This means that in sheets of bubbles, they will

tessellate into hexagons and have tetrahedral vertices in a three-dimensional array.

The same principles apply to the spectacular rock formations in Giant’s Causeway in
Ireland, shown in figure [£.2] Devils Postpile in California and Jusangjeolli Cliff in South
Korea. As lava slowly cools, cracks form to release tension and angles of 120° abides by

the principle of maximum strain energy release rate, allowing the most amount of energy

release per crack, resulting in the hexagonal columns (Hofmann et al. [2015)).

Figure 4.2: Hexagonal rock formations at Giant’s Causeway in Northern Island (Reddit, 2017).
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Having considered the theoretical mathematics underpinning the geometry of hexagonal
tessellation, actual bee honeycombs are even more logical, in that the perimeter is beeswax,
which is a biologically expensive resource, requiring 8.4 kg of honey per 1 kg of beeswax
(Winston) [1991)). Described by Charles Darwin as “absolutely perfect in economising labour
and wax”, honeycombs are now synonymous with perfect hexagonal tessellation, being
the namesake. The honeybees have had the reputation of being nature’s best architects.
However, as aforementioned, honeycombs, just like bubbles, rock formations and insect
eyes, are simply the product of mathematics. The cells of honeycomb are initially produced
as circles, which in turn become hexagons upon the application of heat (Karihaloo et al.)
2013). It is intuitive then, that a biological organism, would allow mathematical and
physical laws to govern cellular tessellation patterns rather than endlessly use energy to
work against them. Thus, hexagonal tessellations are commonplace, in order to achieve
the most mechanically stable, space filling and resource efficient configuration, unless there
are other mechanisms, such as cell and tissue differentiation, that warrant the use of extra

energy.

The prevalence of hexagons in cell proliferation patterns has also been long reported. One
of the earliest accounts of this kind was by |Grew| (1682)), who wrote of “pentangular, sex-
angular, and septangular” parenchymal cells. Many early observations of cell distributions
and morphology include a reference to the “bubble-like” nature of the arrangement of said
cells. [Hooke| (1667) noted “a kind of solid or hardened froth, or a congeries of very small
bubbles” and |Grew| (1682)) noted “much the same thing, as to its conformation, which the

froth of beer or egg is”.

Throughout the first half of the 20" Century, Frederic Thomas Lewis was among the pi-
oneering scientists in the field of mathematical biology, specifically morphology and the
underlying mathematics of cellular polygon distribution patterns. He wrote extensively
regarding the cellular polygon distribution patterns in both animals and plants, and his
work on epithelial mosaics (Lewis, [1928) are especially interesting in a modern context,
given the advances in technology and the current capabilities of practically furthering the
theoretical framework set out by the likes of Lewis. |Lewis| (1928]), found that much like par-
enchymal cells of other species, cucumber epithelia largely consisted of three polygons, and

this distribution was dominated by hexagons, and with more pentagons than heptagons.
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Cell arrangements are not usually as simple as honeycomb, since cell differentiation and tis-
sue formation are required for the functioning of complex organisms such as embryophytes.
However, initial analyses have shown that Ulva cell tessellation patterns are dominated by
hexagons, much like other types of epithelial tissues that have been previously studied.
This in conjunction with the lack of multicellular genomic architecture makes Ulva an

excellent candidate for the exploration of the underlying proliferation mechanism.

4.1.2 Fundamental Drivers of Ulva proliferation patterns and Voronoi

Tessellation

Mathematical approaches to space-filling arrangements centres around the generation of
global patterns from local interactions. However, biologists typically take the opposite
approach to the problem of space-filling arrangements, attempting to determine the un-

derlying mechanism given a pattern.

There are numerous mathematical frameworks and tools developed to address the invest-
igation of various natural patterns, from fractals formed by phyllotaxis and honeycomb
tessellation to bubble formation and quasicrystal geometry. Space filling patterns are often

investigated using a method called Voronoi tessellation.

The earliest record of the use of Voronoi diagrams was in posthumous publication of a Latin
translation in 1644, of the works by the renowned French philosopher René Descartes in his
book “The World” (also known as Treatise on the Light; French: Traité du monde et de la
lumiére), written between 1629 and 1633 (Gaukroger, [1998: |(Okabe et al., 2009). Descartes
used the idea of vortices of matter revolving around fixed points in convex regions of space,

as shown in figure [£.3] below.
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Figure 4.3: Descartes’s figure of convex regions in space. S,E, £,A are the centres (generators). All
matter within the area FGGF belongs to the cell generated from S, and likewise for HGGH and the
generator £ (Gaukroger, 1998).

Descartes’ ideas were not further developed mathematically until the 19" Century, with

the efforts being led by the likes of Dirichlet, Fedorov, and, of course, Georgy Fedoseevich

Voronoy, after whom the eponymous were named (Okabe et al.| 2009).

However, the underlying concepts of Voronoi diagrams were already being studied in mul-
tiple unrelated fields by unrelated individuals, from Haag (1898) studying linguistic divides
in south-west Germany, which gave rise to the concept of isoglosses in dialect geography,

to Snow (1855) studying the distribution of cholera incidents, establishing the field of

epidemiology (Meade and Earickson| [2005; |(Okabe et all, [2009)). In modern times, Voro-

noi tessellations are widely used in a multitude of fields, from city planning, physics and
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archaeology to astronomy, art and electrical engineering (Du et al., |2006; |Okabe et al.

2009).

A Voronoi tessellation diagram is a method of investigating the most optimally space filling

arrangement of polygons, given a set of generating seeds, or generators.
Voronoi tessellation is defined as follows by [Du et al.| (1999):

“Given an open set Q C RY, the set {Vi}f:l is called a tessellation of Q if V;NV; =
@ for i#jand UF_,V;=Q. Let | - | denote the Euclidean norm on RY. Given a set
of points {zi}le belonging to Q, the Voronoi region v corresponding to the point z; is

defined by

Vi={z e Q| |x—z|< |x—z]| for j=1,... kj#i}.

The points {zi}leare called generators. The set {Vi}f:lis a Voronoi tessellation or Voronoi

diagram of €1, and each XA/l is referred to as the Voronoi region corresponding to z;.”

The definition given by [Du et al.| (1999) of Voronoi tessellation is not the exclusive defin-
ition, with |Okabe et al.| (2009) having defined Voronoi tessellations as closed sets, for
example. I found that the manner in which |Du et al.| (1999) defined Voronoi regions before
Voronoi generators can be a cause of confusion, and that an alternative approach using a
different perspective can clarify the definitions and understanding of the concepts. There-
fore, I have written a more explicit definition of Voronoi edges and the derived definition

of Voronoi regions and tessellation to aid with the understanding of Voronoi tessellations.

Given an open set 2 C R, a Voronoi edge is defined as:

Vij={t e Q| |az—z|=]x—z]| Vi=1,.. ki#j}
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The definitions of some useful terminology can be clarified for some, using written ex-
planations and definitions, as follows. Voronoi tessellations are constructed from a given
set of centre points or Voronoi generators and refer to the entire arrangement of Voronoi
regions. A Voronoi region is constructed by calculating the distance from a generator (A)
to its nearest neighbouring generator (B), and drawing a line, termed a Voronoi edge, to
bisect that distance equally, so that the line is equidistant from generator A and B. This
process is repeated for all neighbouring generators, until Voronoi edges encapsulate the
generators, forming polygons, that are termed Voronoi regions. A Voronoi region, then,
is the convex area in Euclidean space that encapsulates every point that is closer to one
Voronoi generator than any other. The terms Voronoi generator, Voronoi region, Voronoi

edge and Voronoi tessellation from henceforth will be referring to the above definitions.

As is intuitively apparent, calculating Voronoi cells is extremely labour-intensive, so Voro-
noi tessellation diagrams did not see any use in disciplines such as biological sciences where
thousands of calculations have to be completed for a single sample, until technological ad-
vances made their use feasible. [Honda/ (1978)) is widely credited for the first use of Voronoi
tessellation in a biological context, more than a hundred years after Voronoi established

the method Bock et al.| (2010)).

Voronoi tessellation diagrams in biological sciences have been used largely to model morpho-
genesis and cancerous proliferation (Barrio et al.l [2013; [Bock et al., 2010; [Kansal et al.,
2000). Most of the work in the literature focus on metazoan tissue and complex multi-
cellular plant tissues; there is currently no literature concerning the Voronoi tessellation
analysis of macroalgae, observed or modelled. Voronoi tessellations give an objective meas-
urement of space-filling. When one wishes to study cell patterns, the Voronoi tessellation
gives the objective pattern from the centre points of said cells, which can be compared to
the cells and models. However, there is no “goodness of fit” measure yet defined, therefore

descriptive methods are used here.
This all gives rise to two hypotheses that are the subject of investigation in this chapter:

It is possible for local information to result in global patterns, as observed in the likes
of root hair cells developing using DELLA transcription factors switched on by positional
cues (Lee and Schiefelbein) 2002)). This is the basis of the first hypothesis of this chapter:

different morphologies of Ulva can arise from different bottom-up cellular proliferation
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patterns.

It is intuitive that a biological organism, would tend towards hexagonal tessellations in
order to achieve the most mechanically stable, space filling and resource efficient configur-
ation. This is the basis of the first set of computer models that will lay the foundation for
further modelling, and the second hypothesis of this chapter: cell tessellation patterns in
simple multicellular organisms such as Ulva can be replicated by applying random devi-
ations, or “jitter” in the Voronoi generating centre points of a regular hexagonal honeycomb

pattern.

4.2 Methods

4.2.1 Stain Selection, Image Collection and Analysis

In order to investigate cell patterns, one must first image the cell walls ideally by themselves.
Light microscopy is not suitable for this purpose, meaning that confocal microscopy is
the ideal method. To perform confocal imaging, a reliable cell wall staining protocol is
required. However, there is no standard Ulva spp. cell wall staining protocol, so I set
out to establish one. The first tested were Calcofluor White and Pontamine Fast Scarlet
4B. Calcofluor White is a non-specific fluorochrome with a high affinity for the $ 1-3
and 3 1-4 polysaccharides like those in cellulose and chitin, so has been steadily used
in biological research for decades, with excitation-emission maxima at 365 nm and 435
nm (Harrington and Hageage, 2003; Harrington and Raper, 1968; Herth, 1980; Herth
and Schnepf, 1980; Sigma-Aldrich, 2019a). Pontamine Fast Scarlet 4B is a much newer
alternative to Calcofluor White that has higher specificity, with excitation-emission maxima
at 507 nm and 615 nm (Anderson et al.,2010; [Hoch et al., [2005; [Liesche et al., |2013;|Sigma-
Aldrich) 2019; 'Thomas et al., [2013).

Due to the advantages that dyes higher specificity provide, Pontamine Fast Scarlet 4B was
the first candidate for staining trials and was prepared using deionised water and 1X PBS
(0.01 M Phosphate buffer, 0.154 M NaCl, pH7.4), at concentrations ranging from 0.01% to
1%. Various permeabilisation and fixing steps were used to facilitate the dye to penetrate
the tissue, however no combination of steps allowed for an even stain that was reliably

observable with a confocal microscope.

76



4.2.1. Stain Selection, Image Collection and Analysis

Calcofluor White was the next candidate for experimentation. At 0.1% in 1X PBS, Calco-
fluor White gave a fairly even stain, reliably detectable when excited with a 405 nm laser
on a confocal microscope. Figure [£.4) below shows a representative confocal image taken of

an Ulva sample stained with Calcofluor White, on a Leica SP5 confocal microscope.

Figure 4.4: Confocal microscope image of Ulva spp stained with Calcofluor White.

Unfortunately, the images showed weak signal, low resolution and noise from autofluor-
escence. The final dye tested was a little-known one that has seen only limited use in
biological research, called Direct Yellow 96 (Diphenyl Brilliant Flavine 7 GFF). Figure
below shows a representative confocal image taken of an Ulva sample stained with Direct

Yellow 96, on a Leica SP5 microscope.
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4.2.1. Stain Selection, Image Collection and Analysis

Figure 4.5: Confocal microscope image of Ulva spp stained with Direct Yellow 96.

Microscope images capture a representative field of cells, but some cells at the edge of the
field of view are not entirely captured. Therefore, for the analysis of certain attributes such
as polygon distribution and change, a simple exclusionary definition of cells to be analysed,

Valid Cells, was used.
Valid Cells were defined as:
Valid Cells = All Cells — Edge Cells,
Where Edge Cells = Any cell in contact with the edge of the frame.

This is visually represented in figure with Valid Cells being represented in green and

Edge Cells being represented in red.
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Figure 4.6: Voronoi Diagram obtained from a leaf morphotype sample, coloured to visualise data.
Red represents the Edge Cells, which were excluded from various analyses. Green represents the
Valid Cells included in various analyses. The diagram is generated in Wolfram Mathematica using

the VoronoiMesh tool (Wolfram), [2015). See Appendix A for code.

4.2.2 Pattern Modelling

Initial simple computer modelling was conducted in two phases to establish a framework
by which to analyse the real collected data, and then to investigate the second hypothesis
that Ulva cellular proliferation patterns could be achieved using random variations in centre

points of a regular honeycomb pattern.
The first set of models were devised to establish the comparative framework:
Model 1 was a completely regular hexagonal “honeycomb” sheet.

Model 2 was a sheet of irregular hexagons, with each hexagon measuring half the height

and double the width of model 1.

Model 3 was a Voronoi diagram from completely randomly generated centre points, and

it was introduced as a reference point, as all statistics should show a significant difference
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4.2.2. Pattern Modelling

with a completely random model. There were multiple iterations of model 3, in order to

identify the frequency of false positives.

Model 4 was a regular square grid, introduced as another control. Again, all statistical

analyses should show significant differences.

These models are visually represented below in figure [4.7]
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Figure 4.7: Representative patterns generated by of models 1 to 4 used in the analysis
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4.2.2. Pattern Modelling

Each of these models were then given “jitter”: randomly deviations of the centre points,
to test the robustness of the second hypothesis of the chapter. This gave the following

models:

Model 5: Regular hexagons + 10% random jitter in centre points
Model 6: Regular hexagons + 20% random jitter in centre points
Model 7: Regular hexagons + 50% random jitter in centre points
Model 8: Squashed hexagons + 10% random jitter in centre points
Model 9: Squashed hexagons + 20% random jitter in centre points

Model 10: Squashed hexagons + 50% random jitter in centre points

Models 5, 6 and 7 are visually represented below in figure [4.§
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Figure 4.8: Representative patterns generated by models 5, 6 and 7 used in the analysis.
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4.2.8. Statistical Analysis

Given that the jitter is by definition random deviations, they will be different every time.
In order to reliably conduct statistical analyses, three iterations of each of the jitter models
were generated. Models 5 to 10 all had three iterations, and each individual iteration was

used in the statistical analyses.

The analysis of the models examined three main variables:

1. Edge length (the length of each side of a polygon)
2. Area of each polygon

3. Edge Count (the number of edges of each polygon)

The main aim of the latter part of this investigation is to better characterise the natural
patterns of cellular proliferation in Ulva. Twelve samples of the leaf morphotype (figure
A section 2.2) and twelve samples of the ribbon morphotype (ﬁgure B, section 2.2)
were dyed with Direct Yellow 96. The resulting confocal image was then used to gather
information on the centre points of each cell, which was in turn used to generate Voronoi
tessellation diagrams for analysis. The analysis of these natural patterns focused on the

same three main variables as the models.

4.2.3 Statistical Analysis

The Wilcoxon signed-rank test was utilised to test the difference between the leaf and
ribbon morphotypes, as they are related samples. In order to apply the same principle of
related comparisons, all models were tested against their corresponding pair. For example,
all of the jitter models were compared against their non-jittered hexagonal honeycomb
counterparts from which they were generated. The same principle was applied to the
comparisons of leaf and ribbon morphotypes, with the twelve samples of each morphotype
being labelled arbitrarily from 1 to 12 and compared to the corresponding sample of the
other morphotype. All statistical analyses were conducted using native functions in the

core stats package (v3.6.2) on R (R-Project], [2019)).
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4.8. Results

4.3 Results

4.3.1 Voronoi Tessellation Fit

The first notable finding is that cell patterns in Ulva can be described using Voronoi

tessellations, as shown in figure below.

Figure 4.9: Representative confocal image of the (A) leaf and (B) ribbon morphotypes, both stained
with Direct Yellow 96. The blue dots indicate the centre points of the cells, which were then used
to generate Voronoi tessellation diagrams that are overlaid on the confocal images. Note that the
Voronoi edges align almost perfectly with the cell walls.
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4.8.2. First Phase Model Statistics

All 24 (12 leaf, 12 ribbon) of the Voronoi tessellation diagrams show close adhesion to
the cell walls of the samples they were generated from. There are no deviations observed,
making a compelling case for the morphogenesis of Ulva thalli being a space-filling bottom-

up proliferation mechanism.

4.3.2 First Phase Model Statistics

The statistical analyses of the models showed that there is a significant difference (p < 0.05)
between edge lengths when comparing the regular and squashed hexagonal models (Model
1 and 2). There were significant differences between all of the variables when comparing
hexagonal models to the random model (Model 1 and 2 with 3). All variables showed
significant differences when comparing hexagonal models to the square grid model (Model

1 and 2 with 4).

There is no significant difference between edge count and area when comparing the regular
and squashed hexagonal models. This means that even if the areas and the edge counts
show no significant difference, there can be a significant difference in edge length. Uniform
distribution models differ significantly from random models, and uniform models of other
shapes. These results are summarised below in table 1]

Table 4.1: Wilcoxon Signed Rank Test p-values for Model 1 (Regular Hexagon Honeycomb), Model
2 (Squashed Hexagon Honeycomb), Model 3 (Random) and Model 4 (Square Grid).

p-value
Model Edge Length Area Edge Count
1vs2 <220x1016 0.8449 1.0000
1vs3 1.87 x 107 <220 x 1010 <220 x 1016
2 vs 3 1.98 x 10°° <220 x 1010 <220 x 1016
1vs4 <220x10% <220x 1016 <220 x 1016
2vs4 <220x1016  <220x 1010  <220x 1016

4.3.3 Second Phase Model Statistics

When comparing the regular and squashed hexagonal models with 10 and 20% jitter, there
are significant differences in edge length but not edge count, whilst the comparison between

the two hexagonal models with 50% jitter gave significant differences in both edge length
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4.8.8. Second Phase Model Statistics

and edge count. This means that edge length shows the most sensitivity to variables
introduced, with the 10% jitter models showing significant difference. Area is the least
sensitive, with no significant differences even at 50% jitter. These results are summarised

in table and [4.3] below.

