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Abstract 

Bioenergy and bioproducts are widely regarded as one of the key contributors to 

reducing global greenhouse gas emissions. Utilisation of wastes or pests could provide 

an alternative feedstock to avoid land use complications and reduce costs. An example 

of a potential feedstock is the invasive aquatic macrophyte water hyacinth (WH), 

however, due to its heavy metal content, moisture content and cost of removal, it has 

yet to be valorised or used on a large scale. The aim of this thesis was to demonstrate 

the potential utilisation of WH in a biorefinery concept, to produce bioproducts, with a 

focus on protein and bioenergy. 

This work focussed on the comparison of biomass composition across various 

locations, pollution sources and degrees, and timescales. The results demonstrated 

that water hyacinth has a high variability across locations with particular impact from 

the residence time of the waterbody: a lower residence time appeared to increase plant 

contamination despite reduced pollutant concentration within the water. The 

phenological study demonstrated that if a growth period can be identified, then clear 

trends can be observed, in particular where growth methods by WH are identified. 

However, all sites demonstrated increased heavy metal content at the same time as 

reduced protein content, suggesting that either protein recovery or heavy metal 

removal should be prioritised when harvesting plants. 

When cultivated under controlled conditions, it was evidenced that WH growth rate had 

a strong linear relationship with water nitrogen concentration but that other factors such 

as plant density and temperature did have an impact. The source of nutrients did have 

a significant impact on growth, but all nutrient sources fit within a 95% confidence of 

the linear relationship. However, the relationship identified here resulted in a lower 

growth than literature, suggesting that optimisation was still possible. 

The potential for protein extraction from water hyacinth was examined, utilising an 

alkali acid extraction. This demonstrated that a safe protein precipitate could be 

produced from water hyacinth leaves, but the yields were lower than other feedstocks. 

The fibrous residue, from the alkali extraction, demonstrated an improved biogas yield 

as compared with the raw biomass. The data was utilised in various scenarios, it was 

demonstrated that a WH biorefinery was not economically viable on a large scale due 

to the high running costs, but on a small scale could provide enough biogas to replace 

1- 6 cylinders of liquid petroleum gas, 14.2 kg cylinder for a single family. Whilst 

optimisation could improve the viability of the large-scale systems, the value of 

digestate would be the most significant change, whilst non-direct benefits from 

harvesting should be investigated further.
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Chapter 1.  

Introduction 

Human evolution has been impacted by major events throughout our development; the 

control of fire through to the invention of the internet, our lives have been shaped by 

many different events. Arguably one of the most significant events, in the span of the 

modern human, has been the industrial revolution which has defined our lives and led 

to a significant impact on the planet. This industrial revolution allowed humans to thrive, 

in ways that had previously not been possible, resulting in a dramatic increase in 

population and consumption. This has culminated in the declaration of a climate 

emergency [1]: the continual rise of human population and anthropogenic pollution, in 

particular greenhouse gas (GHG) emissions, has resulted in significant damage to the 

natural world. The sustainable development goals (SDG) define the issues that face 

humanity and are therefore the focus of modern-day research and innovation [2]. The 

most recent SDG report details the impacts of the COVID-19 pandemic, the conflict in 

Ukraine and the ever-present threat of climate change, as the most pressing threats to 

humanity. Chief amongst these threats are energy and food security that, for the first 

time, the Ukraine conflict has thrown into the spotlight for the developed as well as the 

developing nations. 

1.1. Energy and food security 

Population rises and threats from climate change have resulted in a disparity between 

developing and developed nations. Whilst the conflict in Ukraine and the COVID-19 

pandemic have threatened the energy and food security of developed nations, these 

issues have been prevalent in developing nations for decades, and have only been 

worsened by global challenges; in 2021, 150 million more people were faced with 

hunger than in 2019, with 2.3 billion people in a state of food insecurity [2]. This is a 

direct result of the COVID-19 pandemic, resulting in 47% of the global population under 

the stress of inflated food prices [2]. However, this has been further exacerbated: in 

early 2022, the global food market was 30% higher than the previous year, reaching an 

all-time high as a result of inflated energy and fertiliser prices, amongst other factors 

[2].  