Table 4.2: Wilcoxon Signed Rank Test p-values for Model 1 (Regular Hexagon Honeycomb) and
associated jitter models.

p-value
Model Edge Length Area Edge Count
3 (Random) 1.87x10° <220x 1016 <220 x 1016
4 (Square) <220x 1016 <220x 1010 <220 x 1076
5 (10% Jitter) 1.81 x 1077 0.1948 0.6438
6 (20% Jitter) < 2.20 x 10716 0.2154 0.4131
7 (50% Jitter) < 2.20 x 10716 0.3255 0.0206

Table 4.3: Wilcoxon Signed Rank Test p-values for Model 2 (Squashed Hexagon Honeycomb) and
associated jitter models.

p-value
Model Edge Length Area Edge Count
3 (Random) 1.98 x 10 <220 x 1016 <220 x 1016
4 (Square) <220x 1010 <220x101¢ 220 x 10716
8 (10% Jitter) 0.0019 0.6927 0.3652
9 (20% Jitter) 1.04 x 100 0.2425 0.2255
10 (50% Jitter) < 2.20 x 10716 0.0509 0.0167

Comparing models of equal jitter, so regular hexagons with 10% jitter to squashed hexagons
with 10% jitter (Model 5 with 8), 20% to 20% (Model 6 with 9) and 50% to 50% (Model
7 with 10), there was no significant difference in area and edge length, whilst edge count
showed a significant difference only in the first two comparisons. These results are sum-

marised below in table [4.4]
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4.8.4. Leaf vs Ribbon Morphotype Comparisons

Table 4.4: Wilcoxon Signed Rank Test p-values for models of equal jitter (regular vs squashed

honeycomb).
p-value
Model Edge Length Area Edge Count
5 vs 8 (10% Jitter) <220 x 1016 <220 x 1016 0.9279
6 vs 9 (20% Jitter) <220 x 1016 <220 x 1016 0.3975
7 vs 10 (50% Jitter) <2.20x 10716 <220 x 1016 0.0045

4.3.4 Leaf vs Ribbon Morphotype Comparisons

The set of ten models provided a robust framework for comparative analyses of the primary

data generated from confocal images of ribbon and leaf morphotypes, the results of which

are summarised below in table .5

Table 4.5: Wilcoxon Signed Rank Test p-values for leaf vs ribbon morphotypes. For each of the 12
samples of each morphotype, the samples were compared with their corresponding sample number of
the other morphotype (i.e. leaf sample 1 vs ribbon sample 1). Sample 2 has been highlighted as an

anomalous result, as addressed in the discussion.

p-value
Sample Edge Length Area Edge Count
1 5.04 x 10 8.75 x 10716 0.5458
2 0.6513 0.1770 0.9918
3 <220x 10 < 2.20x 1070 0.5033
4 <220 x 10 <220 x 1076 0.3992
5 <220x%x 1016 <220 x 10716 0.9419
6 <220%x 1010 <220 x 1076 0.9206
7 <220%x 100 <2.20x 100 0.5902
8 <220 %10 < 2.20x 1070 0.6145
9 <220 %10 <220 x 1076 0.4615
10 <220x%x 1016 <220 x 10716 0.9431
11 <220x 10  <2.20x 1016 0.5476
12 2.95 x 10714 < 2.20 x 1016 0.7488

As can be seen above, no significant differences were found between edge counts of the

two morphotypes, whilst edge lengths and areas always showed significant differences. The

edge counts, or polygon distribution is summarised below in figure [4.10] alongside Model

7 (50% Jitter).
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Figure 4.10: The polygon distribution of leaf and ribbon morphotypes and model 7 (50% jitter).

The p-values from the Wilcoxon signed rank tests suggest that 50% jitter models are
statistically not significantly different to real data. However, visual comparison of the

models show clear differences in the patterns, as shown in figure below.
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4.8.4. Leaf vs Ribbon Morphotype Comparisons

Figure 4.11: Side by side comparison of the Voronoi tessellation of (A) a 50% Jitter model and (B)
a ribbon morphotype sample.
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4.8.4. Leaf vs Ribbon Morphotype Comparisons

To clarify the difference, there seems to be distinct lines of cells in real samples, presumably

arising from cell division. These lines are illustrated below in figure [4.12

Figure 4.12: Side by side comparison of the Voronoi tessellation of (A) a 50% Jitter model and (B)
a ribbon morphotype sample. (B) has been illustrated with red lines to denote some of the centre
lines of division that can be observed in clusters of cells that have likely divided from the same parent
cells.
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4.8.4. Leaf vs Ribbon Morphotype Comparisons

Q-Q plots of various models and real data were made, and show that the ribbon and leaf
morphotypes seem to be generated by the same mechanism, whilst the models and the real

data are not, as shown in figure below.
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Figure 4.13: Q-Q plots of (A) two iterations of a 50% jitter model, (B) A 50% jitter model vs a
20% jitter model, (C) A 50% jitter model vs a ribbon morphotype sample, (D) 50% jitter model vs
a leaf morphotype sample and (E) a leaf morphotype sample vs a ribbon morphotype sample. The
blue line is the line y=x.

The perimeter and area of the leaf and ribbon morphotypes were plotted against each other
to examine regularity. There are few differences in regularity, relative area and perimeter
of quadrilaterals, pentagons and hexagons between the leaf and ribbon morphotypes, with
the majority of the data points overlapping. Furthermore, the quadrilaterals, pentagons
and hexagons show more irregularity in shape than the heptagons, octagons and nonagons
for both morphotypes. Finally, the ribbon morphotype shows heptagons, octagons and

nonagons of larger relative area and perimeter.
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Figure 4.14: The relative areas and perimeters of all leaf and ribbon morphotype samples plotted
against each other. Green denotes the leaf morphotype, and the black denotes the ribbon morphotype.
The blue line in each case is the expected curve given a perfectly regular polygon.
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4.8.4. Leaf vs Ribbon Morphotype Comparisons

In order to assist with visualisation, figure [{.15]shows the different polygons colourised with
different colours. Upon examination, it seems as though there are lines of "irregularity"

that cut through patches of regularity (hexagons).

Figure 4.15: Voronoi tessellation diagrams of a (A) leaf and (B) ribbon morphotype samples. Dif-
ferent polygons are represented by different colours: quadrilaterals = , pentagons = green,
hexagons = orange, heptagons = purple and octagons = brown. Diagrams generated in Wolfram
Mathematica. See Appendix A for code.
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4.8.4. Leaf vs Ribbon Morphotype Comparisons

Using the plot profile tool (Ferreira and Rasband, 2012) on Fiji image analysis software

(Schindelin et al.| |2012), the vertical pixel intensity across the horizontal plane of an image

can be plotted. This was done for both leaf and ribbon morphotypes and shown below in

figure [£.16]
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Figure 4.16: The profiles of Voronoi tessellation diagrams generated from (A) leaf and (B) ribbon
morphotype samples. Higher peaks indicate higher pixel density.

Profiles of the four quarters of the ribbon morphotype diagrams were also plotted, which

encompasses a roughly equivalent number of cells as seen in a whole leaf morphotype

sample. This is shown below in figure by plotting the ribbon morphotype in four

quarters.
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Figure 4.17: Profile plots of the Voronoi tessellation diagrams of the four quarters of a ribbon

morphotype sample: (A) top left quarter, (B) top right quarter, (C) bottom left quarter and (D)
bottom right quarter. Higher peaks indicate higher pixel density.
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4.4 Discussion

As aforementioned in chapter 1, Ulva and the Chlorophyta in general show diverse intra-
and inter-specific morphologies. The fundamental subject of investigation here is how
different Ulva morphologies arise. More specifically, is it possible for different bottom-up
morphogenesis to drive the generation of observed morphotypes (in this case the leaf and
ribbon morphotypes)? In order to answer this question, a set of models were made to

compare with observed data, as explained in the methods section of this chapter.

The statistical analysis of the first phase of modelling (Models 1 to 4) confirmed that they
function as intended and set the baseline to what can be expected from the comparative

analyses of the second phase of modelling (Models 5 to 7) and primary data.

50% jitter was initially chosen based on visual observations, in that 50% jitter was the
starting point from which similarities to actual measured data could be seen, as shown in
figure above. The second phase of modelling showed that beyond 50% jitter, signi-
ficant differences in edge counts are found when comparing with a hexagonal honeycomb
tessellation pattern (Model 1 and 2). The decision to keep 50% as the threshold model was

upheld having seen similar results in preliminary statistical analyses.

Models using 1%, 5%, 15%, 25% and 30% were also investigated, however their use in
the analysis was excluded due to their lack of novel contribution. Models using 1%, 5%,
10% and 15% jitter largely showed the same results, and the robustness of the framework
for comparative analysis was not improved by adding these models. The only notable
data obtained from this experimentation of varying jitter is that models using 1% and 5%
jitter showed no significant difference in edge lengths when comparatively analysed against
regular and squashed hexagon models (Model 1 and 2). A jitter of 10% is the cut-off point
below which no significant differences in edge lengths are found. Models using 25% and
30% jitter predictably overlapped with models using 20% jitter and added no more useful

information.

Although they are useful as tools for establishing basic background hypotheses, there are
many limitations to manipulation models such as those used in this chapter. The primary
drawback is that manipulation models can only suggest the confirmation of hypotheses

regarding observed patterns, not give any information on the reasons and mechanisms
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underlying the generation of such patterns. This also ironically limits what we can manip-
ulate. That is to say that apart from confirming observational hypotheses, manipulation
of conditions for example, cannot be done. The most notable factor to be investigated as
a result of this preliminary manipulation modelling, is the presence of a clear biological
artefact from cell division. Due to the fact that the sheets of cells that we see have a
biological mechanism for generation, i.e. mitosis, there will always be an artefact of this
generation. This means that certain pairs or groups of pairs of cells will show signs of equal
division, resulting in a clear centre division boundary. Figure [£.12] above is an annotated

copy of figure above, to illustrate some of the centre lines.

The initial analyses alone suggest that the polygon distributions are similar in the 50%
jitter model and the ribbon and leaf morphotype samples. However, there are clear visual
differences in the Voronoi tessellation diagrams due to this biological artefact. This ab-
sence of the biological mechanism for generation in the models used in this chapter can be
addressed using a different type of modelling. Though manipulation models such as those
used in this chapter are interesting, useful and informative, the limitations of this type of
modelling are clear. The ideal model for bottom-up proliferation is a generative model,
wherein given a set of parameters a single cell divides, and the daughter cells divide and
continue to divide in such a way that would result in typical morphogenesis. This type
of model will allow for complex modelling by incorporating known information regarding
morphogenesis from experimental data collection. For example, the manipulation of con-
ditions can be accounted for, and using primary experimental data, generative models can
model growth with variations in temperature, light, mixing and nutrient concentrations,
amongst others. Generative models, however, are notoriously difficult to create primarily
due to the fact that there is a myriad of factors that affect growth and generation that
needs to be taken into account. Due to the specificity of such factors, generative models are
often limited to isolated two-dimensional scenarios in the early stages of growth in a single

or groups of closely related organisms with similar underlying morphogenetic mechanisms.

The difficulties regarding the coding of a generative model means that such models have
only been developed extremely recently with the advancement of computer sciences and
the emergence of interdisciplinary approaches to biology. Consequently, frameworks only
exist for the most well studied organisms, which are always land plants. Models such

as VirtualLeaf, VPTissue, Cellzilla and CellModeller are frameworks developed by well-
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funded groups of expert coders over multiple years, and are not, by design, intended to
model morphogenesis in organisms such as Ulva. Therefore, novel adaptation of an existing
generative model framework, not the development of a new framework, for Ulva morpho-
genesis would be the only feasible method to attempt in the absence of equivalent time,

expertise and funding, though it is still ambitious and predictably difficult.

However, with the given data, an effective method of investigating differences like these is
by using Quantile-Quantile (Q-Q) plots. The edge lengths of the jitter models, leaf and

ribbon morphotype samples were plotted as shown in figure above.

A Q-Q plot can indicate whether or not the distribution is generated by the same mechan-
ism, as shown in figure (A), where two iterations of a 50% jitter model can be plotted
perfectly against each other, lying perfectly on the line y=x. A Q-Q plot is also a sensitive
enough method to distinguish between different jitter models, such as in figure (B),
where a 20% jitter model is plotted against a 50% jitter model and the distribution clearly
strays from the line y=x. Figure (C) and (D) show that in the observed data, there is
a consistent deviation from the line y=x, suggesting that the leaf and ribbon morphotypes
are generated by the same mechanism and differs in the same manner from the mechanism
that generated the 50% jitter model. This is confirmed by figure (E), where it can be

seen that the leaf and ribbon morphotypes can be plotted to lie directly on the line y=x.

This is further to the initial results that suggested that the leaf and ribbon morphotypes
are generated by the same underlying mechanism. The edge length and area showed sig-
nificant differences, expected by the mean cell density of the ribbon morphotype being
73.9% higher than the leaf morphotype. The edge count or polygon distribution, however,
remained remarkably similar, and showed no statistically significant differences. The poly-
gon distribution of the regular honeycomb 50% jitter model (Model 7) is also strikingly
similar to the observed data, and it also showed no significant differences to neither the

leaf nor the ribbon morphotype.

The comparison of the leaf and ribbon morphotype samples number 2 was an exception,
however, showing no significant differences in any characteristics. The most likely explan-
ation of this result is a sample anomaly. The raw sample data showed striking visual
similarities in sizes and shapes of cells, unlike most of the other samples in which a clear

visual difference could be noted. The initial analysis confirms this, showing 40.72% fewer
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cells than the mean sum of cells in ribbon morphotype samples, with the cell density of
sample 2 being more in line with leaf morphotype samples than the ribbon morphotype

samples.

The polygon distribution of both leaf and ribbon morphotypes showed a heavy preference
for hexagons in Ulva. Most importantly, the distribution itself was almost identical as
can be seen above in figure 23, indicating that the pattern was generated by the same
underlying mechanism, furthering the hypothesis that morphogenesis in Ulva is driven
by bottom-up proliferation determined by physical and mathematical laws. This result
is intuitive and expected based on early observations of the dominance of hexagons in
polygon distribution patterns of plants. This same pattern has been observed in tissues
such as plant parenchyma, Drosophila eyes and now Ulva, suggesting the same underlying
mechanism of cell proliferation. That is to say, that cell proliferation patterns in Ulva, are
also a result of a bottom up mechanism following fundamental physical and mathematical

laws.

It is logical that these local interactions can generate global patterns, but each of these
tissue types show a different overall morphology. How could this be explained if the under-
lying mechanism of the local interactions is the same? Other tissue types have top-down
control, with complicated multicellular genetic architecture dictating the location, but not
necessarily the proliferative mechanism of bottom-up generated tissues, with certain ex-
ceptions for specialist tissue types such as neuroepithelia (Sanchez-Gutiérrez et al., 2017).
The extent of bottom-up proliferation, in morphology determination is a key question that

can be studied in Ulva, given its lack of top-down control.

The basic principle for the next line of inquiry was that the overall morphology can be
changed by changing the distribution and the sizes of the constituent polygons in the cell
tessellation pattern. As a simple example, given a cell tessellation pattern, adding more
heptagons and increasing their average size will give a different morphology than adding

more pentagons and increasing their average size.

The first part of this inquiry has already been answered, with the leaf and ribbon morpho-
types showing very similar polygon distributions. Therefore, the logical focus is on the
sizes of the cells, or more specifically: are there classes of polygons with smaller or larger

average areas, indicating a different pattern of relative area distribution?
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This line of inquiry can be explored by plotting the relative area and perimeters of different
polygons in both the leaf and ribbon morphotypes against each other. Figure [£.14] above
shows this for quadrilaterals, pentagons, hexagons, heptagons, octagons and nonagons of

all leaf and ribbon morphotype samples.

The first observation of note is that there are few differences in regularity, relative area and
perimeter of quadrilaterals, pentagons and hexagons between the leaf and ribbon morpho-
types, with the majority of the data points overlapping. Furthermore, the quadrilaterals,
pentagons and hexagons show more irregularity in shape than the heptagons, octagons
and nonagons for both morphotypes. Finally, the ribbon morphotype shows heptagons,

octagons and nonagons of larger relative area and perimeter.

A Kolgomorov-Smirnov test on the edge lengths of all the hexagons in the leaf and ribbon
morphotypes shows no significant difference (p = 0.5847) between the morphotypes, sug-
gesting that the hexagons in both morphotypes are similarly regular. This is unsurprising
considering the tendency towards hexagons for regularity. Repeating this for the pentagons,
heptagons and octagons, there is a significant difference (p = 0.0122), suggesting that the
regularity of these polygons is significantly different in the two morphotypes. This is also
unsurprising given the results shown in figure above. Based on this, a new hypothesis
was constructed: the Ulva thallus consists of a sheet of similarly regular hexagons, with
“impurities” of other polygons that gives rise to its morphology. Figure above shows
the Voronoi tessellation diagram generated from a leaf morphotype sample and a ribbon

morphotype sample, with different polygons being coloured differently.

As aforementioned, there are distinct lines, artefacts of cell division, visible in both samples.
These lines potentially correspond to areas of regularity and impurities; there are clusters
of hexagons, and lines of the impurities. This idea of impurities inspired the next test,
wherein the profiles of the Voronoi tessellation diagrams of the two morphotypes were
analysed using Fiji (Schindelin et al., 2012). The profile plot of an image, by default,
shows the vertical pixel intensity across the whole horizontal selection. This means that
the more regular an image is, the more similar the peak heights will be, and the more
evenly spaced said peaks will be. Figure [£.16 above shows the profiles for leaf and ribbon

morphotype samples.

The leaf morphotype shows a more regular profile overall, with mostly similar sized and

104



4.4. Discussion

spaced peaks throughout the profile, thought there are relatively small and relatively large
peaks spread throughout with no particularly discernible pattern. The ribbon morphotype,
however, shows a clearer pattern of three clusters of large peaks with a cluster of small
peaks in between each. This suggests that the leaf morphotype shows higher regularity. To
ensure that the results were not an artefact of higher cell density in the ribbon morphotype,
the results were checked by separately plotting the profile of the four quarters of the ribbon
morphotype diagram which showed similar patterns of clusters of large and small peaks,
as shown in figure above. However, it should be noted that due to the biological noise
from cell division, the profiles are very difficult to interpret and analyse. Nevertheless,
these results are promising, showing that there are differences in regularity between the

two morphotypes.

The first key hypothesis of this chapter was that different morphologies of Ulva can arise
from different bottom-up cellular proliferation patterns. This hypothesis can safely be
accepted as it is strongly supported by the evidence given here of fundamental physical
distribution patterns, though the generative mechanism of the morphogenesis is yet to be

elucidated.

The second key hypothesis was that cell tessellation patterns in simple multicellular or-
ganisms such as Ulva can be replicated by applying random deviations, or “jitter” in the
Voronoi generators of a regular hexagonal honeycomb pattern. This must be rejected due
to a lack of evidence supporting the hypothesis, as well as preliminary image analysis
evidence presented here against it. However, the evidence against this hypothesis gives
rise to an even more interesting question: how can we study the irregularities in the cell

proliferation patterns?