The disparity, between developed and developing countries, is evident when 

comparing energy security. Whilst the conflict in Ukraine has led to a mass reluctance 

of utilising Russian gas, 100% of people living in Europe, Northern America, Australia 
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Plate 2.1-1: Water hyacinth flower from Pune, India (May 2019). 

2.1.1. Global distribution of water hyacinth 

WH originated in Brazil, where samples were collected and taken to Europe to be 

grown in various botanical gardens, see Figure 2.1-1, such as Royal Botanical Gardens 

Kew, Gottingen and Monaco.  

The first recorded introduction of WH was Louisiana in 1884 [23], however, there is 

some evidence that the plant had already been introduced into Japan at this time [25]. 

Records do not give a complete answer surrounding the introduction of WH to the rest 

of the world, however, it is generally believed that plants were brought on ships by 

early European explorers and grown in botanical gardens, evidenced by the seemingly 

simultaneous introduction of WH into several continents [25]. WH then showed its true 

nature: escaping into natural water bodies, WH was able to spread rapidly and begin to 

cause global devastation [25]. Whilst WH primarily came from Europe, the European 

climate is too temperate for WH to dominate freshwater systems and therefore only 

Portugal was significantly affected [25]. Africa had documented infestations in early to 

mid-1900s, in Egypt, South Africa and Congo before extending along major rivers 

(White Nile, the Nile Delta) and was escalated by high floods [25], it is now a major 

issue in many water bodies [25,32]. 
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Figure 2.1-1: Cultivation of water hyacinth in a botanical garden [35]. 

Today, WH grows freely across 6 continents and almost 100 countries, portrayed in 

Figure 2.1-2; the full list is described in Appendix A. Figure 2.1-2 demonstrates the 

global domination of WH, however, there are significant gaps in the literature where 

WH has been documented, this most likely due to lack of published data. This is 

particularly a problem in countries in Central Africa, including South Sudan, Central 

African Republic and Chad.  

Chad is a prime risk for WH infestation due to many international tributaries, an 

internationally shared lake and favourable fertile basin [36]. However, it has been 

suggested that WH is not present in Chad [37], despite several false alarms from Lake 

Chad [36]. The ecology of Lake Chad is dominated by other macrophytes, water lettuce 

(WL), submergent reeds and reeds (mostly Cyperus papyrul) [36], which reduce the 

nutrient levels of the lake and may contribute to the absence of WH. 

Libya has a high risk for infestation due to optimal climate and location, countries with 

access to the Mediterranean are at high risk of infestation [38], however, there is no 

definitive evidence for any infestation. The majority of the Libyan population have 

access to clean and sanitary water [39], this suggests that the ground water, which 

accounts for 95% of the water reserves, may contain low concentrations of pollution, 

both industrial and nutrient rich, therefore reducing the probability that WH can 

dominate the water systems. 

Somalia is situated to the east of Ethiopia and Kenya; these countries have large areas 

that are dominated by WH but despite this, WH has yet to be reported in Somalia 

[38,40]. This is likely be due to the topography around the borders of Somalia: the area 

between Somalia and Kenya is largely arid therefore they is little water or plant transfer 

between the countries [41]. 
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Figure 2.1-2: Distribution of water hyacinth showing the tropic zone (adapted from [35]). 
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Table 2.1-1: Changes biochemical composition of water hyacinth by location (% of dry weight). 