Then, the logical next step in inquiry is: how do we study the regularity of the cell
proliferation patterns in Ulva? Given the results of this chapter, two new hypotheses
arise. The first is that Ulva cellular proliferation patterns are space-filling arrangements
generated from bottom-up physical proliferation and therefore will follow fundamental
physical and mathematical laws to be as close to an optimally space-filling arrangement as
possible. The second is that Ulva cellular proliferation patterns can be described as areas
of regularity permeated by lines of irregularity where cell division occurred. These will be

the two hypotheses to be investigated in the next chapter.
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CHAPTER 5

Fundamental mathematical and physical
mechanisms underlying optimal
distribution in Ulva cell growth and

proliferation patterns

5.1 Introduction

Ulva is a cosmopolitan genus of green algae that uniquely displays multicellularity in the
Chlorophyte clade, and is found in both seawater and brackish waters (Lee, 2018; Messyasz
and Rybak, 2011; OBIS, 2019; Tanner and Guiry, 2019; van den Hoek et al., 1995). Ulva
displays extremely simple multicellularity with only three cell types: rhizoid, blade and
stem, meaning that in the case of anchored Ulva, almost the entirety of a growing thallus
is simply a bilayer sheet of one cell type, and in the case of free-floating Ulva, the entirety.
Without differentiation into tissues, there are no active mechanisms of cell signalling or

overarching cellular architecture coordination within Ulva itself.

Ulva cells are uninucleate, contain a single cup shaped chloroplast at the surface edge and a
single pyrenoid, isodiametric in shape, and are distromatic (arranged into a bilayer) (Sahoo
and Seckbach, 2015; Wichard et al., 2015). A sheet of Ulva cells, displays a pattern that
appears strikingly geometric and mathematically generated, as shown previously in figure

above, much like many other epithelia and epidermises.
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There is a plethora of mathematical patterns that can be observed throughout nature,
including the geometric patterns found in epithelia and epidermises. From the hexagonal
proliferation patterns in Drosophila eyes, honeycomb construction and rock formations,
to the phyllotaxis in sunflowers, pinecones and Romanesco broccoli, geometric patterns

following fundamental mathematical and physical laws are pervasive throughout nature.

Chapter 4 discussed fundamental physical and mathematical laws determining the space
filling patterns observed in Ulva. One of the key findings of chapter 4 was that there seem
to be areas of regularity and irregularity, potentially signalling areas of differential cell
division. Therefore, the focus of this chapter is on the mathematical and physical laws

that determine optimal distribution, and Ulva’s deviation from such laws.

There are a number of mathematical laws that determine an optimal distribution. Tra-
ditionally, three laws have been used for biological systems as indicators for optimal dis-
tribution of cells, though there are a number of other laws and principles that would also
suggest the distribution in question is optimal. The first these laws is Euler’s Law, which
states that in a tissue with a large number of cells, the average number of neighbours of any
given cell will be six (Brookes| 2018} |Sanchez-Gutiérrez et al., [2017). The second is Lewis’
Law, which states that the area (A,) of each polygon increases linearly with the number
of sides (n) (Chiuj 1995} Lewis| [1931)). The third is Aboav-Weaire Law, which states that

polygons with more sides will have fewer-sided neighbours and vice versa (Chiu, [1995)).

In order to contextualise these laws, as well as the additional laws and principles of optimal
distribution, it is helpful to use the example of soap bubbles. Soap bubbles constantly
undergo minute changes in shape in order to counteract the changes in external forces, in
the process of balancing internal and external forces. However, in an ideal situation with
zero disturbance, a singular soap bubble will take the form of a perfect sphere, exhibiting

the simple principle of area minimalization.

The first known scientific investigation of the mathematical principles governing the geo-
metry of soap bubbles and soap films were conducted more than a century ago by Belgian
physicist Joseph Plateau, who conducted a number of physical experiments and formulated
a theoretical framework to address his observations (Almgren and Taylor, |{1976). Following

his observations, Plateau proposed the following laws that soap bubbles will abide by:

1. The mean curvature at any point of a single soap film is constant.
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2. Each side of the bubbles will meet in triplets, to form the most mechanically stable

junctions of cos™! (—4) = 120° (now referred to as a Plateau border).

3. Plateau borders will meet in quadruplets at a vertex to form tetrahedrons,
at cos™! (—%) = 109.47°. This means that in an optimally distributed sheets of
bubbles, they will tessellate into hexagons and have tetrahedral vertices in a three-

dimensional array.

If we isolate this set of rules and restrict it to a two-dimensional setting, it simply leads
to an optimal distribution of a sheet of hexagons. More than a century after Plateau
published his findings, Taylor| (1976]) proved Plateau’s laws using geometric measure the-
ory. Unsurprisingly, the millennia-old Honeycomb Conjecture states that a tessellation of
regular hexagons is the least perimeter method of enclosing infinitely many unit areas, as
proven by [Hales| (2001). The combination of the two mathematical principles lends to the
conclusion that a regular hexagonal tessellation indeed is the most mathematically and
biologically optimal cellular tessellation pattern, allowing for the most resource-efficient,

space filling and mechanically stable configuration.

The late 19*" Century saw a variety of hypotheses proposed regarding the position and
direction of cell wall synthesis in plants. Inspired by the work of Plateau, Berthold (1886)
and Errera (1888) proposed the Principle of Minimal Area, though Berthold and Errera

differed on a key issue (Besson and Dumais| [2014; |Sahlin and Jonsson, [2010)).

Errera, in his hypothesis, proposes that cells will behave much like soap bubbles, in that
the cell walls will “assume the form which a weightless liquid film would assume under the
same conditions”, meaning that the two men agree on the general principle (Besson and
Dumais|, 2014). However, it seems that Errera purposefully omits a principle proposed by
Berthold in his work, regarding the inevitability of absolute minimisation of area when
cell walls form, provided the same surface tension as equivalent soap films. This omission
was later clarified by the work of one of Errera’s students, de Wildeman (1893), wherein
he discusses the possibility of multiple division planes for a given cellular morphology. In
his work, de Wildeman states that the system will be in a stable equilibrium if the area
is simply the relative minimum as clearly stated by Plateau, rather than the absolute
minimum, given that “mean curvature is and it attaches itself to the surrounding wall at

right angle” (Besson and Dumais|, [2014)).
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The discussion regarding the position and direction of new cell wall formation in plants
has been ongoing since the late 19** Century, and there have been two main hypotheses.
Firstly, the soap bubble hypothesis, or the Principle of Minimal Area, proposed by the
aforementioned works of Errera, Berthold and de Wildeman, amongst others. Secondly, it
was Hofmeister (1863) who initially proposed that cells divide perpendicular to the main
direction of growth, which, incidentally, correlates with the main direction of strain in
many cases. Sachs (1878) indirectly supported this with his findings that new divisions

occurred perpendicularly to older walls (Sahlin and Jonsson, 2010)).

Plant cell division is a discrete process to animal cell division in a number of notable
ways. Firstly, plant cells are non-motile, therefore no cell migration can occur. Once a
cell has divided and formed new cells, there is little to no compromise in position and
orientation, apart from cell elongation (Wright and Smith| 2008]). Therefore, it is vital
that cell division in plants is orientated and positioned correctly, and occurs at the right
time, in order to ensure normal morphogenesis and proper functioning and development.
In land plants, there are hormonal signalling mechanisms that allow for asymmetric cell
division in addition to the proliferative symmetric cell division, wherein a mother cell
divides to give two identical daughter cells (Facette et al.;2019). Asymmetric cell division
has a specific and crucial role in development of new cell types and cell differentiation.
Given the nature of the role, asymmetric cell division is triggered by specific transcription
factors and signalling pathways (Rasmussen and Bellinger, 2018). Ulva seems to lack
such signalling pathways, and indeed any overarching hormonal control. Therefore, Ulva
only shows symmetric cell division for cell proliferation, and it can be argued that it is
consequently even more vital for robust symmetric cell divisions to occur in Ulva, as there

are no mechanisms for correction or compensation.

Experimental studies have previously identified that hexagon enrichment is indeed pro-
nounced in a variety of organisms. The first notable experimental studies on biological

0" Century by F. T. Lewis, after whom the aforemen-

tissues was conducted in the early 2
tioned Lewis’ Law is named. Lewis found in his examination of cucumber epidermis that
the tessellation patterns heavily favour hexagons, with pentagons and heptagons following

thereafter (Lewis| [1926, 1928). This hexagon enrichment was also found in Ulva, in the

results of chapter 4.

Much of the investigation of optimum distribution using biomathematics has addressed the
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problem as a two-dimensional one, thereby assuming a sheet of polygons. This assumption
works well on the whole when investigating epithelial cells and works better still when
investigating an organism such as Ulva spp., which is a simple bilayer of a cells. Without
differentiation into tissues, there are no active mechanisms of cell signalling or overarching
cellular architecture coordination within Ulva itself, meaning that Ulva spp. are free from
many of the biological mechanisms that complicate the morphology and morphogenesis.
This allows for an investigation more focussed on the mathematical and physical principles
that underly the cellular morphology and morphogenesis. Thus, a two-dimensional exam-
ination of polygon tessellation patterns in Ulva spp. cells will allow for an experimental
investigation of the mathematical and physical principles that govern biological cellular

pattern formation that is unprecedentedly pure.

When examining patterns of a polygon tessellation, there are various mathematical tools
that have been developed for the task. As introduced in chapter 4, a popular method, and
the dominant method in biological sciences, is Voronoi tessellation. Voronoi tessellation
is a method of investigating space filling patterns, and has been used widely in a variety
of disciplines ranging from epidemiology to electrical engineering (Okabe et al. [2009).
Voronoi tessellation diagrams have previously been used to model and analyse patterns of
cells in a biological context, from human biceps to Arabidopsis thaliana roots (Barrio et al.)

2013; [Sanchez-Gutiérrez et al., [2017)).

Voronoi tessellation diagrams are generated from a given set of centre points or Voronoi
generators. A Voronoi region is generated by calculating the distance from a generator
(A) to its nearest neighbouring generator (B), and drawing a line to bisect that distance
equally, termed Voronoi edge, so that the line is equidistant from seed A and B. This process
is repeated for all neighbouring generators, and so polygons are generated encapsulating
the generators, which are termed Voronoi regions. The terms Voronoi generator, Voronoi
region, Voronoi edge and Voronoi tessellation from henceforth will be referring to the above
definitions. Mathematical definition of Voronoi tessellations used in this thesis are given

above in chapter 4 and will be omitted here.

Due to the extremely labour-intensive nature of calculating Voronoi cells, Voronoi tessella-
tion diagrams did not see any use in disciplines such as biological sciences where thousands
of calculations have to be completed for a single sample. Recent advances in technology

has made it feasible for use in such contexts, and |[Honda, (1978) is widely credited for the
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first use of Voronoi tessellation in a biological context, more than a hundred years after

Voronoi established the method (Bock et al., 2010)).

A key hypothesis that arose from the results of chapter 4 was that Ulva morphologies are a
result of bottom-up physical proliferation characterised by regions of regularity (hexagons)
permeated by lines of “irregularities” (quadrilaterals, pentagons, heptagons and octagons),
which occur at areas of cell division. However, the analysis was difficult due to the biolo-
gical noise from cell division. This chapter will build upon this using a technique called

Centroidal Voronoi Tessellation.

In the context of optimum distribution, Centroidal Voronoi Tessellation is the best method
to investigate the closeness of a Voronoi Tessellation pattern to its most optimum arrange-
ment possible. Voronoi diagrams can be iteratively “relaxed” using various algorithms.
Lloyd’s algorithm is the first used for this purpose and remains the most commonly used
for its observed speed, simplicity and for comparative purposes. First proposed in 1957,
but published in 1982 after the completion of numerical calculations, Lloyd’s algorithm
was originally developed as a technique for quantization in pulse-code modulation (PCM)
(Lloyd, 1982)). Since its development, Lloyd’s algorithm, also known as k-means clustering,
has been used widely across various fields including computer vision, astronomy, statistics
and biology (Arthur and Vassilvitskii, [2006; |Lu and Zhou,, 2016). Though Lloyd’s algorithm
was developed more than 60 years ago, it remains one of the, if not the, most widely used
clustering algorithms, as well as being one of the most widely used algorithms for data min-
ing due to its simplicity and empirical performance (Lu and Zhoul |2016; |Wu et al.l 2008]).
However, despite its widespread use, there is limited information available on meaningful
theoretical bounds of Lloyd’s algorithm. It was only established relatively recently that
computation of Lloyd’s algorithm can require a superpolynomial running time (Arthur and

Vassilvitskii, 2006]).

In the application of Lloyd’s algorithm to a biological context, Centroidal Voronoi Tessella-
tion is the one of the most relevant. In this process, each iteration of the diagram uses the
centre of mass (centroids) of the Voronoi diagram generated from the Voronoi generators
of the previous iteration, as the new Voronoi generators. This process is repeated until the
centroids overlap with the Voronoi generators, at which point there is no more possible
relaxation step. When a Voronoi diagram reaches this stage, it is termed a Centroidal

Voronoi Tessellation diagram. The difference between a standard Voronoi diagram and a
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Centroidal Voronoi Tessellation diagram is illustrated in figure [5.1] below.

@ (®)

Figure 5.1: Example of (A) a Voronoi tessellation diagram and (B) a Centroidal Voronoi Tessellation
diagram (right). In (A), the dots represent the Voronoi generators and the circles represent the
centroids. Note that the (B) does not require this distinction as the two are exactly the same (Du et
al., 1999).

As is theoretically predicted, the most favourable arrangement is that of hexagonal hon-
eycomb tiling as this is the most ideal arrangement in space filling efficiency. Figure [5.1
illustrates this with the two centre cells, but the pattern is not immediately obvious for
a key reason. The outermost cells, that is to say every cell in contact with the border of
the image, will be limited by the nature of the inflexible constraints exerted by the border.
Therefore, the cells in contact with the border are a matter for consideration when ana-
lysing any Voronoi Tessellation data. The exclusionary definition used in this experiment
for analysis is identical to that used in Chapter 3 and is once again outlined below in the
methods section. Using Centroidal Voronoi Tessellation diagrams will give a measure of

how optimally distributed the cells are in Ulva.

Finally, the work in chapter 4 was conducted considering the thalli as a sheet of cells,
each of which is assumed as an isolated unit. However, this is not a biologically accurate
assumption as these patterns require a generative mechanism: cell division. This means
that the majority of the cells will be inextricably linked with other cells as mother cells
and daughter cells. These would essentially be patches of cells, and would be consistent
with the findings of chapter 3, where patches of regularity were found. If this artefact was
indeed formed due to cellular proliferation occurring within patches of cells, this would
likely lead to observable physical traits, such as changes in thicknesses or density of cell

walls between clusters. This was already partly observed during the initial batch of confocal
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image collection, with the general pattern being noted as brighter signal, indicating more
cell wall fibres for the dye to bind to, around the borders of certain clusters of cells. These
clusters of cells were the final focus of this chapter and any indication for their presence

was explored.

5.2 Methods

5.2.1 Image Collection and Analysis

Confocal images were collected using a Leica SP5 confocal laser scanning microscope, at
1024 x 1024-pixel resolution in order to standardise data collection and analysis. This, in
combination with the standardised scanning parameters, allowed for the best compromise
between image quality and a realistic timeframe for data collection. All of the scanning
parameters used in this experiment are consistent with those aforementioned in detail in

section 2.4.7.

Twelve leaf morphotype samples and twelve ribbon morphotype samples were stained with
the cell wall dye Direct Yellow 96 using the protocol previously outlined in chapter 4, and
48 images were collected in total: 12 of the cells and 12 of the patches of both morphotypes.
The centre points were isolated automatically through image analysis software and were
used as the initial Voronoi generators. The resulting Voronoi diagrams were the focus of
investigation in chapter 4, however the focus in this chapter was to obtain information

regarding centroids.

Two controls were used for this experiment; one for the leaf morphotype and one for
the ribbon morphotype. Voronoi generator coordinates were randomly generated using a
pseudorandom number generator (PRNG). These coordinates were then used to generate
and iteratively relax Voronoi tessellation diagrams in an identical manner to the coordinates
obtained from the experimentally collected data. The number of randomly generated
Voronoi generators were 459 and 828 for the leaf and ribbon morphotypes, respectively.
These are the mean number of cells measured in Chapter 3, in a 1,024 x 1,024-pixel section

of an Ulva thallus (n = 12).

For the analysis of certain attributes such as polygon distribution and change, a simple

exclusionary definition of cells to be analysed, Valid Cells, was used, with Valid Cells being
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defined as:
Valid Cells = All Cells — Edge Cells,
Where Edge Cells = Any cell in contact with the edge of the frame.

This is visually represented in figure 5.2 with Valid Cells being represented in green and

Edge Cells being represented in red.

Figure 5.2: Voronoi Diagram obtained from a leaf morphotype sample, coloured to visualise data.
Red represents the Edge Cells, which were excluded from various analyses. Green represents the Valid
Cells included in various analyses. Diagram generated in Wolfram Mathematica. See Appendix A for
code.

Lloyd’s algorithm was iteratively applied to the Voronoi generators, until Centroidal Voro-
noi Tessellation was reached. The parameters for accepting a Centroidal Voronoi Tessel-
lation was set to a Fuclidean distance tolerance of 0.1, in the 1024 x 1024 frame. This
means that if every single one of the 1,048,576 pixels in the frame has changed by less than
0.1 pixels compared to the previous iteration, the diagram is determined to have ceased
changing further, and the result is accepted as the final Centroidal Voronoi Tessellation
diagram. Given the computing resources available and finite time available, the distance

tolerance was chosen as the best compromise.
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The history of relaxation, namely the changes in the Voronoi generators coordinates, and
the resulting Voronoi diagrams and centroids of each generation were tracked. The history

of polygon distribution was the main focus of this analysis.

5.3 Results

The number of iterations required to reach Centroidal Voronoi Tessellation for the leaf and
ribbon morphotypes are shown in table [5.1] below. The means, standard deviations and
coefficients of variation were all calculated excluding the control.

Table 5.1: Iterations required to reach Centroidal Voronoi Tessellation (CVT) in both leaf and

ribbon morphotypes. The ribbon morphotype sample 2 has been highlighted as an anomalous result,
as addressed in the discussion of chapter 4, as well as again in the discussion of this chapter.

Sample Number Iterations required

Leaf Ribbon

1 455 306

2 514 423

3 309 327

4 433 560

5 431 321

6 350 528

7 396 395

8 442 596

9 421 426

10 499 305

11 360 331

12 412 325

Control 322 517

Mean 419 402
Standard Deviation 59.17 109.95
Coefficient of Variation 14.14 27.36

The mean number of iterations required to reach Centroidal Voronoi Tessellation was 419
for the leaf morphotype and 402 for the ribbon morphotype. The mean for the ribbon
morphotype was calculated excluding sample R2, due to the anomalous nature of the

sample aforementioned in chapter 4 and will be addressed again in the discussion.

Figure below shows the comparison between the first and last iteration of applying

Lloyd’s algorithm, to a leaf morphotype sample.
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Figure 5.3: Visual comparison of the Voronoi tessellation diagrams (A) before and (B) applying
Lloyd’s algorithm to a leaf morphotype sample. Diagrams generated in Wolfram Mathematica. See
Appendix A for code.