Reference [42]1 [49] [50] [51] [48] [52] [53] [54] Overall 

Waterbody Unknown Unknown Ponds River Sewage 
Lagoons Canal Canal and 

Ditch Tank N/A 

Pollution Source Unknown Unknown Unknown Unknown Sewage Unknown Unknown Unknown N/A 

Location Unknown India India China USA Egypt Egypt India N/A 

Moisture Content - - - - 95.0 93.8 90.5 90.6 90.5- 95.0 

Organic Matter 83.6 - - - - - 74.3 83.7 74.3- 83.7 

Fat - - - - 1.6-2.2 - - - 1.6- 2.2 

Protein 16.3 11.9 - - 9.7-23.4 17.0 20.0 - 9.7- 23.4 

Esther Extract 1.6 - - - - - 3.5 - 1.6- 3.5 

Fibre 16.3 - - - 18.6-19.5 - 18.9 - 16.3- 19.5 

Nitrogen Free 
Extract 49.4 - - - - - 31.9 - 31.9- 49.4 

Ash 16.4 20.2 - - 11.1-20.4 - 25.7 - 11.1- 25.7 

Neutral Detergent 
Fibre 56.1 - - - - - 62.3 - 56.1- 62.3 

Acid Detergent 
Fibre 37.7 - - - - - 29.0 - 29.0- 37.7 

Cellulose 25.6 17.8 24.7 25.6 - 31.0 19.7 18.0 17.8- 31.0 

Hemicellulose 18.4 43.4 32.2 31.8 - 22.0 33.4 34.0 18.4- 43.4 

Lignin 9.9 7.8 3.2 3.6 - 7.0 9.3 26.4 3.2- 26.4 
1Referenced from Valk (2015) [55] 
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2.1.2. Morphology of water hyacinth 

2.1.2.1. Seedling 

Mature WH plants develop 500 ovules with approximately 50 seeds per capsule, which 

can rise to 500. The seeds are extremely small, 0.5mm-4mm x 1.0mm, and sink to the 

bottom of the water, or can become trapped on the mat, where they lie dormant until 

optimal conditions arise, which can exceed 20 years [23,26]. WH seeds require warm 

and shallow water to germinate , producing 5 small leaves before the sixth and further 

leaves allow the seedling to break from the rootstock and reach the surface [56]. 

Numerous fibrous roots form at the base of the stem of the juvenile, before forming 

feathery hairs surrounding the main fibrous roots [26,56]. Leaves form at the apical bud 

at the centre of the rosette; these tend to elongate as crowding occurs [56].  

2.1.2.2. Shoot 

The shoot exhibits sympodial branching, producing stolons with short internodes, each 

bearing a leaf and roots [25,56]. The axillary buds are predominantly stolon buds but 

do not all develop into stolons [25]. The stolon tends to be purple/violet in colour and 

can reach 50 cm in length before breaking off to allow the daughter plant to breakaway 

easily [25,26]. This occurs less regularly in plants that are in overcrowded areas, like 

the centre of the mat, compared to plants at the edge of the mat [25,26].  

2.1.2.3. Root 

The root morphology is dependent on the depth and flow of the river [25,26,56]. WH 

produces main fibrous roots surrounded by feathery hairs that give it a high surface 

area and can allow it to thrive on very short but ample roots [25]. The roots can be up 

to 3m long and make up half of the biomass of the plants, but when in nutrient rich 

waters, the roots can be one fifth the size of the petioles, compared with nutrient poor 

zones where the roots can be over 3 times the length of the petioles [25,26]. It has 

been shown that the ratio of roots: leaves and/or petioles, demonstrates a linear 

negative correlation, corroborating the hypothesis that as root size increases, due to 

poor nutrient conditions, the leaf and petiole size decreases [57] 

The roots of WH are predominantly white when grown in darkness, however, if 

exposed to light they develop a pink/purple hue [25,26]; it has been reported that this is 

a defensive adaptation to make the roots less visible to aquatic organisms, though 

there is little evidence of this [25]. 

The feathery roots of WH allow the roots to stay suspended in the water, however it is 

possible for WH to root into the ground [26]; this tends to produce the midget form of 
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Plate 2.1-3: Water hyacinth, with daughter plant, from Pawana River, Pune, India (April 
2019). 

2.1.2.5. Flower 

The lilac flowers develop on a terminal inflorescence that has between 4 and 25 

flowers, depending on the size and variation of the plant [25,26]. The flowers contain 

six stamens though pollinators are largely unknown: Barrett states that a major factor 

limiting sexual reproduction are low and inefficient pollination [59]. The flowers are 

beautifully coloured but short lived; during summer the average cycle is completed with 

two days [23,25]. Penfound and Earle  describe the anthokinetic cycle in detail, 

suggesting that the bud starts to open at ~1700 and is beginning to wilt by the same 

time the next day [23]. The stem begins to bend before the flower head dips into the 

water where the fruit develops. The curvature occurs due to elongation of the 

epidermal and hypodermal cells [25]. 

WH belongs to the Pontederiaceae family, this is one of very few families to exhibit the 

floral variation known as tristyly, characterised by three differing forms: long styles and 

two anther levels below the stigma (long-style); one set of anthers above and one 

below the stigmas (mid-style); and anthers at two level above the stigmas (short-style) 

[60]. These variations are all compatible and show little variation in seed production. 

The pollinators for WH have been poorly studied, vary from location to location and are 

considered to be the limiting factor in the sexual reproduction of WH [59,60]. 

Stolon 

a) 

b) 
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2.1.2.6. Morphological composition variation 

The parts of the plants that comprise the majority of the plant are the leaf, root and 

petiole, therefore, these are the most widely studied. However, there is little consensus 

on how biochemical composition varies between the tissues, see Table 2.1-2. The 

protein content of the above water parts, leaf and petiole, are often higher than the 

below water below water tissue, root. This is also true for WL [61], however, the protein 

content is lower than WH. The opposite is true for ash content, due to the high heavy 

metals (HM) concentrations in the root, see Table 2.1-3, WH roots tend to have a 

greater concentration of ash than above water tissues, however, petioles can store 

excess nutrients which can form high concentrations, see Table 2.1-4. As previously 

stated, whole WL plants contain higher ash concentrations than WH, this is replicated 

in the tissue analysis: Wasagu et al. reported values of 35.2 and 44.5% for the ash 

content of the leaf and root, respectively [61]. This shows that WL has a higher ash 

content than all but one example in Table 2.1-2, and that the root contains greater ash 

than the leaf. The HM concentration in WH roots demonstrates that various elements 

are concentrated more than others: Cr, Cu, Fe, Mn and Zn are all concentrated more 

than the other elements listed in Table 2.1-3. Further investigation into the 

phytoremediation properties of WH will be described later in this study. Table 2.1-4 

demonstrates that nutrient concentrations vary amongst the tissues, however, there is 

not enough evidence to demonstrate a trend from this data. K appears to be 

concentrated in high amounts with all tissues, followed by Na, then Mg and Ca. 

Table 2.1-2: Biochemical analysis of water hyacinth tissues (% dry weight). 

Ref. 
Plant 
Part Cellulose 

Hemi-
cellulose Lignin Protein 

Total 
Carbohydrate Lipid Ash 

[62] 
Leaf - - - 15.9 31.5 - 14.4 

Petiole - - - 15.9 31.2 
 

12.4 
Root - - - 15.2 28.4 

 
12.5 

[63] 

Leaf 
8.7 8.4 11.5 - - - 19.9 
12.8 24.0 14.3 - - - 12.4 

Petiole 
8.4 3.0 4.5 - - - 26.8 
14.2 25.8 5.9 - - - 14.4 

Root 
16.0 7.7 13.4 - - - 26.0 
15.9 27.5 8.8 - - - 14.6 

[64] 
Leaf 29.9 31.8 5.5 22.0 - 1.9 13.1 

Petiole 29.3 28.4 18.4 7.7 -- 1.0 21.2 
Root 18.1 16.2 15.7 3.3 - 0.7 50.1 
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Table 2.1-3: Changes in trace element concentration water hyacinth roots by location (ppm, dry weight). 