The mean percentage of polygon distribution of the leaf morphotype is shown in table [5.2

below.

Table 5.2: The mean start, end and total change in percentage in polygon distribution, between the
first and last iteration in the leaf morphotype.

Number of Start End Percentage
Edges Percentage Percentage change

3 0 0 0

4 1.59 0 -100

5 27.03 8.23 -69.60

6 47.05 83.32 76.62

7 21.34 8.45 -60.50

8 2.85 0 -100

9 0.15 0 -100

10 0 0 0

As can be seen in table [5.2] above, the only polygon that shows net enrichment is the

hexagon.

Figure [5.4] below is a visualisation of the polygon distribution changes throughout the

iterations of a leaf morphotype sample.
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Figure 5.4: Change of proportion of each polygon out of total sum of polygons tracked throughout
Lloyd’s iterations in a leaf morphotype sample. The numbers represent the number of edges in the
polygon, i.e. 3 = triangles, 4 = quadrilaterals and so forth.

Figure [5.4] above illustrates how rapidly the proportion of the sum each polygon occupies
changes from iteration 1 to 100, after which the rate of change diminishes. The mean

percentage change for the 455 iterations of this sample are shown below in table [5.3] below.

Table 5.3: Mean percentage change of each polygon between the given ranges of iterations for the
leaf morphotype.

Number of Mean percentage change

Edges
Ite:f)‘til‘an L 140100 155t0455 1 to 455

3 0 0 0 0

4 9.12 241 0 -0.53
5 -2.70 -0.97 -0.07 -0.27
6 2.37 0.50 0.02 0.12
7 191 -0.70 -0.07 0.21
8 -6.88 -3.05 0 -0.67
9 -10 -1 0 -0.22
10 0 0 0 0
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Figure 5.5 below is a comparison of the first and last iterations of Lloyd’s algorithm applied

to a ribbon morphotype sample.
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Figure 5.5: Visual comparison of the Voronoi tessellation diagrams (A) before and (B) applying
Lloyd’s algorithm to a ribbon morphotype sample. Diagrams generated in Wolfram Mathematica.
See Appendix A for code.

As aforementioned, the mean cell density is higher in the ribbon morphotype than in the
leaf morphotype, and figure[5.3|and [5.5] give a good visual representation of this observation.

The mean ribbon morphotype cell density is 73.9% higher than that of the leaf morphotype.

Table[5.4]below shows the mean start, end and percentage change in polygon distribution in
the ribbon morphotype. The values are remarkably similar to those of the leaf morphotype

shown in table above.

Table 5.4: The mean start, end and total change in percentage in polygon distribution, between the
first and last iteration in the ribbon morphotype.

Number of Start End Percentage
Edges Percentage Percentage change

3 0 0 0

4 2.04 0 -100

5 26.54 8.07 -69.66

6 46.16 83.72 81.20

7 22.18 8.20 -63.10

8 2.94 0.01 -99.55

9 0.15 0 -100
10 0 0 0

Figure [5.6] below shows the rate of change of the proportions occupied by each polygon
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from the first to the last iteration of a ribbon morphotype sample.
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Figure 5.6: Change of proportion of each polygon out of total sum of polygons tracked throughout
Lloyd’s iterations in a ribbon morphotype sample. The numbers represent the number of edges in the
polygon, i.e. 3 = triangles, 4 = quadrilaterals and so forth.

Table below shows the mean percentage changes throughout the Voronoi iterations of

ribbon morphotype samples.

Table 5.5: Mean percentage change of each polygon between the given ranges of iterations for the
ribbon morphotype.

Number of Mean percentage change

Edges
Itezf’)‘ti%“ L 14100 155t0 455 1 to 455

3 0 0 0 0

4 -12.54 -3.25 0 -1.07
5 -2.86 -0.90 0.16 -0.40
6 2.71 0.55 0.04 0.20
7 131 -0.70 -0.14 0.33
8 -10.51 -2.88 0.5 -1.27
9 -10 -1 0 -0.33
10 0 0 0 0
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The analysis of the Voronoi Tessellation diagrams and their corresponding Centroidal Voro-
noi Tessellation diagrams showed that hexagons occupy a similar proportion of the poly-
gon sum before and after iteratively applying Lloyd’s algorithm in both leaf and ribbon
morphotypes, as shown in table below. The means, standard deviations and coefficients

of variation were all calculated excluding the control.

Table 5.6: The mean, standard deviation and coefficient of variation for the start and end percentage,
and percentage change of hexagons in the leaf and ribbon morphotypes.

Start Percentage End Percentage Percentage Change

Leaf Ribbon Leaf Ribbon Leaf Ribbon

Mean 47.05 46.16 83.32 83.72 76.62 81.20
Control 929.94 929.86 85.98 85.36 182.61 184.65
Standard 2.34 2.37 1.54 1.23 7.98 7.18
Deviation

Coefficient of - 5.13 1.85 1.47 10.42 8.84
Variation

The rate of positional changes starts high and falls rapidly in both the leaf and ribbon
morphotypes. Table below shows the percentage of total positional changes occurring

in different ranges of iterations.

Table 5.7: The percentage of total positional changes occurring in the iteration ranges given, for
both morphotypes.

Percentage of total positional changes

Iteration

Morphotype 1-10 1-100 1-400 100- 100- 100- 200- 200-
200 300 400 300 400

Leaf 294 79.7 99.3 11.1 16.7 19.8 5.8 8.8
Ribbon 30.1 79.4 98.7 12.4 18.2 19.5 5.8 7.1

Examining the uppermost surface of the Ulva thalli, it was immediately obvious that there
are clusters of cells, henceforth referred to simply as “patches”. To illustrate this, figure

below shows a collage of confocal images of Ulva dyed with Direct Yellow 96.
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Figure 5.7: Confocal image of Ulva dyed with the cell wall stain Direct Yellow 96 showing (A) cells,
(B) patches, (C) overlay of patches onto cells at lower opacity for visualisation, (D) overlay of patches
onto cells at 100% opacity on one half of the image.

As can be seen in figure [5.7] above, when viewing a section of a confocal image of Ulva from
a lower z depth (closer to the surface), there are distinct patches that correspond to clusters
of cells. As aforementioned, these patches may be artefacts of previous cell divisions. The

patches were observed in every single sample of both morphotypes.

There are two prominent, consistent and interesting observations made in every single
sample. Firstly, at the surface level, the divisions between the patches of cells show weaker
signal, indicating less cell wall matter being available to be stained by the dye. Secondly,
the opposite is true at higher z-depths, where it is clear that the borders of patches show the

strongest fluorescence, whereas the presumably more recent divisions within the patches
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have weaker fluorescence; this may be a result of fewer polysaccharides available in these
cells to be dyed by the stain, having had less time to grow. Taken together, this indicates
that there is a variation in the amount of cell wall matter present in the borders of the
patches, at different levels of the thalli, with less at the surface and more, deeper into the
tissue. This suggests that the presence of the patches may have physical and mechanical
implications, as they form distinctive shapes. This means that a cross-section would show
a gradient of cell wall matter, and this would imply a variation in stiffness at different
locations of the thalli. This gives rise to an obvious line of enquiry following this discovery:
are these patches indicative of physical shapes or simply tissue compositional differences

in Ulva thalli, and what are the structural implications, if any?

These patches could be functional, purely an evolutionarily neutral artefact that has not
been selected against, a necessary artefact of cell division, or something else entirely. This
inspired a query of scales, which the patches seem to resemble. By having zones of varying
stiffness, a structure can be made more resistant to external stress. For example, stiff
segments with flexible joints embedded on soft tissue greatly increases the stability of each
segment as well as the overall structure, all the while the stiff segments providing active
protection from puncture and laceration (Martini et al., 2017; |Zhu et al.,[2012). Combining
the discovery of the patches with the known physiology of Ulva, namely the “stiff segments”,
or patches and “soft substrate”, or the interior cavity between the bilayers, there is every
potential for the patches to be mechanically functional in similar fashion to scales observed

in metazoans.

The logical progression from the initial observation was to confirm this observation using
a different technique. This led to the use of Transmission Electron Microscopy (TEM)
in order to investigate whether it is possible to observe the aforementioned patches in a
cross section. Transmission Electron Microscopy (TEM) is a type of electron microscopy
that is characterised by extremely high spatial resolution, theoretically up to 0.05 A, or
0.05 nm, which would even allow for the imaging of individual atomic planes, though
there are practical limitations, such as the stains used, that restrict the resolution to
approximately 10 A, or 1 nm, when observing cellular structures (Egerton, |2005; [Verkade,
2012)). The principles of TEM are similar to light microscopy, in that they both utilise
an illumination source, which is light in optical light microscopy or an electron source in

TEM, then an array of lenses including a condenser lens, objective lens, projective lens
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and an image plane (Bozzola and Russell, [1999; |Verkadel |2012). TEM images are formed
by transmitting electrons, accelerated using a known accelerating voltage, usually 10,000 —
120,000 V, through a thin specimen in a vacuum chamber, and mapping the transmission
electron diffraction patterns on to a fluorescent screen or film (Bozzola and Russell, [1999;

Egerton, [2005; |Verkade, [2012)).

If the hypothesis that these patches exist would hold, then one would expect to see patterns
consistent with the findings from the confocal microscopy investigation. TEM uses cross
sections, so then the results should show that there are sections of dense cell wall in the
centre of the cell level that become less dense towards the surface, perhaps curving with
the shape of the cell and leaving slight spaces or tissue of different composition. This would
be expected to be mirrored in similar fashion on the other side of the thallus, or the second

layer of the bilayer.

The TEM images seemed to support the hypothesis, showing clear bands of cell wall around

groups of cells, as shown in figure below.
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Figure 5.8: Two TEM images of Ulva thalli. The darker the shade, the higher the electron density,
indicating a higher density of matter present.
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Careful examination of the TEM images shows that there are dense bands of cell wall that
follow the contours of multiple cells, and so these curves leave dimples of less dense matter
near the surface, as they meet deeper into the tissue. The densest areas are the surface, the
cell walls around a cluster of cells, whilst the least dense are the aforementioned “dimples”
and the space between the bilayers. Interestingly, these patterns are mirrored on the other
side of the cells. As the cell walls curve towards the interior of the thalli, this again leaves
dimples of less dense matter. This supports the findings of the confocal microscopy, with
the densest areas of the cell wall being deeper in the thalli, and the least dense areas being

near the surface.

Centroidal Voronoi Tessellation was also used in this chapter as a novel method of biolo-
gical noise reduction in Voronoi tessellation diagrams. This was done in order to further
investigate the impurities hypothesis established in chapter [d] Figure 5.9 below illustrates

the use of this technique very clearly.

Figure 5.9: Coloured Voronoi tessellation diagrams of a leaf morphotype sample (A) before and (B)
after and a ribbon morphotype sample (C) before and (D) after applying Lloyd’s iteration to reach
Centroidal Voronoi Tessellation. Different polygons are represented by different colours: quadrilaterals
= , pentagons = green, hexagons = orange, heptagons = purple and octagons = brown.
Dlagrams generated in Wolfram Mathematica. See Appendix A for code.
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Unlike in (A) and (C), where certain patterns elude easy recognition, it can immediately
be seen in (B) and (D) that there are distinct lines of impurities flowing through the sheet
of regular hexagons. The profiles for all four Voronoi tessellation diagrams in figure [5.9]

above were plotted as shown in figure [5.10] below.
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Figure 5.10: Profile plots of the Voronoi tessellation diagrams of a leaf morphotype sample (A)
before and (B) after, and a ribbon morphotype sample (C) before and (D) after applying Lloyd’s
algorithm to reach Centroidal Voronoi Tessellation. Higher peaks indicate higher pixel density.
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The reduction of the biological noise from the Voronoi tessellation diagram shows the
patterns of regularity much more clearly. In order to isolate the edge effects, the profiles

of the Voronoi tessellation diagrams were plotted again without the edges and shown in

figure [5.11] below.
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Figure 5.11: Profile plots of the Voronoi tessellation diagrams of a leaf morphotype sample (A) before
and (B) after, and a ribbon morphotype sample (C) before and (D) after applying Lloyd’s algorithm
to reach Centroidal Voronoi Tessellation, without the edge cells data. Higher peaks indicate higher
pixel density.
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By plotting the profiles without the edge data, this clarifies the findings further. From
this, it can be more emphatically concluded that in the leaf morphotype, there is a clear
transition from an area of irregularity (small peaks) to an area of regularity (large peaks).
For the ribbon morphotype, this means that there is are two transitions from an area
of regularity to an area of irregularity, back to an area of regularity. The reduction in
biological noise helped to see that the profiles of the leaf and ribbon morphotypes are
indeed different, as shown below in figure by plotting the ribbon morphotype in four

quarters, as previously done in chapter 4.
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Figure 5.12: Profile plots of the Voronoi tessellation diagrams of the four quarters of a ribbon
morphotype sample: (A) top left quarter, (B) top right quarter, (C) bottom left quarter and (D)
bottom right quarter. Higher peaks indicate higher pixel density.
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These analyses are very insightful; however, they still deal with Ulva thalli as a collection
of individual units. What relevance are the patches? In order to investigated this, the
outlines of the patches were drawn and mapped onto the Voronoi tessellation diagram, as

shown in figure [5.13] below.

Figure 5.13: Centroidal Voronoi Tessellation diagrams of the (A) leaf morphotype and (B) ribbon
morphotype marked with the outlines of their respective patches in cyan. Different polygons are
represented by different colours: pentagons = green, hexagons = orange, heptagons = purple.
Diagrams generated in Wolfram Mathematica. See Appendix A for code.
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It can be seen that the impurities mainly lie on or near the patch outlines in both morpho-
types. Using a Voronoi tessellation diagram that has undergone fewer Lloyd’s iterations
makes the diagram closer to the initial tessellation than the Centroidal Voronoi Tessellation

diagram, and easier to interpret than the initial one, as shown in figure [5.14] below.

Figure 5.14: Voronoi Tessellation diagrams of the (A) leaf morphotype and (B) ribbon morphotype
after 50 Lloyd’s iterations, marked with the outlines of their respective patches. Different polygons
are represented by different colours: pentagons = green, hexagons = orange, heptagons = purple.
Diagrams generated in Wolfram Mathematica. See Appendix A for code.
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5.4 Discussion

The core question of this investigation is simple: in the absence of genetic top-down con-
trols, is the morphogenesis in both the leaf and ribbon morphotypes being driven by the
same underlying physical mechanism? In order to answer this question, there are many
prerequisite questions that must be answered. Taking the results from Chapter [4] and in
the context that there seems to be no genomic architecture for multicellularity (De Clerck
et al.l [2018]), one could reasonably consider the possibility that the underlying mechanisms

for morphogenesis in Ulva are physical.

Chapter [ discussed the possibility of accurately modelling Ulva cell proliferation pat-
terns by adding random variation to the Voronoi generators of a regular hexagonal honey-
comb tessellation. The random variation simulated the various physiological and environ-
mental factors affecting development, that would limit the centre of each cell from being
equidistant. Analysis of the artificially generated cell proliferation patterns, and naturally
generated cell proliferation patterns showed that both patterns were extremely close to
an ideal space-filling distribution, with heavy enrichments of hexagons and the entire pat-
tern being dominated by hexagons and polygons once removed from hexagons (pentagons
and heptagons), as found by [Lewis| (1928) in the epidermis of Cucumis. The hypothesis
that Ulva thalli are sheets of regularity permeated by areas of irregularity, or hexagons
with impurities of other polygons, stood and justified the original models. However, a
key element missing from the random jitter models was the biological artefact from cell
division that is clearly visible in all Ulva samples, as previously discussed in chapter 4 and
shown in figure above. This suggests that while the principle of the hypothesis is still
sound, the generating mechanism of such pattern is fundamentally different in real samples
versus mathematical models, as would be expected. The further analysis of this impurities
hypothesis was limited by biological noise, namely the irregularity being so high, as they

confounded the interpretation of the profiles.

The Centroidal Voronoi Tessellation investigated in this chapter served two purposes. First,
it allowed an investigation of how close naturally generated cell proliferation patterns are
to ideal, space filling distributions, as has been done previously for a number of metazoan
tissue types. Second, it allowed for the reduction of biological noise when examining the

impurities hypothesis, which is a novel use, meaning that the analyses had to be ad hoc.
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Mathematically, the ideal space filling distribution is a simple sheet of regular hexagons,
commonly referred to as a honeycomb pattern. The background to this, including the
honeycomb conjecture solved by the mathematician Thomas C. Hales at the University
of Michigan in 1999, was covered in detail in Chapter [ , section [£:I] This also means
that Centroidal Voronoi Tessellation tends towards hexagons, as the algorithm iteratively
adjusts the Voronoi generators towards the most ideal space-filling and mechanically stable

arrangement, as aforementioned in section [4.1]

For many years, it was believed that proliferating epithelia in metazoans have a conserved

polygon distribution that arise from cell proliferating mechanisms and cellular growth rates,

and it was even thought to be proven (Aegerter-Wilmsen et all, 2010} |Gibson et al.l [2006}

Nagpal et al., [2008). |Gibson et al. (2006) investigated this conserved polygon distribution

using a Markov chain with empirical data gathered from time-lapse microscopy. They made
a quantitative prediction that the conserved polygon distribution of approximately 28.9 %
pentagons, 46.4 % hexagons and 20.8 % heptagons is the inevitable equilibrium state of
proliferating epithelia, irrespective of the initial conditions. The empirical data from their
experiment also seemed to support this, with the cell topology of proliferating epithelium
in Drosophila wing discs, Xenopus tadpole tails and Hydra epidermis all showing a polygon

distribution within a few percent of the predicted equilibrium.

Though these types of advanced analyses have yet to be done for plant tissues, the pi-

oneering works of the American morphologist F.T. Lewis in the 1920s on the epidermis

of Cucumis (Lewis| [1923] 1926| |1928) have been an invaluable resource for the investiga-

tion of cellular polygonal tessellation patterns since, with almost all leading literature in

the field referring to Lewis’ work, including the aforementioned first-order Markov model

study by Gibson et al. (Gibson et al., |2006; |Gibson and Gibsonl 2009; Nagpal et al., |2008}

[Sdnchez-Gutiérrez et al.l 2016} [Sanchez-Gutiérrez et all 2017). Stating that Lewis’ data on

Cucumis epidermis showed remarkably similar polygon distribution patterns,
(2006)) justified inferring that the equilibrium state of the conserved polygon distribution
is not restricted to metazoans, but in most multicellular eukaryotes, and arises from cell

division mechanisms alone.