 

 

 
[65] [66] [67] [68] [69] [70] Overall 

Water Body Wetland Tank (collected 
from River) 

Tank (unknown 
collection) Reservoir Pond Irrigation Canal N/A 

Pollution Source Industrial Industrial Mixture Mixture Industrial Unknown N/A 
Location Brazil Ivory Coast Iran México Pakistan Egypt N/A 

As - - - 9.3 - - 9.3 
Ba - - - 86.6 - - 86.6 
Co - - - 18.6 - - 18.6 
Cd 0.2-0.4 0.7 19.9 0.4 3.5-5.8 0.1-0.3 0.1-19.9 
Co - - - 18.6 - 14.5-21.7 14.5-21.7 
Cr 3.3-4.6 655.3 - 63.6 - 36.8-86.8 3.3-655.3 
Cu 0.5-0.9 225.2 - 74.6 666.7-1313.0 16.5-41.5 0.5-1313.0 
Fe - - - - - 9987.9-22612.0 9987.9-22612.0 
Mn - - - - - 2623.9-7198.2 2623.9-7198.2 
Mo - - - 9.6 - - 9.6 
Ni 0.4-0.7 104.5 0.1 69.6 - 20.3-50.3 0.1-104.5 
Pb 0.4-5.2 1792.7 - 37.6 1049.0-1738.0 0.1-4.5 0.1-1792.7 
Ti - - - 900.0 - - 900 
V - - 0.2 80.6 - - 0.2-80.6 
Zn 3.1-5.5 - - 249.0 - 42.8-136.2 3.1-249.0 

17 
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Table 2.1-4: Nutrient variation in water hyacinth tissues. 

Reference 
Plant 
Part 

Concentration (ppm), dry weight 
K Na Ca Mn Mg 

[62] 
Leaf 12,128 11,430 8541 4980 7,243 

Petiole 12,618 11,566 7436 5392 6,453 
Root 12,292 11,611 7176 4662 6,336 

[48] 

Leaf 
36,000 18,300 7,560 69 8,490 
36,000 18,300 2890 69 8,490 

Petiole 
27,300 12,100 8,760 88 1,540 
33,000 6,570 4110 176 2,570 

Root 
30,300 10,200 6,860 41 1,810 
28,000 25,600 5420 356 2,830 

2.1.3. Phenology of water hyacinth 

WH is persistent throughout the tropics and has extended its reach outside, displayed 

in Figure 2.1-2, despite the reduction in growth WH exhibits at low temperatures. WH 

grows rapidly during elevated temperature periods, whilst during winter its growth is 

minimal due to death of leaves [23]. Center and Spencer have given a detailed analysis 

of WH growth cycle in a climate with near freezing temperatures; however, this may not 

be representative of plants in more tropical conditions [56].  

WH produces seeds in the spring, where the ovary produces a small capsule 

containing approximately 500 seeds [23,26], that sink to the bottom of the water body. 

However, the plants predominantly reproduce via clonal propagation [26,56,71]; 

daughter cells are produced at the end of fragile stolons, see Plate 2.1-3b, that are 

easily broken to allow the dispersal of ramets into the water body [26]. The cold 

temperatures during winter cause losses of WH which can have significant population 

reductions, before clonal growth intensifies in spring due to small pockets of plants that 

survive [24,25,56,72]. This data is predominantly for countries that experience high 

temperature based seasonal variation (e.g., USA); for countries whose seasons are 

less severe, reduction in growth is more likely. Countries that experience powerful 

monsoon seasons, similar reductions may occur due to strong water flow from high 

rains, potentially requiring seed repopulation, however, there is little evidence of this in 

literature. 

The density of WH mats rapidly increase during the spring before decreasing during 

early summer but remaining constant for the rest of the season [23,24,56]. This is in 

contrast to leaf length which peaks in summer before declining over the winter months 

[23,56]. Flowering begins in mid-late spring and is at maximum bloom during early 

summer [23], although flowering is not uniform across the mats and often occurs in 

small portions of a population [25]. Flowering is affected by a variety of factors; the 
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dominant of which is plant density and is usually more profuse in areas of lower 

densities (number of plants per unit of area) [25]. The fruit of WH usually occurs in the 

water to increase the dispersal of seeds and to ensure that a minimal amount of the 

seeds are trapped on the mat [25]. Center and Spencer determined three distinct 

periods of growth; the first phase starts after the shoots are killed during winter and 

results in a redistribution of the biomass before the plant begins the second phase in 

spring and starts to rapidly increase clonal propagation [56]. The third phase is the 

increase in total plant and leaf size as smaller plants are lost and the larger plants 

dominate and start to flower. This cycle is very different depending on the climate; 

Gopal suggests evidence of plants flowering in January in southern India [25], as 

opposed to September in southern USA [23].  