Much of the work of |Gibson et al.| (2006) was accurate for the data they had, however their

perspective that the steady state equilibrium is an inevitable mathematical consequence

of cell division mechanisms may well be flawed due to the limitations of their study, which
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only examined proliferating epithelial tissue. This conclusion was challenged recently by
Sanchez-Gutiérrez et al.| (2016)), who investigated the cell topology of a non-proliferating
tissue type, human bicep muscle fibres, and a different proliferating epithelia, the chicken
neuroepithelium. This investigation showed that the same ‘conserved’ polygon distribu-
tion of proliferating epithelia was also present in a non-proliferating tissue type, and that
proliferating epithelia don’t necessarily show this conserved polygon distribution. Sdnchez-
Gutiérrez et al. concluded that given a constant balance of forces, fundamental physical
constraints will dictate the equilibrium state polygon distribution in epithelial tissues,
without the need for any cell division mechanisms. Any changes in the balance of forces,
for example due to disease, neurogenic atrophy in the bicep in this case, will alter the

polygon distribution.

Investigating the leading research in the conserved polygon distribution of epithelial cellular
topology, it quickly becomes evident that there is a striking gap in the literature concerning
plants. Almost all research in the field refers to [Lewis| (1923} 1926, [1928]) work, however
there have been no work on multicellular plants beyond observational data, and none with
any advanced modeling. Ulva is a fantastic organism to start to fill this gap in knowledge,
due to its simplicity. With no genomic architecture to drive cellular proliferation patterns
and predominantly consisting of one cell type, the entirety of Ulva is similar to most
epithelial tissues, such as those investigated by the leading researchers in epithelial cellular
topology (Aegerter-Wilmsen et al., 2010; |Gibson et al., |2006; |Gibson and Gibson, [2009;
Nagpal et all 2008)). As shown previously in figure in section Ulva shows a
remarkable adherence to the equilibrium state proposed by |Gibson et al.| (2006)), and to
the Cucumis epidermis polygon distribution patterns identified by |Lewis| (1928]), showing
only a minimum of 0.1 % and a maximum of 3.4 % difference in all polygon distributions.
The polygon distribution, the simplicity of its tissue and genome make Ulva an ideal model

system to study epithelial cell topology.

One of the primary observations of Chapter [4 aforementioned section [£.3.4] was that the
leaf and ribbon morphotypes show no statistically significant difference in cell topology after
accounting for cell size, with the exception of polygon regularity as discussed in section
4 This, coupled with the well-known tendencies of Ulva to show varying morphologies
in seemingly due to different environmental conditions, led to the hypothesis that morpho-

genesis in Ulva arises from the same underlying physical mechanism, and is governed by
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bottom-up proliferation mechanisms, rather than top-down mechanisms. The findings in

this chapter further support this hypothesis in three main discoveries:

Firstly, the mean number of iterations required for the leaf and ribbon morphotypes to

reach Centroidal Voronoi Tessellation were 419 and 402, respectively.

Secondly, as can be seen in table[5.7)above, the mean percentage change between iterations
is highest in the first ten iterations, for both leaf and ribbon morphotypes. The leaf and
ribbon morphotypes showed that 29.4 and 30.1 %, respectively, of the total positional
changes occur in the first 10 iterations and 79.6 and 79.4 %, respectively, of the total

positional changes occur in the first 100 iterations.

Finally, once Centroidal Voronoi Tessellation is reached, the Voronoi diagrams for all
samples look remarkably like a regular hexagonal honeycomb tessellation. Having started
at a strikingly similar polygon distribution to each other, and to other known epithelial
cell polygon distribution patterns, Ulva maintains this similarity in polygon distribution
between both morphotypes, with the polygon distribution being dominated by hexagons at
83.3 % and 83.7 % for leaf and ribbon morphotypes respectively. After Centroidal Voronoi
Tessellation is reached, Ulva polygon distributions in both the leaf and ribbon morphotypes

are within one percent of each other in every polygon class.

Sanchez-Gutiérrez et al.| (2016) constructed a non-proliferating tissue simulation using ran-
domly generated Voronoi generators. They found that after applying Lloyd’s algorithm four
times, the random distribution iteratively relaxed to give a polygon distribution that is rep-
resentative as a model for healthy human adult bicep tissue. This was also remarkably
similar to the steady state equilibrium that (Gibson et al.| (2006)) proposed for proliferating
epithelia. It is intriguing then, that every random control that was investigated in this
experiment also reached a polygon distribution within a few percent of Gibson’s steady
state equilibrium, also after four iterations. This point represented a mean of 26.1 and

27.0 % of all positional changes in the leaf and ribbon morphotypes, respectively.

The mechanisms driving patterns in proliferation tissue is a new, and as such, keenly
debated topic. The results of experiments from various leaders in the field such as the
aforementioned studies by |Aegerter-Wilmsen et al.| (2010)); |Gibson et al.| (2006, 2011); |Gib-
son and Gibson| (2009); Nagpal et al.| (2008)); [Sanchez-Gutiérrez et al. (2016), intrinsically

and inherently have significant merit as purely fundamental and mechanistic information.

134



5.4. Discussion

However, one must question why such patterns are so universally found, especially in light
of the findings such as those of the previously discussed investigation by |Sanchez-Gutiérrez
et al.| (2016), wherein it was found that non-proliferating tissue can show the same patterns
as proliferating tissues, and that proliferating tissues can show different patterns. The fun-
damental question that would link all of these studies, is simple: What advantage does
optimal space-filling geometric packing confer to the organism? Furthermore, the simple
question can be then elaborated into three more defined questions. What advantage, in-
deed, does optimal space-filling geometric packing confer, what would limit the tissues from
being perfectly optimal (honeycomb), and what is the point at which the benefits of the

optimal space-filling configuration is outweighed by the detriments?

At first sight, one could perceive the answer to the first question to be simple. Optimal
space-filling arrangements reduces the total amount of biological investment in both energy
and matter, as dictated by the Honeycomb conjecture that was previously discussed. Also
as previously discussed, the most perimeter method of enclosing infinitely many unit areas
with regular polygons of equal area, would be using triangles. Using triangular tiling and
hexagonal tiling as controls, one could deem it possible to compare the Voronoi tessellation
patterns of real samples with respect to how efficient or inefficient they are in comparison.
The most immediately obvious comparison would be the total perimeters of each configur-
ation, which would translate into the amount of matter used for the cell walls in this case.
The three questions posed above are simply to organise the inquiry. All three questions

must be considered together, as the answers are all interlinked.

The tissue of an organism does not have only the issue of conserving biological energy
and matter to consider. There are other critical and paramount attributes to consider.
The first to consider is the stability of the tessellation and therefore the stability of the
tissue and in turn the organism. In a two-dimensional Euclidean space, hexagons are the
most stable. Another consideration is the actual achievement of this configuration; cells
do not just appear in a space-filling tessellation, so a mechanism must drive its path to the

desirable configuration.

There exists another level of complication beyond this all, wherein the specialist function-
ality of the tissue warrants a deviation from a space-filling configuration. The deviation of
proliferating tissue of an organism from a space-filling configuration has only been demon-

strated in cases of specialist tissues, wherein the functionality of the tissue is affected by the
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tissue structure and therefore requires a more complex structure than a relatively homogen-
ous sheet of tessellating polygons, for example in chicken neuroepithelia |Sanchez-Gutiérrez

et al.| (2016]).

All of these considerations leave one certain uncertainty: the preserved polygon distribution
observed in both metazoans and plants arises from an as yet unknown, but almost definitely
physical, mechanism. |Gibson et al.| (2006) put forward a compelling argument that this
distribution is a mathematical consequence using a first-order Markov model. This was well
supported with empirical data, however the empirical data used was not an exhaustive list
of tissue types, as the experiment only dealt with proliferating tissue of a similar nature.
Sanchez-Gutiérrez et al.| (2016)) cast doubt on the absolute nature of the conclusions drawn
by |Gibson et al.|(2006), by investigating a non-proliferating tissue and artificially generated
models with the same conserved polygon distribution, and a proliferating tissue that does
not show the conserved polygon distribution. The results of this investigation add support
to the findings of|Sanchez-Gutiérrez et al.|(2016), with my own artificially generated models
also showing a conserved polygon distribution without the use of proliferation mechanisms.
These two studies, alongside my results and the discovery by |De Clerck et al.| (2018) that
there is no genomic signature for multicellularity in Ulva, make an extremely strong case
for the underlying mechanism for cellular proliferation and morphogenesis in Ulva to be

physical.

Regardless of the study, there are two key themes. The first, is the physical nature of
the observed pattern, and the second is the enrichment of hexagons. The dominance of
hexagons in the observed patterns is a clearly understood matter, as dictated by math-
ematical and physical laws to minimise perimeter to area ratios in two dimensions, and
surface area to volume ratios in three dimensions. This confers clear biological advantages
of conserving biological energy and matter as well as providing structurally stable tissues.
The exact nature of this proliferation mechanism that produces the conserved polygon

distribution, however, is a question that will continue to be debated in the years to come.

The Centroidal Voronoi Tessellation, however, was also used in this chapter as a novel
method of biological noise reduction in Voronoi tessellation diagrams. This was done in
order to further investigate the impurities hypothesis established in chapter @] Figure 5.9

above illustrates the use of this technique very clearly.
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Unlike in figure (A) and (C), where certain patterns elude easy recognition, it can
immediately be seen in figure (B) and (D) that there are distinct lines of impurities
flowing through the sheet of regular hexagons. The profiles for all four Voronoi tessellation

diagrams in figure [5.9] above were plotted as shown in figure [5.10] above.

The reduction of the biological noise from the Voronoi tessellation diagram shows the
patterns of regularity much more clearly. The ribbon morphotype showed clusters of large
peaks with interspersed clusters of small peaks. The leaf morphotype shows a pattern
that was not previously recognised: a transition from a cluster of regular smaller peaks to
a cluster of regular larger peaks. In order to isolate the edge effects, the profiles of the

Voronoi tessellation diagrams were plotted again without the edges and shown in figure

B I above.

By plotting the profiles without the edge data, this clarifies the findings further. From
this, it can be more emphatically concluded that in the leaf morphotype, there is a clear
transition from an area of irregularity (small peaks) to an area of regularity (large peaks).
For the ribbon morphotype, this means that there is are two transitions from an area of

regularity to an area of irregularity, back to an area of regularity.

I had mentioned in the discussion of chapter 4 that the leaf morphotype shows a more
regular profile overall, with mostly similar sized and spaced peaks throughout the profile,
while the ribbon morphotype shows a clearer pattern of three clusters of large peaks with
a cluster of small peaks in between each. I also mentioned that the initial results suggested
that there are differences in regularity between the two morphotypes. The results of this
chapter allowed for a clearer analysis of the data with less biological noise. The profiles
plotted in this chapter, as seen in figure and confirm that the differences in

patterns that were observed in chapter 4 were not due to biological noise.

Just as I had done in chapter 4, I checked the results by separately plotting the profile
of the four quarters of the ribbon morphotype diagram, as shown in figure above.
This showed that the profile of an area in ribbon morphotype thalli that encompasses a
roughly equivalent number of cells as in leaf morphotype thalli is, again, different to that
of a leaf morphotype, leading to the conclusion that the initial differences observed were
not due to the difference in cell density. This means that the hypothesis formed in chapter

4, that Ulva morphogenesis in the leaf and ribbon morphotypes is driven by different types
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of irregularities in the tissue, can be accepted and should be explored further.

These analyses are very insightful; however, they still deal with Ulva thalli as a collection of
individual units. What relevance are the patches? In order to investigate this, the outlines

of the patches were drawn and mapped onto the Voronoi tessellation diagram, as shown in

figure [5.13] above.

It can be seen that the impurities mainly lie on or near the patch outlines in both morpho-
types. However, it should be noted that the cell placements of the Centroidal Voronoi
Tessellation diagrams are slightly different to the initial Voronoi tessellation diagram. Us-
ing the initial tessellation diagram is difficult as there is too much biological noise to
meaningfully interpret the diagram. However, using a Voronoi tessellation diagram that
has undergone fewer Lloyd’s iterations makes the diagram both closer to the initial tessel-
lation than the Centroidal Voronoi Tessellation diagram, and easier to interpret than the

initial one, as shown in figure above.

It can still be seen that the patch outlines generally coincide with the impurities with

mostly regular hexagons in the core of the patches.

I then proceeded to pursue more mechanical information that may elucidate the function-
ality of the patches. There are a number of measurements available to quantify various
mechanical properties of materials such as “E”, Young’s modulus, sometimes referred to
as the elastic modulus, “G”, shear modulus and “B”, bulk modulus, amongst others (Hop-
croft et al., 2010). The most obvious line of inquiry in this case is the tensile strength of
Ulva thalli under longitudinal stress, quantified by Young’s modulus, measured in Pascals
(Hopcroft et al.l 2010} Sokolov et al.l [2013]). This is due to the hypothesis that variations
in tensile strength across the thalli would be seen with the variation of cell wall density
across the thalli in the pattern of the patches. In nanoscale biological systems, obtaining

such measurements requires the use of Atomic Force Microscopy (AFM).

AFM was built on the principles developed by Scanning Tunnelling Microscopy (STM).
STM is a revolutionary ultra-high resolution microscopy technique developed by [Binnig
et al.| (1983)), which won them the Nobel Prize in Physics in 1986 (Giessibl, [2003). STM
uses a sharp tip, usually made of tungsten, a platinum-iridium alloy or pure iridium, that
is mounted onto a three-dimensional (xyz) positioning scanner and lowered towards the

surface of the sample until the distance between then tip and the sample is just a few
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angstroms, allowing a tunnelling current to flow between them (Giessibl, 2003). This

principle, however, limits STM to conductive materials and even then, with the exception

of very few materials such as highly oriented pyrolytic graphite, they must be studied in

ultra-high vacuum (Giessibl, 2003} Rugar and Hansmal [1990)). In order to overcome this

limitation, a number of other scanning probe microscopes were developed, with AFM being
the most successful of them and becoming a laboratory staple worldwide (Giessibl| [2003
Rugar and Hansmal, [1990).

Modern AFM systems utilise a microfabricated silicon, silicon oxide or silicon nitride can-
tilever, that is bent towards the sample by a piezoelectric motor, which is displaced due
to short-range interatomic forces when in contact with the surface of the sample and this

the degree of displacement is measured using laser beams being deflected off the cantilever

(Giessibl, [2003; [Jena et all [2002; Rugar and Hansmal [1990). This mode of scanning is

called contact or static mode, and there exists a second mode of scanning called noncon-
tact or dynamic mode wherein the cantilever is moved 10 — 100 nm away from the sample
and set to vibrate at a given frequency and amplitude, which is then able to be disturbed

by long-range forces, such as electrostatic, magnetic and van der Waals forces, and the

change in frequency and amplitude can be measured (Giessibl, 2003; |Jena et al. [2002;

[Rugar and Hansmal, [1990)).

AFM can also be used in a number of different ways apart from simple scanning, such as for

atomic manipulation (Giessibl, |2003)). In biology, a particularly useful method of utilising

AFM is to accurately measure the mechanical properties of cells, for example the Young’s

modulus (Gavara), [2017; |Thomas et al), [2013). This is done by using the cantilever as a

nano-indenter and measuring the deflection of the cantilever, and consequently calculating
the force acting on the cantilever to obtain a force-deflection curve, which can be fitted

to a model, typically the Hertz model, to calculate the Young’s modulus of the sample

(Gavara, 2017; [Roduit et al., 2009; |Thomas et al., |2013)). Though there is fair criticism

regarding the various assumptions of the Hertz model, including linear elasticity, the Hertz

model represents the most widely solved for a variety of parameters, including for tip

shapes, sample thickness and viscoelastic effects amongst others (Gavaral 2017} |Sokolov|

2013)). Young’s modulus was the exact measurement we sought to investigate in
Ulva. The results from the AFM investigation on Ulva showed that there are distinct

patches of stiff and soft patches, approximately the size of two to three cells. However, this
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is simply an exploratory result and should be taken with great caution as it was only one
replicate of one sample and any interpretation of results should be delayed until a more

formal investigation can be performed with more samples and replicates.

Taken together, the results of this chapter suggest that the Ulva thallus is comprised of areas
of regularity, permeated by lines of irregularity that correspond to a physical difference in
composition and structure. The lines of irregularity potentially correspond to differences
in stiffness, which could indicate a mechanical functionality of the patches. However, the
nature of the equipment used in this study meant that structural roles of the patches could
not be directly measured and only inferred. One method to investigate the functionality
of these patches would be to use a combined Confocal and Atomic Force Microscope. This
would allow the observation of the patches under the confocal microscope, and the atomic
force microscope would give measurements of stiffness within the imaged area, which can
then be mapped onto the confocal image to see if there is indeed a pattern of variable

stiffness that correlates with the patches.

Furthermore, in addition to more detailed measurements of Young’s modulus for Ulva
thalli, obtaining measurements for other elastic moduli, in particular the shear modulus,
would be extremely helpful in further testing the hypothesis that patches on Ulva thalli

serve a mechanical purpose.

It is important to note that though the iterative states may appear to show various stages of
a dynamic system, Centroidal Voronoi Tessellation is a method of studying and predicting
steady states and is not a dynamic model. In a dynamic cellular system, cell division
will drive the patterns and so would be better represented by a generative model, like the
aforementioned VirtualLeaf, VPTissue, Cellzilla and CellModeller. However, such models
are frameworks developed by well-funded groups of expert coders over multiple years, and
are not, by design, intended to model morphogenesis in organisms such as Ulva. In the
absence of the time, funding and expertise, the next stage in this investigation, then, would
be to adapt a generative model to Ulva and investigate the morphogenetic patterns, with

special attention being paid to model the development of the patches.

This chapter intended to test two key hypotheses. The first is that Ulva cellular prolifer-
ation patterns are space-filling arrangements generated from bottom-up physical prolifer-

ation and therefore will follow fundamental physical and mathematical laws to be as close
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to an optimally space-filling arrangement as possible. The second is that Ulva cellular pro-
liferation patterns can be described as areas of regularity permeated by lines of irregularity
where cell division occurred. Both hypotheses were well-supported by the evidence given
here, and can be accepted. Having focused heavily on modelling, the next line of inquiry is
to collect data on real tissue growth to characterise the nature of growth, and combining
this with the hypotheses arising from modelling to inform a generative model. The next
chapter will focus on this, aiming to develop methods of improving spatial and temporal

resolution of growth data that will allow for such characterisation.
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CHAPTER 6

Investigating the spatial and temporal

patterns of growth in Ulva

6.1 Introduction

Chapter [4 and [f] were focused on a steady final state of Ulva, and modelling backwards to
derive said steady state, in an effort to identify the mechanisms underpinning the patterns
of cell proliferation. This chapter is a direct investigation of the cell proliferation patterns,
in particular addressing the hypothesis that spatial differences in growth give rise to Ulva
morphologies, using two approaches. However, the difficulties of direct investigations of
Ulva is the absence of established techniques. Currently, the temporal and spatial resol-
ution of growth monitoring in Ulva is very low. The temporal resolution is low due to
the primitive and time-consuming nature of aquatic biomass measurement, and the spatial
resolution is low due to the same reasons as well as the lack of molecular toolkit proto-
cols. This chapter aims to investigate techniques that would increase spatial resolution of
biomass growth monitoring in Ulva and help answer the main hypothesis developed from
the course of the project: Ulva morphology arises due to differential spatial growth pat-
terns. In order to investigate this hypothesis, new techniques will have to be developed.
The first approach using an automated optical growth monitoring system, which would
increase both spatial and temporal resolution. The second approach focused on increasing

the spatial resolution of Ulva growth monitoring using EAU cell proliferation assays.
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6.2 Optical Imaging System

6.2.1 Introduction

One of the biggest and most persistent challenges that is presented in any experiment with
aquatic biomass is the absence of a standardised measurement protocol, which removes the
possibility of direct comparisons between multiple experiments. The water content of all
plants is in constant flux, so the measurements taken from land plants can be comparable
given the controlled parameters, at the least in growth proportions. However, multicellular
aquatic plants present a unique problem in the residual mass of water following the removal

of the tissue from its growth medium.