The anthokinetic cycle of WH consists of two main phases, the flowering phase and 

bending phase. During the summer months of the USA, the cycle can be complete 

within 48 hours, though the buds can be visible for up to 10 days before flowering [23]. 

The flowers open in morning, taking ~1 hour to fully open; after one day the 

inflorescence begins to bend downwards from just below the inflorescence [23]. The 

ovaries develop over a 20 day period and do not need to be in the water to develop 

though the fruit production does generally occur in the water, and can develop more 

quickly in the water [23,25].  

As the fruit reaches maturity, it is detached from the inflorescence before releasing the 

seeds which sink to the bottom and lie until suitable conditions for germination arise 

[23,25,26]. The seeds root into the ground before growing float leaves to allow the plant 

to leave the sediment and float on the surface [23,25]. 

2.1.3.1. Phenological composition variation 

Abdel Shafy et al. studied both seasonal and organ variations in WH from the River 

Nile for a selected number of trace elements [62], see Figure 2.1-3. The data presented 

shows that Mg and Na peak during the March but Ca and K both peak slightly in the 

August whereas all macronutrients drop in the December. Similarly, all HMs peak in the 

August and reach minimum during December. August is the penultimate month of the 

dry season, where temperatures are at the peak and there is little rain [73], therefore, 

increased nutrient and HM retention could be due to concentrated elements within the 

low water levels, therefore increasing uptake. For variation in the tissues, Abdel Shafy 

et al. found little significant variation, though stated that other authors had found that 

these elements accumulated in the root more than the leaf and petiole [62]. 
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2.2.2. Light intensity 

WH grows best under intensive light, this is important for flowering and formation of key 

tissues, including leaves, roots and floats [25]. Penfound and Earle found that in 

America, the floats of mature plants only form in early spring when maximum solar 

radiation reaches juveniles, however, plants that grow in the absence of full radiation, if 

they were shaded by trees or growing on the bank, of below an average light intensity 

of 1400 lux, will not grow floats [23]. The elongated petioles of mature plants ensure 

maximum solar radiation reaches the leaves and if shaded, to below an average light 

intensity of 1400 lux, plants will die, although starch storage in the roots can take 12 

days to deplete [23]. This is important in lab-based experiments to ensure that average 

light intensity is ~5000 lux to simulate required solar radiation [23]. 

2.2.3. Waterbody 

WH can grow in a large variety of water bodies, including; lakes, streams, ponds, 

waterways, ditches and backwater areas in temperate and tropical zones [25,71]. 

However, WH seedlings require warm shallow water to allow germination and rooting 

into the sediment before they become buoyant enough to float [26,56]. WH mats are 

able to stabilize pH levels and temperature in still water; this prevents stratification and 

the mixing of gases into and within the water column [71]. The stabilization of physical 

factors by WH mats, produces a water body with higher carbon dioxide (CO2) tension, 

lower DO, a more uniform temperature and higher acidity [23]. WH can survive in a 

wide range of pH levels, 4-10, but is most successful in neutral water [71]; acidic 

waters have caused problems for WH for initial infestations and has reduced its impact 

in Guinea [82]. 

The depth of the waterbody can result in significant morphological changes in WH; 

plants that are rooted in shallow water tend to have a smaller root structure than 

floating plants, larger roots tend to provide greater growth and adaptability to drought 

conditions [25]. In countries that experience monsoons, the plants are often washed 

away from the high flood areas, this can lead to rapid spread of WH if the conditions 

are favourable.  

WH has a high rate of evapotranspiration, due to the increased size of its stomatal 

apertures, compared with other plants [23,25], this can be up to 3 times higher than 

local flora and reduces the water table [71], though this figure is highly variable 

depending on the location and the period of the year [25]. This increase has been 

linked with increased nitrogen supply: the increased nitrogen supply leads to a high leaf 

area index (LAI), which could account for this increase in evapotranspiration. This has 

caused problems in America, WH plants reduced the water table and affected the 
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have a lower impact on growth rate: Reddy et al. demonstrated that maximum growth 

rate was reached at a water concentration of 1.06 mg P/L [87]. This is supported by the 

findings of Imaoka and Teranishi, who stated that growth was independent of P 

concentration, within the biomass, from 2.0-10.1 mg P/g [80]. However, P 

concentration has been shown to impact the uptake rates of N and K [87,88]. It can be 

assumed that if P is above the limiting concentration, suggested to be 1.06 mg P/L [87], 

then it will have limited impact on the growth rate of WH.  

In contrast, increases in N concentration generally result in increases of growth and 

nutrient uptake rate. Wilson et al. suggested that the relationship between growth rate 

and water N concentration would begin to demonstrate a plateau beyond 10 mg N/L 

[81], however, this study did not include data beyond 10 mg N/L and produced an r2 of 

0.29 and 0.47, suggesting a weak fit. An examination of literature revealed that there 

were few studies that investigate the impact of water N-concentration (Nt) on the on 

absolute growth rate (AGR). These results from these studies were plotted, with Nt 

against maximum growth rate; this demonstrated a weak linear relationship, following 

the equation AGR = (0.64Nt) + 27.6, see Figure 2.2-1a, with a slope that was 

significantly different from 0. Reddy et at. reported a maximum AGR of 39.7 g 

DW/m2/day for 50.5 mg N/L and 32.2 g DW/m2/day for 25.5 mg N/L, these results 

represent reduced growth rate in comparison to the linear fit. Therefore, it is possible 

that these were anomalous results, or high Nt resulted in reduced growth. Removing 

these points produced stronger linear relationship with an equation of AGR = (1.6Nt) + 

22.3 , the p-value from the t-test was <0.05 and therefore, the relationship was 

significant; this fit is described as the LitFit from this point. This suggests that beyond 

30 mg N/L, the relationship may not be linear. This is similar to the conclusions drawn 

by Wilson et al., however, this study had a positive correlation beyond 10 mg N/L. In 

contrast, Fox et al. suggested that plant weight was increased up 80 mg N/L [89], 

however, this study gave no growth rate or initial plant weights so could not be included 

in this study.  

This study was based on few reports and could not be extended beyond 30 mg N/L. 

Therefore, this was identified as key literature gap; in an integrated system a predicted 

nutrient requirement would aid end users in minimising excess nutrient addition and 

predicting biomass production.  
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Table 2.2-1: Water hyacinth biomass density. 

Reference Details 
Plant Biomass Density* 

(kg FW/m2) (kg DW/m2) 

[23] Field Study in Los Angeles, Seasonal 
Peak 

46.3 2.71 

[56] Field Study in Florida 25.0 2.50 

[57] 

Drainage Canal, Lake Wauburg, Florida 32.6 3.26 
Drainage Canal, Paynes Prairie, Florida 25.5 2.55 

Farm Pond, Florida 23.1 2.31 
Lake Alice, University of Florida 22.6 2.26 

Biven's Arm, Florida 20.8 2.08 
Sewage Plant, Florida 18.6 1.86 
SR-23-B Pond, Florida 10.5 1.05 
SR-23-A Pond, Florida 7.0 0.70 

River Styx, Florida 6.7 0.67 

[75] 