The current and only method of mass measurement during an ongoing experiment with
multicellular aquatic plants is the measurement of the wet mass. Wet mass measurement
involves the physical removal of the samples, varying forms of an intermediate drying step,
and then measurement on weighing scales. A simple preliminary growth trial was performed
for Ulva by growing one hundred samples in culture and taking wet mass measurements of
ten random samples (9 repeat measurements) and dry mass measurements of ten sample

every day of the trial. The results are summarised below in table 2:2] above.

This showed that under the culture conditions, the mean mass of water in wet mass meas-
urements over the course of five days of growth in the incubation chamber is 82.2%, and
this stays relatively consistent throughout the growth period. The water content regularly
changes throughout the day as well as under different stresses, leading to a number of in-
consistencies in the measurements obtained, so the measurements were taken at the same
time of day each day. This method can yield measurements that cannot be directly com-
parable to those obtained in other experiments as the exact conditions that were present
in one experiment cannot be assumed for another, resulting in too many variables that
are uncontrollable and unaccounted for. The only acceptable comparison between experi-
ments would be generalised relationships, obtained from the proportionate mass changes,
for particular species that hold largely true between experiments. However, without this
contextual information in place, any direct comparison of wet mass, even within an ex-
periment, is unreliable and questionable. This means that experiments involving aquatic

plants will require species-specific, time-consuming (potentially weeks or months of pre-
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liminary growth experiments) groundwork before the commencement of any experiment or
set of experiments in order to control and account for variables and establish standardised
parameters and protocols. While many land plants, such as Arabidopsis and Nicotiana,
are already established as model organisms, and therefore their generalised relationships
are already supported by a wealth of literature, given that the only truly well-established
aquatic plant model organism is Ostreococcus, a microalga, it is nearly impossible to ex-

trapolate such baselines for other types of aquatic plants.

Microalgae are currently of particular commercial interest as foods, feeds, nutritional sup-
plements, and biofuels such as biodiesel, bio-syngas, bio-o0il and biohydrogen production
amongst others (FAO, 2018; |Li et al., |2008; [Mata et al., 2010; [Spolaore et al., 2006)).
With great interest in its potential, there is much investment into microalgal research and
research techniques, leading to the development of many reliable biomass measurement
techniques. There are many commonly used measurements for microalgal biomass meas-
urements, some direct and others by proxy or inference. Some common methods include
cell density measurements, which can be done by using a haemocytometer or microscope,
optical density measurements of the culture using a spectrophotometer, in vivo chlorophyll
fluorescence measurements, and dry weight measurement, often for calibration (Butterwick
et al., 1982} [Eriksen, 2008; |[Moheimani et all [2013). There are also a multitude of other
measurement techniques, and regardless of the type of measurement technique, there is a
wealth of resources that allows one to choose a suitable method and have the luxury of

referring to the literature.

The problem of inconsistent wet mass measurements can be wholly avoided by completely
dehydrating the tissue and obtaining dry mass measurements. However, this is still a labour

and time-intensive process and therefore is limited by the act of physical measurement.

Furthermore, the spatial and temporal resolution of all of the aforementioned measurements
of macroalgal biomass is extremely low. The spatial resolution of mass measurements is
low, as weighing scales cannot differentiate where the growth is occurring. The temporal
resolution of mass measurement is limited by the number of measurements taken by the
researchers themselves, meaning that it is likely that measurements are only taken daily.
Assuming that there is no complex robotic configuration being utilised, which in itself
would be a tremendous feat, the spatial and temporal resolution of mass measurements in

multicellular aquatic plants is inevitably very poor.
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Unlike in aquatic plants, obtaining standardised mass measurements in land plant is re-
latively easy. Furthermore, without the variable of the water interfering with the meas-
urements, both by physical presence and movement of the biomass within it, computer
vision-based growth monitoring systems have been attempted multiple times for various
parts of various species, including corn (Tarbell and F. Reid| |1991)), whole Arabidopsis
thaliana plants (Bell and Dee| |2016)), Arabidopsis thaliana roots (Monshausen et al.| 2011}
Moore et al.l [2013), and there has even been a spectacularly complex autonomous robotic
attempt for 3D growth measurements of whole Arabidopsis thaliana plants (Chaudhury
et all 2015). At a larger scale, automated remote sensing is fairly common for crop yield
estimation and general vegetative productivity. For remote sensing, Normalised Difference
Vegetation Index (NDVT) is a now commonly used ecological technique used to characterise

the vegetative productivity of an area using satellite collected data (Pettorelli et al.| |2005)).

Taking inspiration from such systems, an exploratory investigation was conducted in order
to assess the feasibility of development of an optical computer vision based automated
measurement system, the further development or adaptation of existing absorbance meas-
urement systems for aquatic environments, and the potential for an optical system to aid

the development of an aquatic measurement system both in laboratory and field settings.

There has previously been an attempt to use photo scanning technology to quantitatively
estimate Ulva growth by Ale et al|(2011). Their method entailed the physical removal of
the Ulva thalli before imaging in a petri dish, whilst the thalli were secured with microscope
glass slides. This method does address the issue of using wet mass as indicators of biomass
growth, however it still requires the physical removal of the Ulva thalli, therefore not

addressing the issue of time consumption, labour intensity or temporal resolution.

The present experiment was designed to address both issues by using area measurements
and providing a proof of concept for automating the process, thereby reducing the incon-
sistencies of wet mass measurements and removing the uncertainties associated with them,
and at the same time reducing the amount of labour and time required to obtain growth
measurements. The development of automation software for this purpose would require
extensive coding, for which we do not have the funding, expertise or time available to
us. Therefore, the present experiment will focus on assessing the feasibility and merit in

developing such a system in the future.
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6.2.2 Methods and Results

The envisaged set up was quite simple, consisting of three major components: the incub-
ator, the camera, and the image analysis system. The incubator was the Algem bioreactor
produced by Algenuity. The Algem is designed for use with microalgae, and the bioreactor
allows for a reliable, precise and accurate system for the maintenance of temperature, light
and turbidity. The proprietary software allows for the reproduction of average conditions in
various geographic regions around the world at a given time of year. The Algem bioreactor
is made of two growth chambers and a control panel, connected to a dedicated cooling

system as seen below in figure [6.1

Figure 6.1: Algem bioreactor by Algenuity seen on the left, with a touchscreen control panel. To
the right, the dedicated cooling system can be seen, and the flow control unit in the middle, with all
of the pipes containing cooling fluid covered with an insulating foam layer.

The growth chambers are designed to use with standard 1 litre wide mouth conical flasks
and are supplied with specialised bungs to allow nutrient and gas connections, as shown in

figure [6.2] below.

Each growth chamber is capable of maintaining different conditions, which can be useful

for comparative experiments.

The camera configuration was the first challenge. There were only three primary require-
ments that could not be compromised. Firstly, that the configuration must be able to
capture continuous footage and still images of the experiment over the course of multiple

days, at least up to and including 21 days and ideally indefinitely adjustable.
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Figure 6.2: A standard wide-mouth 1 litre beaker fitted with the specialised bung supplied by
Algeniuty for the Algem. The various nozzles can be configured to allow nutrient and gas supply to
the culture.

Secondly, the footage and the still images captured must contain useful data, while still
reducing the irrelevant background information to an absolute minimum to aid in the image

processing.

Finally, the camera configuration must be adaptable enough to, at the very least, allow for
adjustable focal lengths. Ideally, the configuration would be adaptable enough to allow for
experimentation with various lens types, in order to investigate the ideal configuration in

a variety of scenarios.

This set of requirements was considered in conjunction with the restriction in budget.
The first consideration was a commercial digital camera, both compact and DSLR, that
has autofocusing and optical zoom capabilities. This, however, was quickly ruled out
due to a number of limitations. A DSLR configuration for long-term time-lapse projects
will cost thousands of pounds and are known to be difficult and temperamental amongst
photographers, leading to many professional companies offering long term time-lapse pho-
tography project services for a significant cost. Compact digital cameras, then, seem like
a more viable option. However, most manufacturers employ the use of various proprietary
technologies to enhance and adjust images, and accounting for these variables could be-

come problematic. These types of images would also lead to reliance on computer vision
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as the effects would complicate the use of thresholding. For these reasons amongst others,

the decision was made to investigate scientific camera systems.

Scientific cameras, like commercial cameras such as DSLR (digital single-lens reflex) cam-
eras, can cost thousands of pounds for the camera body itself, for example the flagship
device from industry-leading company Thorlabs costing £ 9150.26 exclusive of tax (Thor-
labs|, [2019). Therefore, much deliberation had to be done in order to find an acceptable

compromise of cost and quality of data.

The first consideration is the sensor in the camera. Most modern commercial digital
cameras in production today have a solid state array with a CCD (Charged Coupled
Device), CID (Charge Injected Device) or CMOS (complementary metal-oxide semicon-
ductor) sensor (Canon, [2019; [Holst and Lomheim) [2011). CCD sensors were considered far
superior to CMOS sensors for decades since the development of both types in the 1970s due
to the significantly lower noise and higher light sensitivity in CCD sensors. However, the
gap has narrowed significantly in recent years with the advancement of technology, and the
shortcomings of CCD sensors are being exposed as engineers look to push the boundaries

of both technologies.

There are four primary benefits to CMOS sensors. Firstly, CMOS sensors have faster
processing speeds due to every pixel being capable of individual read-outs, as opposed to
being limited to one or two read-out corners in a CCD sensor. Secondly, CMOS sensors are
directly compatible with mainstream silicon chip technology and are capable of perform-
ing on-chip image processing tasks, rather than having to read out the data to a separate
dedicated chip. Thirdly, CMOS sensors have much lower power consumption, which is a
significant advantage for portable devices. The combination of these factors mean that
the future development potential of CMOS sensors is much higher. As silicon technology
advances, CMOS sensors will be able to perform even more tasks, more accurately, using
less energy and in less time, all the while being significantly smaller and cheaper (Holst and
Lombheim) [2011]). This is reflected in the market with most devices now being manufac-
tured with CMOS sensors, rather than CCD sensors, and manufacturers heavily preferring
investing research and development resources in CMOS sensor technologies (Canonl, 2019

Moynihan) [2011)).

Sensor sizes then come into consideration, with 35 mm full frame (36 x 24 mm) sensors
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being the reference standard. Every other size of sensor is referred to as a crop sensor, and
is referred to as such, as images captured using a crop sensor shows a cropped view of an
image captured using a full frame sensor, given the same lens and subject distance. Most
high-end DSLR and mirrorless cameras are equipped with full frame sensors, whilst the
majority of these types of cameras have a crop APS-C (22.7 x 15.1 mm) sensor (Gerlach
and Gerlach, 2007)). The bigger the sensor, the more expensive it is to produce, and so the

price of cameras equipped with larger sensors reflect this.

The present project itself does not require extremely high picture quality, and is budget-
restricted; therefore a crop frame CMOS sensor would be most logical. A monochrome
sensor allows for accurate native binary thresholding and avoids many of the artefacts that
are associated with demosaicing and multiband thresholding of colour images (Forstner

and Wrobel, 2016).

All of these requirements led to the implementation of a camera with a 1/2-inch mono-
chrome CMOS image sensor, with 5.2 x 5.2 ym pixels at a resolution of 1.3 Megapixels
(1280 x 1024 pixels) and a standard CS-Mount for the lens. The CS-Mount requires a
C-Mount adapter to use C-Mount extension tubes and lens tubes. After experimenting
with various configurations, the first configuration that could yield meaningful data was
the camera being attached to a lens tube (10 mm) with a lens and an iris diaphragm, then
another lens tube (50 mm). The latter lens tube is inside a silicone bung, in order to insert
the set up into the experimental conical flask. Figure below summarises the initial

configuration of the camera and lens.
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Camera body

C - mount adapter

Retaining ring

Lens

Lens tube

sem> Extension tube

Iris diaphragm

Extension tube

Figure 6.3: Visualisation of the camera and lens configuration initially used in the preliminary

experiments.

This would give a light path approximately shown in figure below.
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Sensor

Iris diaphragm

Object

Figure 6.4: Approximate light path of the camera and lens configuration used in the preliminary
experiments.

In order to make the light as diffuse as possible for accurate binary thresholding, an opal
glass light diffuser was placed on top of the light source inside the growth chamber. This
would give more even images that can have the threshold set more easily, allowing for higher
accuracy and more margin for error in automated image processing. Having experimented
extensively with a variety of configurations, it became apparent that using a system like
those above would prove difficult to keep oxygenated and maintained with nutrients without
regular switching of media. This was not an impossible task, with custom engineered bungs
that could make the configuration work as intended. However, the crucial part was that
the images obtained were too difficult to process automatically, due to physical limitations
of the optics. The lens had to be placed inside the neck of the conical flask with a bung,
which made achieving an ideal field of view impossible. The decision was made to abandon

the conical flask and lens design, and instead of trying to compensate with a complex lens
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configuration, a simpler approach was sought.

In order to achieve the simplest configuration possible, the next phase of this project
involved switching the container inside the growth chamber to standard 1-litre wide-mouth
beakers, instead of conical flasks. This eliminated the initial issue of a restricted field of
view. In order to mount the camera, the lid of the growth chamber was machined, and a
camera mount was constructed and attached. A simple varifocal lens was used in place of

the complex lens configuration as shown in figure [6.5] below.

-

Figure 6.5: The final camera and varifocal lens configuration used for the duration of the present
experiment. The camera is mounted directly onto the growth chamber lid.
This configuration allowed for easy adjustment of the focal length, as well as a more
standardised system that could be replicated very easily for the other chamber on the Algem
bioreactor. With the optical troubleshooting completed, a more thorough investigation of

the biological system could now be done.

Ulva thalli in growth experiments of two and three days duration exhibited a slightly more
problematic fluid dynamic behaviour that hadn’t been previously observed. As the thalli
became larger, they tended to fold within themselves at various moments in time, making
the automated analysis problematic in the absence of any compensatory code. While this
was being written, it occurred that it had previously been demonstrated that immobilisa-

tion of Ulva does not seem to affect its growth given that adequate surface removal occurs,

allowing for the supply of nutrients and removal of waste products (Ale et al.,|2011). With
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this in mind, three methods for immobilisation of thalli were conceptualised.

The first method was to have plastic rods protruding from a plastic base, with a flat plastic

piece towards the top of the rods upon which the Ulva thalli would rest, as shown in figure

[6.6] below.

V= —

Plastic ring

Ulva
/Plas ic base
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| __—Plastic rods

——Plastic base

N~

Figure 6.6: First prototype design for the fixation of Ulva thalli within a 1 litre beaker.

The Ulva thalli would effectively be skewered onto the plastic rods, rest on the plastic
base and be secured in position by a plastic ring with a rubber lining on the inside of the
aperture. The main material was envisaged as a biologically and chemically inert polymer,
such as PVC or acrylic, in order to minimise the effects that the material itself would
have on growth. The material would also have to be easily machinable and formable, so
other inert options such as borosilicate glass are ruled out. Furthermore, many plastic
compounds that would be considered for use are cheap and readily available, making it

ideal for prototyping.

This set up will allow for surface removal, allowing for all parts of the thallus not secured

by the plastic pieces to obtain nutrients and grow normally.

The obvious negatives of this apparatus is the effect physical trauma to the Ulva thallus
would have on its growth. As previously discussed in Chapter [I] fragmentation of Ulva
thalli is widely known to induce the formation of sporangia and subsequent release of

spores, and is therefore a common technique used in laboratory cultures (Carl et al., 2014}
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Dan et al.l |2002; |Gao et al., 2010, 2017; |Hiraoka and Oka}, |2008). Therefore, the growth

rate of the thalli in the experimental set-up will be affected by the skewering of the thalli.

The second method, shown in figure [6.7] below, is a tangential concept building on the
basic design of the first method. This again involved plastic rods protruding from a plastic

base, but with a magnet fixed at the top of the rods.

= —

— Ulva

- - - /—Magnets
¥

/,_,,,-»V*Plastic rods

/—Plastic base

Figure 6.7: Second prototype design for the fixation of Ulva thalli within a 1 litre beaker.

The Ulva tissue would be placed on top of the magnets and secured with a magnet on
top. The magnet would also be sealed in plastic, in order not to directly expose the
magnet itself to the growth medium. The magnets were envisaged as neodymium-iron-
boron (NdFeB) magnets, which are the strongest permanent magnets in the world. A
common method of measuring magnetic strength is by measuring the maximum energy
product, typically in MGOe (megagauss-oersted) or the SI unit kJ m= (kilojoule per cubic
metre), where 1 MGOe = 7.958 kJ m™ (Hatch and Stelter, 2001). The energy product of
NdFeB magnets are approximately 56 MGOe, as opposed to approximately 1 MGOe for
early steel magnets and 3 MGOe for hexagonal ferrite magnets (Gutfleisch et al., 2011).
This was in order to ensure a higher energy product, which in turn would allow this set up
to use much smaller magnets compared to an equivalent set up using ferrite magnets. This
will allow for minimum contact area with the Ulva thalli and maximum surface removal,

which minimises the effect the apparatus has on growth.
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The most prominent argument in favour of this design is that it does not physically damage
the tissue like the first method does. This design carries forward and improves on the same
benefits afforded by the first design, allowing surface removal on a larger proportion of the

tissue.

The clamping force exerted by the magnets could be a factor affecting the growth of the
Ulva thalli, however the exact strength of the magnets was unable to be obtained from
the manufacturer. Observationally, the magnets were strong enough to secure the thalli
in place but did not leave any physical marks on the tissue. However, there was a bigger
concern regarding the effects of magnets on Ulva growth: A crucial negative argument,
and the fatal one for this method, is that there is no information available on the effects
of magnetic fields on Ulva growth, and the limited accurate and reliable information on
the effects of magnetic fields on plant growth in general. As broad examples, it has been
shown that magnetic fields induce higher growth rates and affect gene expression in the
model bacterium FEscherichia coli (Potenza et al., 2004), and increases biomass production
and gluthathione production in the model yeast Saccharomyces cerevisiae (Santos et al.,
2010). Since L. J. Audus, (1960), a botanist from Bedford College, published one of
the first studies on the effects of magnetic fields in living systems arguing for an auxin-
like effect of a phenomenon he termed “magnetotropism”, there have been a multitude
of experiments examining the various aspects of plant growth and development that are
affected by magnetic fields, though there is little consensus and a critical lack of any
mechanistic understanding, and no shortage of fierce and, at times, scathing criticism of
everything from the experimental design, to the hypotheses and analyses of the studies

conducted (Barnothy, 2013; Galland and Pazur, 2005; Maffei, 2014).

However, given that the magnets themselves are a structural component of this exper-
imental apparatus, it would be impossible to design an equivalent control experiment.
Therefore, due to the absence of a suitable control experiment, this method was aban-

doned.

The third method was chosen after much deliberation, given that it does not suffer from
either of the major drawbacks of the first and second methods that would require extensive
preliminary experimentation, and that there have been experiments in the past based on

similar ideas (Ale et al., [2011)).
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A number of designs were drafted from the concept of the third method, and a final design

utilising acrylic plates was prototyped, with the design shown in figure [6.8] below.

—— Acrylic plates
—— Ulva
—— Nuts

Bolts

/— Base

Figure 6.8: Final prototype design for the fixation of Ulva thalli within a 1 litre beaker.

The basic principle of this design is two bolts protruding from a plastic base, with two
acrylic plates secured together. This is achieved with one nut on each bolt securing the
position of the lower plate, a nut or washer on each bolt between the lower and upper
plate, and a nut securing the top plate down onto the nut or washer between the two
plates. As the securing is achieved by positioning nuts and washers on bolts, the position
of the acrylic plates within the water can be adjusted easily. The Ulva thalli are secured
between the two plates, and surface removal occurs through the multiple holes drilled into

each of the plates.

This design was originally conceived as a low-diameter stainless-steel mesh, as it would
allow for the minimisation of individual contact areas, meaning that any one part of the
thalli will have minimal contact with the apparatus, and the contact will be more uniform
throughout the thalli, than a design using acrylic plates. However, the difficulties and
inconsistencies in machining the mesh as well as the warping of the mesh contributed

towards the inconsistent background, making it more difficult to establish a baseline for
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image processing. Thus, the stainless steel was replaced with acrylic.

Preliminary experimentation showed that the acrylic plates could be positioned closely
enough that the thalli are essentially immobilised, in that there was not enough movement
for the overall positioning of each thalli to change. However, it was possible to achieve
a configuration wherein the acrylic plates were far enough apart to allow a film of water

between the plate and the thalli.

The growth experiments from this design were satisfactory, with good correlation between
the wet weight and image analysis measurements, after initial calibration. The calibration
step involved placing square and circular pieces of paper of known area, side lengths and
diameters into the beaker filled with a known volume and height of water. The pieces of
paper were then imaged and analysed, then manually calibrated to set the pixel to milli-
metre ratio. Then, square and circular Ulva thalli of known area, side lengths, diameters
and mass were used to double-calibrate the measurements and give a baseline for mass

approximation in image analysis.

The calibration step, however, inspired another experiment using free-floating thalli in-
stead of fixed thalli. The initial portion of the experiment involved observing the physical
movement of Ulva within the beaker inside the growth chamber, in order to assess the
fluid dynamic behaviour of free-floating Ulva thalli. Ulva seemed to behave typically of
a low-density, semi-rigid solid, largely remaining on the surface of the water and rotating
in the direction of the water turbulence caused by the rotation of the growth chambers.
This was then extended from a short observation over the course of a working day, to a
week-long observation study, with the hypothesis being that free-floating Ulva thalli will
continue to behave in the observed manner, as a low-density, semi-rigid solid, and continue

to remain largely on the surface at this size (between 1 and 5 cm).

As hypothesised, small free-floating Ulva thalli remain on the surface of the water at high
mixing levels (over 100 RPM). In this configuration, free-floating Ulva thalli showed re-
markably consistent movement within the growth chamber. Image analysis of free-floating
thalli yielded satisfactory results, with the analysed area corresponding well to the known
wet mass, and statistical analyses supported this with p<0.05 and R-squared=0.996, as
shown in figure below.
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Linear Regression Curve of Known vs Estimated Mass
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Figure 6.9: Regression curve of known mass in grams versus mass estimated by image analysis in
grams.

The final prototype configuration was of free-floating Ulva thalli imaged by a camera with a
varifocal lens mounted directly onto the growth chamber. These images were then analysed
to give length and area measurements in pixels, that could be converted into millimetres
from the initial calibration, and the mass could be estimated, also from the initial calibra-

tion. This analysis process could be entirely automated.

Though accurate, the given configuration is limited by the surface area of the water avail-
able for imaging, as the simplistic approach measures the top area of the thalli, with no
provisions to account for overlapping within and between thalli. This is an issue that can be
eventually addressed, should a larger experiment be desired, using two potential techniques.
The first is by utilising multilevel thresholding, as opposed to the binary thresholding used
here, for example by using established methods such as Otsu’s or Kapur’s methods (Baby
Resma and Nair, 2018; Kotte et al., 2018). This approach can identify the increased intens-
ity of signal caused by overlaps, and consequently account for this variation. The second
method would be the addition of more cameras that could provide depth information to
allow for three-dimensional or pseudo-three-dimensional imaging. Though the potential to
scale up has not been investigated, controlled growth in standard 1,000 or 10,000 litre tanks
does not seem impossible, though extremely difficult, with a rotating multiple camera con-

figuration that could provide robust depth information. At the mass measurement scale,
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the use of a system similar to NDVI (Nominal Difference Vegetation Index) calibrated to
aquatic vegetation could potentially yield more valuable information than optical data as

this would solve a bottleneck in biomass monitoring.

This experiment did not aim to develop a fully-fledged automatic biomass measurement
system, but rather to explore the possibility of, and labour required in developing such a
system. One of the key findings of this chapter was that the edges of the thalli experi-
ences higher relative velocities by up to 40.3% comepared to the centre. This adds to the
hypothesis that Ulva morphology is driven by differential growth. This means that this
experiment did yield useful observational data that gave confidence to undertaking the

next phase of experiments.

6.3 EdU Cell Proliferation Assays

6.3.1 Introduction

EdU (5-ethynyl-2’-deoxyuridine) is a newly developed thymidine analogue, like BrdU (5-
bromo-2’-deoxyuridine) which has been used in biological research for decades (Mead and
Lefebvre, 2014). Thymidine analogues are incorporated into new DNA during S-phase,
marking newly formed DNA and identifying newly divided cells (Flomerfelt and Gress)
2016)). This technique allows for the quantification of DNA synthesizing cells, which can
prove extremely useful, especially in experiments investigating proliferation patterns (Mead

and Lefebvre, 2014).

The use of EdU is extremely recent, with the method only having been developed in 2008
by [Salic and Mitchison| (2008). While BrdU was extremely useful in studying cell cycle
kinetics, DNA replication and cell proliferation, amongst other subjects, there are signi-
ficant drawbacks that have always limited the capabilities of what could be investigated
(Chehrehasa et al., [2009; [Salic and Mitchison, [2008). The primary disadvantage is that
BrdU incorporation in double-stranded DNA involves complementary base pairing, res-
ulting in the access to BrdU subunits by anti-BrdU antibodies being blocked (Salic and
Mitchison) 2008)). In order to access the BrdU epitope, the sample must be subject to
strong denaturing conditions, necessitating heat and strong acid treatment steps, result-

ing in sample degradation with much variability between experiments (Chehrehasa et al.)
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2009; |Salic and Mitchison, |2008)). The epitope is required to be exposed as BrDU detection
requires the use of an immunohistological stain, and therefore is difficult and limited by
the penetration of the tissue by the antibody and the time is limited by the diffusion rate

(Diermeier-Daucher et al. 2009; [Salic and Mitchison) [2008]).

The main advantage, and the significant improvement of EAU over BrdU is that detection
is based on a Cu(I) catalysed cycloaddition of a fluorescent azide to the ethynyl group.
The reagents are approximately 1/500*" the size of an antibody molecule, and therefore
penetrate the tissue more readily and have a higher diffusion rate (Salic and Mitchison)
2008). The nature of this “click” chemistry means that no intensive denaturing step is
required for the detection of EAU opening up the possibilities for in vivo labelling studies
with the development of cell-permeable fluorescent azides. All of these properties result
in structurally well-preserved and evenly labelled samples, and detection that is not only
rapid, but highly sensitive and selective, leading to low background noise (Flomerfelt and

Gressl, [2016; [Salic and Mitchisonl, |2008|).

EdU, then, seemed the obvious choice for investigating cell proliferation in Ulva. The
initial concerns were the lack of pre-existing protocols and the observed tendency of Ulva’s
resistance to many common dyes. The use of EAU will be vital in investigating the cell
proliferation patterns of Ulva, specifically the existence and the rate of differential growth
in different parts of the thalli. Therefore, to further this end, the aim for this experiment

was to establish an EdU cell proliferation assay protocol for Ulva.

6.3.2 Methods and Results

Thermo Fisher offers EAU imaging kits with Alexa Fluor 488, 555, 594 and 647 azides,
with the numbers indicating the lasers for excitation. The main aim was to allow for
channel separation of double-dyed samples with Direct Yellow 96 and the EdU Alexa
Fluor azide. This automatically ruled out 488, as the 488 nm laser is one of the main
excitation lasers for Direct Yellow 96. The Alexa Fluor 594 and 647 azides were initially
discounted as the 458 nm laser used to excite Direct Yellow 96 also excites chlorophyll a
and b. The emission ranges of chlorophyll a and b is broad at around 600 to 800 nm,
which would overlap with the Alexa Fluor 594 and 647 azides emission peaks of 617 nm
and 668 nm respectively (Kalaji et al.l 2014, |2017; Pfarrherr et al. [1991; |Thermo Fisher

Scientificl |2019blc). This left the Alexa Fluor 555 azide as the prime candidate, as the
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excitation laser for planned use was 543 nm, and the emission peak is 565 nm, allowing for
a tightly controlled channel separation whilst also being in the range to block out much
of the chlorophyll a and b fluorescence (Thermo Fisher Scientific, 2019al). Therefore, the
decision was made to purchase Click-iT EdU Alexa Fluor 555 imaging kits (catalog number:

C10337) from Thermo Fisher.

The initial problem, that could be identified before commencing the trials, with the stand-
ard kit provided is the Hoechst 33342 dye provided for the staining of DNA. The excitation
emission peaks for Hoechst 33342 is 350 nm and 461 nm respectively, however the lowest
wavelength laser available for use was 405 nm. Whilst there have been numerous reports of
successful excitation of Hoechst 33342 with a 405 nm laser (Banerjee et al.,|2008; [Lou et al.|
2013; [Sabnis, |2010; |Shapiro and Perlmutter, |2001} [Szczurek et al.,2014)), this unfortunately
was not the case in these trials. There are a number of other troubleshooting steps to fur-
ther identify the root cause of the problem. The first logical step is to attempt staining with
Hoechst 34580, which is excited at 392 nm and is readily excited by violet lasers (Sabnis,
2010; [Shapiro and Perlmutter, |2001). If DNA staining is observed with Hoechst 34580, it
would confirm that the problem is not the uptake and staining, but rather the excitation
and detection. However, if no staining is observed with Hoechst 34580, it would indicate
that the problem could be either the uptake and staining or the excitation and detection,
or both. Other DNA binding fluorescent dyes, most obviously DAPI, could then be used
to attempt DNA staining in Ulva and continue with troubleshooting and optimisation of
a protocol. However, the priority was deemed to be the actual EAU Alexa Fluor 555 azide

staining, and so that was the main focus of the trials.

The next step was to proceed with the suggested protocol from the manufacturer Thermo
Fisher. This protocol was attempted three times, on three samples each time. However,

each attempt failed, with no detection of any fluorescence excluding autofluorescence.

Due to the tendency that Ulva displays in its apparent resistance to dyes, the first troubleshoot-
ing step attempted was the use of a more rigorous permeabilisation step. This involved
the addition of incubation for 1 hour in 1 % Triton X-100, instead of 20 minutes in 0.5 %
Triton X-100. This made no improvement to the results; therefore, advice was sought from
Dr Angharad Jones, who has extensive experience with EdU in Arabidopsis. The protocol
kindly shared by Dr Angharad Jones, was initially successful on Arabidopsis cotyledons

that were used as a control to test the protocol. However, this protocol was unsuccessful
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for detection in Ulva. Having experienced the difficulties of staining Ulva before, I made
informed guesses based on observational data, to adapt the protocol for Ulva. The final

version of the protocol used here is as follows:
1. Prepare a solution of 0.1% Triton made up with growth media containing 40 uM
EdU.

2. Incubate at 8 °C and 80 rpm in the shaking incubator overnight, protected from

light.
3. Wash three times with 0.1% Triton x 100 in PBS (3 washes, 5 mins each).
4. Incubate in Ethanol:Acetic Acid (3:1) for 1 hour, or until the leaves are colourless.
5. Fix in FAA solution overnight.
6. Rinse in 3% BSA in PBS (Three washes, 5 minutes each).
7. Rinse in PBS (three washes, 5 mins each).
8. Add detection solution. e.g. for 1 ml:

e 860 ul Click-iT reaction buffer
e 40 ul CuSO4

e 2.5 ul Alexa Fluor azide

e 100 ul reaction buffer additive

e 0.1 mg Ascorbic Acid
9. Incubate on bench for 1-2 hours, protected from light.
10. Rinse stems with PBS (3 washes, 5 mins each).
11. Image.
12. Store in PBS at 4 °C. Protect from light.
This protocol led to successful detection of EAU in Ulva, and so a double stain was at-

tempted with EAU Alexa Fluor 555 azide and Direct Yellow 96, as seen in figure [6.10]

below.
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Figure 6.10: Confocal image of a section of an Ulva thallus, (A) shows the single channel of 543 nm
laser excited emissions (EdU and autofluorescence) and (B) shows the dual channel of 458 nm and
543 nm laser excited emissions (EdU, autofluorescence and Direct Yellow 96).
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The separation of the channels, whilst very clear and even, was not absolutely clean due
to the overlapping emission spectra of the dyes. This meant that the fluorescence of Direct
Yellow 96 was detectable in the detection range of the EAU Alexa Fluor 555 azide, which
was a known concern due to the previously observed broad emission spectra of Direct

Yellow 96.

Regardless of a perfect channel separation, the main objective of establishing a functioning,
reliable protocol for EAQU detection in Ulva was achieved. At this stage, the inclusion of an
incubation step in ethanol and acetic acid (3:1) in the final protocol meant that chlorophyll
a and b fluorescence was not a major concern due to most of the pigments being removed
in this step. Figure [6.11] below illustrates the visual effect of the pigment removal step on
Ulva thalli.

Figure 6.11: Ulva thalli (A) before and (B) after incubation in ethanol and acetic acid (3:1)

This means that experimentation with Alexa Fluor 594 or 647 azide could yield a cleaner
separation of the Alexa Fluor azide dye and Direct Yellow 96 channels. Whilst this was
not investigated due to the prohibitive cost at this point in time, it is most definitely worth

consideration in future investigations.

With a working protocol having been established, a more ambitious aim was set: attain
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tile scans of Ulva thalli, in order to investigate the differential growth in different areas
of Ulva thalli. This is a difficult task in any tissue type, and with increasing sample size,
the difficulty also increases. The nature of investigating patterns in microscopic detail
over a significantly larger area leaves much room for variation, meaning that the sample
preparation and detection parameters must be extremely tightly controlled in order for
an investigation of this type to yield any useful data. The difficulty with Ulva thalli, like
many other macroscopic tissues, is that the samples cannot be mounted to be completely
flat, meaning that the focal depth will be different for different parts of the tissue. Leica,
like most other manufacturers, offers a partial solution in the autofocus system on the
SP5 Laser Scanning Confocal Microscope. However, this system is notoriously unreliable
and manual focusing almost always achieves better results. Figure below shows an

example of a successful attempt.
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Figure 6.12: Confocal microscope image of an Ulva thalli stained with DY96 and EdU Alexa Fluor
555 azide. This image is a stitched 10 x 10 image of 1024 x 1024-pixel images, resulting in a total
resolution of 10240 x 10240 pixels, or an area of 2460.3 x 2460.3 ym

Figure above is a trial tile scan of a larger area, which in this instance is 2.46 x 2.46
mm. Upon close inspection, it can be observed that this image is composed of individual

squares, ten squares by ten squares to be precise, resulting in one hundred images in total.

Figure below shows a cropped view of figure [6.12]
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Figure 6.13: Cropped view of a confocal microscope image of an Ulva thalli stained with DY96
and EdU Alexa Fluor 555 azide. This image is a stitched 3 x 10 image of 1024 x 1024-pixel images,
resulting in a total resolution of 3072 x 10240 pixels, or an area of 738.1 x 2460.3 um
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Figure [6.12] and [6.13] above are orientated so that the bottom of the image is closer to
the edge of the thallus, and the top of the image is closer to the centre. The particular
sample used for this image was a ribbon morphotype sample, chosen as it was hypothesised
to illustrate a more dramatic shift in cell proliferation patterns over a shorter absolute
distance. This characteristic would also lend to samples that are much more difficult to
mount, due to their pronounced variation in topology. Given that the actual sample was
5.1 cm wide, this sample could capture the entirety of the variation from the centre to the
edge, and a tile scan such as the one in figure and shows approximately 50% of
the distance from the edge to the centre of the thallus. Though not illustrated in figure
[6-12] or above, the very edges of the thallus seemed to not show as much proliferation,
while the same level of proliferation seen at the bottom edge of figure [6.13]is seen from a
couple rows of cells into the thallus onward. This observation is potentially explained by

the very edges of the thallus being more vulnerable to the exposure to the environment.

6.4 Discussion, Limitations and Further Studies

The establishment of a working protocol for Ulva is a pivotal step in establishing the toolkits
for studies of Ulva cell proliferation patterns. This experiment furthers the observation that
Ulva seems to be resistant to staining, perhaps due to the waxy cell walls. Through the
use of permeabilisation, fixation and the pigment removal steps, it is possible to evenly
and readily stain Ulve with various dyes, including Direct Yellow 96 and Alexa Fluor 555
azide, and to reliably detect these stains. Though this EAU Alexa Fluor 555 azide staining
protocol for Ulva is functional and reliable, it would be worthwhile investigating the use
of Alexa Fluor 594 or 647 azide for better channel separation from Direct Yellow 96, given
that the removal of chlorophyll nullifies the initial concern of background fluorescence from

chlorophyll autofluorescence.

This chapter yielded useful information about the possibilities of improving both the tem-
poral and spatial resolution of biomass data when conducting experiments with Ulva. With
more refinement, the optical imaging system has great potential to be an accurate and re-
liable method of measuring biomass growth. The potential for automation is enticing, as
this will lead to high temporal resolution of data, and when the image analysis is also

automated, this will prove to be a robust system for fully automatic biomass monitoring
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in not only Ulva, but other macroalgae or aquatic organisms. The main concern with the
system is the two-dimensional nature of the measurements, meaning that more complex
organisms may not be best suited for this system. However, the potential to develop a
three-dimensional system is also present. The spatial resolution of biomass growth monit-
oring can be further improved using the EdU Alexa Fluor azide protocol developed here.
In conjunction, the techniques developed here enable a variety of investigations of Ulva
cell proliferation patterns at an unprecedented spatial and temporal resolution, with the

potential to improve even further.
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CHAPTER 7

General Discussion

7.1 General Summary

Ulva is a simple multicellular organism that is fantastic for investigating proliferative
growth for a number of reasons. Ulva grows rapidly, being able reach growth rates of
54.5% per day (Hiraoka and Okal 2008). Ulva is an extremely simple multicellular or-
ganism with only three types of cells (Wichard, [2015). The primary aim of this thesis
was to investigate the nature of growth in the multicellular green alga Ulva. This was
done through a series of experiments examining different parts of Ulva thalli, using varied

approaches including a variety of mathematical modelling and molecular techniques.

The first set of experiments that lay the foundations that enabled the work in this project
was the development of a reliable, consistent and even staining protocol. Commonly used
cellulose stains such as Calcofluor White M2R and Pontamine Fast Scarlet did not yield
satisfactory results in Ulva for reasons as yet unknown, so a trial was conducted using a
variety of other dyes. Of these, a little-known dye called Direct Yellow 96 yielded excellent
preliminary results, and so dozens of ensuing experiments sought to refine the protocol to
achieve the desired level of reliable and even staining. This work allowed for the accurate
characterisation of cellular proliferation patterns in Ulva and therefore allowed for the type

of confocal analyses that were critical to chapter 4 and 5.

Having developed the techniques necessary for chapter 4 and 5, the next step was to
substantiate the fundamental principles underpinning Ulva growth. Chapter 3 sought to
do this by laying the foundations of the genomic background of the whole project. [De Clerck

et al.| (2018]) demonstrated that there are no expansions of transcription factors in the Ulva
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genome in comparison to other green algae and that the retinoblastoma (RB)/E2F pathway
and associated D-type cyclins gene families were absent and there is no significant expansion
of transcription factors, indicating that there is no genomic signature for multicellularity in
Ulva. The comparative genome analysis in this paper was conducted using the assumption
that a discrete power law distribution is a best fit for gene family data. While entirely
reasonable from initial model fitting to conclude that a discrete power law model is indeed
the best fit, and indeed almost improbable that it is not, this was not supported by robust
statistics. The models and robust statistics used in chapter 3 sought to mathematically and
statistically confirm the assumptions made by De Clerck et al., (2018). This involved fitting
an array of heavy tailed models to the gene family data for comparison, namely discrete
and continuous power law, discrete and continuous lognormal, discrete and continuous

exponential and Poisson distributions.

Taking the results of (De Clerck et al., 2018), chapter 4 sought to construct mathematical
models to test the physical drivers of Ulva growth. The main method used in this chapter
was Voronoi tessellation, both for the constructed model data and the collected biological
data. Two phases of models were used, with four in the first phase and six in the second,
giving a total of ten models. The first phase of models acted as controls and consisted of
a regular hexagonal honeycomb, a “squashed” hexagonal honeycomb, a set of randomly
generated diagrams and a square grid. The second phase of models were variations of the
regular and “squashed” hexagonal honeycomb that introduced random deviations to the
centre points that generated these models. The comparative statistics obtained from these
manipulation models showed that adding 50 % random deviation models were significantly
different to the preceding models. The subsequent comparison of the 50 % random devi-
ation models to the collected biological data showed that there is no significant difference
in polygon distribution between these models and the Ulva samples, as well as between the

leaf and ribbon morphotypes.

Chapter 5 sought to build on the comparison between the leaf and ribbon morphotypes
of chapter 4 and explore the generative mechanism of cellular proliferation patterns in the
two morphotypes. This was done using a method called Lloyd’s algorithm to achieve a
Centroidal Voronoi Tessellation (CVT) diagram, which iteratively relaxes a Voronoi dia-
gram by using the centre of mass of a Voronoi cell as the new Voronoi generator, until

the Voronoi generators are also the centre of mass. This process identifies the point at
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which the diagram is the most space filling distribution possible given the set of Voronoi
generators, as well as the path of progression to this distribution, or CVT path, and gives
metrics of how space filling the initial distribution is. The results showed that the leaf
and ribbon morphotypes are already very close to a space filling pattern, follow a near
identical path towards a CVT diagram, and there are no significant differences in the dis-
tance from the initial diagram to the CVT diagram. This strongly suggests that the same
physical mechanism underpins the generation of the cellular proliferation patterns seen in

both morphotypes.

Chapter 6 sought to investigate the hypothesis that spatial variation in the thalli drives
Ulva morphogenesis. In order to do this, it was necessary to develop tools that also
addresses many common challenges faced in multicellular aquatic plant research as well
as a problem in Ulva research, specifically. These are the lack of a standardised growth
measurement and the lack of molecular protocols for Ulva, respectively. The first part
of this chapter involved the development of an optical growth measurement system that
would allow an investigation of live Ulva growth within Algem bioreactors. The results
showed that optical measurements could accurately approximate mass measurements and
demonstrated the differences in relative velocity between the centre and edge of the thalli.
Further development of this system will allow for more reliable mass measurements at
higher spatial resolutions and unprecedented temporal resolution of multicellular aquatic
plants. The second part of this chapter involved the development of a working protocol
to stain Ulva with EAU Alexa Fluor dyes. Having developed a working protocol, this
was used for preliminary experiments that explored the differential growth in Ulva thalli,
namely between the centre and edges of the thallus. The results showed that the rate of
proliferation was higher in the edges of Ulva thalli than in the centre, supporting a long-
standing hypothesis that was formed to explain the morphogenesis of the typical rosette
shaped Ulva thalli. This experiment also led to an experiment to refine the Direct Yellow
96 staining protocol. I found that the same permeabilisation, fixation and pigment removal
steps from the EAU protocol yielded a clearer, more even signal with less background noise
with Direct Yellow 96 as well. This step will be indispensable in developing automated

analysis using computer vision and machine learning.

Taken together, the results of the investigations in this thesis provide a strong case of fun-

damental physics driving this type of generative growth in Ulva, though it is not necessarily
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limited to Ulva. As discussed in chapter 5, proliferating epithelia in metazoans were the
first tissue type subject to the type of mathematical investigation similar to that employed
in chapter 5. However, early investigations on plants inspired this field of work, and due
to the physical nature of this type of proliferative growth, much of the work on one type

of organism is directly relevant and applicable in other types of organisms.

7.2 Future direction of Ulva Research

The bottom-up growth mechanism observed in Ulva are a fantastic model for studying
growth mechanisms of any epithelial tissue, as Ulva does not have any top-down control of
multicellular growth. Ulva is the first organism without top-down controls that has been
analysed in the manner presented in this thesis. Much of the literature focuses on metazoan
tissues and therefore cannot categorically isolate the bottom-up growth mechanisms. These
findings in Ulva confirms many of the fundamental concepts found in metazoan epithelial
tissues (Gibson et al. 2006; |Gibson and Gibson) 2009; Nagpal et al., |2008)) and also the
more recent developments of these concepts, especially regarding the self-organisation of
tissues (Sanchez-Gutiérrez et all |2016). Further comparative studies would benefit from

the inclusion of Ulva for the reasons demonstrated here.

Unlike many of the organisms that have previously been studied in this field, Ulva will
continue to be a good model organism due to its simple nature. A famous and often para-
phrased quotation summarises this well: “It can scarcely be denied that the supreme goal of
all theory is to make the irreducible basic elements as simple and as few as possible without
having to surrender the adequate representation of a single datum of experience.” (Einstein),
1934). Metazoan tissues have various complications regarding their top-down controls of
growth, whereas Ulva is the simplest organism in which to study cellular proliferation
patterns without losing key elements of multicellularity, such as in colonial multicellular

organisms.

Much like most research in the world, the future of Ulva research will revolve around
computational modelling, automation and Machine Learning. There are three major steps
for the particular research presented in this thesis, which will ultimately lead to one goal.
First, is the automation of data collection and analysis will allow for fast and accurate

characterisation of polygon distributions in epithelial tissues. Second, is the automation
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of a Computer Vision system that will allow for the automation of growth monitoring.
Third, is the characterisation of the patches, their mechanical properties, function and
their generative mechanism. These three steps will form the basis of the construction of a
generative model that can accurately model growth of Ulva from cell to bloom. This will

be one half of the model.

The other half of the model is crucial for its usefulness in applications to problems. Using,
the steps above will be pivotal in the progression to manipulation experiments, wherein
Ulva will be subject to many different growth conditions, ranging from excessive and limited
nutrients to exposure to toxic substances. With enough conditions and replicates, this will
allow for a database to be constructed, from which data can be extracted for simulations.
Using the generative model and pairing it with the manipulation data, it will be possible to
simulate ideal conditions for growth for use as biofuel feedstock, food, or other commercial

uses, as well as reverse engineering the conditions that lead to green tides.

This simulation system as a whole could be applied to other organisms, given the ap-
propriate adaptations for data collection and analysis. In particular, research in other
multicellular aquatic plants, especially macroalgae, would benefit from this system. In
parts, there are multiple aspects for application and the broadest application would be
the Computer Vision system for growth monitoring. This would be able to be used in
most multicellular aquatic plant research, given the appropriate adaptation of parameters

to adjust for the unique characteristics of the organism under investigation.

On a more speculative note, a potentially important area of research that could benefit
from the investigation of the proliferative mechanisms of epithelial tissues is cancer re-
search as carcinomas account for approximately 90% of cancers in humans (Cooper), |2018]).
Indeed, Green Tides could be viewed as cancerous growth of macroalgae, as it is an uncon-
trolled proliferative growth of tissue. Understanding this mechanism of proliferation could
help elucidate not only the prevention and management of Green Tides, but other types
of macroalgal blooms that rely on bottom-up proliferation, as well as cancerous tissues in
metazoans. However, it is important to note that there is a key difference in this com-
parison: cancerous cells are unlike healthy cells, whereas Ulva cells are all thought to be
healthy even during mass proliferation events. This comparison is merely referring to the

uncontrolled growth of epithelial tissues.
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This thesis has broadly accomplished all of the goals it initially set out. There have been
many challenges to overcome, especially given the gaps in the literature. It is inevitable to
now note quite the scale of the gap in the literature, as this thesis better characterises it.
Conversely, this highlights the plentiful opportunities for future research, and I believe that

Ulva research has a bright future as it will inform key aspects of future societal demands.
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APPENDIX A

Mathematica Code - CVT

LXCP = Import["Root\Data.csv"];
myvmesh = VoronoiMesh[LXCP, {{0, 1024}, {0, 1024}}]

Poly = MeshCells[myvmesh, 2]; )

XandYbounds = {{0, 1024}, {0, 1024}}
InputPoints = LXCP;
HistoryOfPoints =

With[{maxit = 1000,
tol = 0.1},
FixedPointList[
Function[InputPoints,
Block[{cells},
cells = MeshPrimitives[VoronoiMesh[InputPoints, XandYbounds],
"Faces"];
RegionCentroid /@
cells[[SparseArray[
Outer [#2@#1 &, InputPoints, RegionMember /@ cells, 1],
Automatic, False] ["NonzeroPositions"][[A11l, 2111111,
InputPoints, maxit,
SameTest -> (Max[MapThread[EuclideanDistance, {#1, #2}]] <
tol &)11;

Print ["Number of iterations: ", Length[HistoryOfPoints]];
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A. Mathematica Code - CVT

myvl = VoronoiMesh[HistoryOfPoints[[1]],
XandYbounds]
myvmid = VoronoiMesh[HistoryOfPoints[[MID]],
XandYbounds]
myv2 = VoronoiMesh[HistoryOfPoints[[-1]],
XandYbounds]
Polys = MeshCells [myv1, 2];
Polys2 = MeshCells [myv2, 2];
Centroidy = MeshCellCentroid [myv1]
Show [myvl, Graphics[{Red, Point[PropertyValue[{myvl, 2}, MeshCellCentroid]]2}]]
mycentroids = PropertyValue[{myvl, 2}, MeshCellCentroid];
mycentroids2 = PropertyValue[{myv2, 2}, MeshCellCentroid];
FNmyv[i_] :=
FNmyv[i] = VoronoiMesh[HistoryOfPoints[[i]], XandYbounds]

FNcells[i_] := FNcells[i] = MeshPrimitives[FNmyv[i], 2];

FNregb[i_] := FNregb[i] = RegionBounds [FNmyv[i]];

FNinout [i_]

FNinout [i] IntersectingQ[Flatten@FNregb[i], Flatten@RegionBounds([#]] & /@
FNcells[i];
FNin[i_] := FNin[i] = Pick[FNcells[i], FNinout[i], False];
FNout[i_] := FNout[i] = Pick[FNcells[i], FNinout[i], True];
Table[FNin[i], {i, 1, MAX}];
NumberOfPolys0fGivenEdgeCount [polys_, n_] :=
Length[Select[polys, Length[#[[1]]] == n &]]
ListOfEdgeLengths [polys_, maxn_] :=
Table [NumberOfPolys0fGivenEdgeCount [polys, i], {i, 3, maxn}]
myedgehistory = Table[ListOfEdgeLengths[FNin[i], 10], {i, 1, MAX}];

Transpose [myedgehistory] ;
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APPENDIX B

Mathematica Code - KummerU Function

BDM Simulator beta v1.4

ulvadata = CompressedDatal["Data"];

NO = 9874;

ObservedGeneFamilies = {0, 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15,
16, 17, 18, 18, 19, 20, 21, 23, 24, 25, 26, 28, 29, 30, 31, 32, 33, 34, 35,
36, 38, 49, 54, 60, 65, 89, 97, 198%};

ulvadataexcOs = CompressedData["Data"];

sigma2incO0 = Variance[ulvadatal;

sigma2excO0 = Variance[ulvadataexcOs];

DataCount[i_] := Count[ulvadata, il;

TableUlva = Table[DataCount[i], {i, 1, Max[ulvadatal}];

FreqTableUlva = TableUlva/16047;

MuValue=RandomReal [{0.01,0.05},50000];

GammaValue=RandomReal [{0,0.01},50000];

Export ["C:\\...path\\MuValue.csv", MuValue];

Export ["C:\\...path\GammaValue.csv", GammaValue];
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B. Mathematica Code - KummerU Function

MuValueImported = Import["C:\\...path\\MuValue.csv"];

GammaValueImported = Import["C:\\...path\\GammaValue.csv"];

RcValue[x_] := (2+NO*(Abs[(GammaValueImported[[x]] - MuValueImported[[x]1)1))/
sigma2excO;
NuValue[x_] := (GammaValueImported[[x]])/(MuValueImported[[x]] -

GammaValueImported[[x]]);

FirstElement[x_, y_] := (RcValue[x]*Gamma[l + NuValue([x]])/(0GFNoO[[y]l)

Kummer [x_, y_] :=

Abs [HypergeometricU[NuValue[x], 0, ((RcValue[x]*(OGFNoO[[yl1))/NO)1]

ExponentialElement [x_, y_] := (ee)” (-((RcValue[x]*(0GFNoO[[y]]))/NO))

Probabilitynm[a_,

b_] := (FirstElement[a, b])*(Kummer[a, b])*(ExponentialElement[a, b])

SimulationN[N_] := Table[Probabilitynm[x, yl, {x, 1, N}, {y, 1, 43}];

Simulationl0 = SimulationN[10];

MADSim100 = Map[MedianDeviation, Simulation100];

Length [MADSim100]

100
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APPENDIX C

R Code - Voronoi Data Extraction

library(deldir)

z<-deldir (x,y)
w<-tile.list(z)

plot(w, showpoints=FALSE)
tileInfo(z)
print.tileInfo(w)

plot.tile.list(z)

a<-tileInfo(z)

b<-al1]

allEdgeCounts<-a[2]

tabEdgeCounts<-a[3]

allEdgeLengths<-al[4]

Areas<-a[5]

uniqueEdgeLengths<-a[6]
individual_tiles<-lapply(a$indivTiles, "[[", 1)

max_length <- max(sapply(individual_tiles, length))

new_individual_tiles <- lapply(individual_tiles, function(v) { c(v, rep(NA,

max_length-length(v)))})
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APPENDIX D

Cumulative Distribution Functions
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Figure D.1: The Cumulative Distribution Function (CDF) plots for gene family occupancy predicted
by seven heavy tailed distribution models plotted against the observed data for Picochlorum sp.
SENEW3 (SE3). For a CDF, F(x) is a probability between 0 and 1. The legend is shown below.

Legend
Circles Observed gene family sizes
Black ---  Discrete Power Law
Red --- Poisson
Blue --- Discrete Log Normal
Green Discrete Exponential
Pink Continuous Power Law
Cyan --- Continuous Log Normal
Yellow Continuous Exponential
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D. Cumulative Distribution Functions
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Figure D.2: The Cumulative Distribution Function (CDF) plots for gene family occupancy predicted
by seven heavy tailed distribution models plotted against the observed data for (A) Bathycoccus
prasinos, (B) Chlorella sp. NC64A, (C) Coccomyza subellipsoidea C-169 and (D) Gonium pectorale.
For a CDF, F(x) is a probability between 0 and 1. For a CDF, F(x) is a probability between 0 and 1.

Please refer to the legend above.
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D. Cumulative Distribution Functions
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Figure D.3: The Cumulative Distribution Function (CDF) plots for gene family occupancy predicted
by seven heavy tailed distribution models plotted against the observed data for (A) Micromonas pusilla
strain CCMP1545, (B) Micromonas sp. RCC299, (C) Ostreococcus lucimarinus and (D) Ostreococcus
sp. RCC809. For a CDF, F(x) is a probability between 0 and 1. For a CDF, F(x) is a probability
between 0 and 1. Please refer to the legend above.
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APPENDIX E

Cumulative Distribution Function

Confidence Intervals
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Figure E.1: The Cumulative Distribution Function (CDF) plot of the confidence intervals for the
discrete power law model calculated by 100 simulations for Picochlorum sp. SENEW3 (SE3). The
grey data points indicate the simulated points, and the black data points indicate the observed gene
family occupancy data. For a CDF, F(x) is a probability between 0 and 1.
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E. Cumulative Distribution Function Confidence Intervals
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Figure E.2: The Cumulative Distribution Function (CDF) plots of the confidence intervals for the
discrete power law model calculated by 100 simulations for (A) Bathycoccus prasinos, (B) Chlorella
sp. NC64A, (C) Coccomyza subellipsoidea C-169 and (D) Gonium pectorale. The grey data points
indicate the simulated points, and the black data points indicate the observed gene family occupancy
data. For a CDF, F(x) is a probability between 0 and 1.
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E. Cumulative Distribution Function Confidence Intervals
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Figure E.3: The Cumulative Distribution Function (CDF) plots of the confidence intervals for the
discrete power law model calculated by 100 simulations for (A) Micromonas pusilla strain CCMP1545,
(B) Micromonas sp. RCC299, (C) Ostreococcus lucimarinus and (D) Ostreococcus sp. RCC809. The
grey data points indicate the simulated points, and the black data points indicate the observed gene

family occupancy data. For a CDF, F(x) is a probability between 0 and 1.
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