Chairel Lagoon, Mexico 50.5 2.84 
Cruz Pintada Dam, Mexico 76.0 4.27 

Sanalona Dam, Mexico 57.0 3.20 
Solís Dam, Mexico 63.0 3.54 

Requena Dam, Mexico 51.0 2.87 
Endhó Dam, Mexico 51.0 2.87 

Valle de Bravo Dam, Mexico 67.0 3.76 

[78] 
Field Study in Florida 40.4 2.4 
Field Study in Florida 42.2 2.5 

[91] Small Ponds, Auburn University, Alabama 21.3 2.13 
[92] 1000L Concrete Tanks, Florida 10.0 1.00 
[96] Pond Series, Louisianna 29.7 2.97 
[97] 1000L Concrete Tanks, Florida 16.0 1.60 

[102] 1000L Concrete Tanks, Florida 67.0 6.70 
[103] Lake Ramgarh, Gorakhpur, India 12.5 0.72 
[105] Small Enclosures, Belo Horizonte, Brazil 20.3 2.03 

[106] 

Giant Water Hyacinth 25.0 2.50 
Dwarf Water Hyacinth 6.4 0.64 

Dymond (1974), cited by (Mitsch, 1974) 14.0 1.40 
Penfound (1956), cited by (Mitsch, 1974) 31.6 3.16 
Westlake (1963), cited by (Mitsch, 1974) 15.0 1.50 

Wahlquist (1972), as cited by (Mitsch, 
1974): No Fertiliser 

17.4 1.74 

Wahlquist (1972), as cited by (Mitsch, 
1974): P addition 

55.0 5.50 

Wahlquist (1972), as cited by (Mitsch, 
1974): P+N addition 

59.0 5.90 

*If not stated, 90% was used as moisture content to calculate fresh weight (FW) and dry weight 
(DW) 
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The high-water content of WH would reduce the applicability of thermal conversion 

methods, like combustion and pyrolysis. Secondly, WH has a higher ash content than 

most biomass utilised for thermal energy conversion [47]. Therefore, it is unlikely that 

WH would be considered for thermal conversion; however, it is possible that WH 

residue, from an alternative process like protein extraction, or WH roots could be 

disposed of utilising incineration. The high HM concentrations within the roots could be 

an obstacle for this method. The high HM content of WH could be a challenge for a 

variety of methods, in particular biological routes: the impact of toxic metals could 

reduce efficiency of biological conversion methods. Combustion would also be 

affected, where high HM or ash content can result in issues with slagging or fouling 

[139] and toxic emissions [140].  

Whilst a protein content of >10% is lower than other biomass utilised for protein 

extraction, soybean typically contains 40% protein [141], the variation in tissue protein 

content demonstrates that this biomass could be utilised as a feedstock for a variety of 

different methods. For example, high protein content within the leaves, low lignin 

content within the petioles and high trace metal concentrations in the roots could be 

utilised to for protein, AD and phytomining or high value element extraction, 

respectively.  

2.3.3. Phytoremediation 

Phytoremediation is the process of removing contaminants from soil or water. Various 

plants have been considered in literature, including WH, WL, Azolla pinnata and Lemna 

minor (Duckweed- DuW) [110,117,142,143], depending on their affinity for different 

contaminants. The key pollutants discussed here are HMs and nutrients. 

2.3.3.1. Heavy metals 

The phytoremediation of HMs from wastewater and polluted aquatic systems produces 

biomass containing high concentrations of toxic HMs, therefore, disposal or utilisation 

of this biomass is highly problematic. 

WH can tolerate high concentrations of HMs due to a low TF for a variety of metals. 

This includes Cd, Cr, Cu, Pb and Zn; when compared with Echinochloa polystachya, 

WH was able to accumulate higher concentrations, of these elements, in its roots, 

whilst containing lower concentrations in the above water tissues [65]. Similarly, WH 

has been shown to have a higher BCF, for Cd, Cr and Pb, than WL [66]. In this study, 

both WH and WL had a BCF of >1000, for Cu, Cr, Pb and Zn, indicating that the 

biomass contained 1000 times the concentration in the water, therefore, these plants 

would be considered hyperaccumulators [66]. The WH roots in this study had an 

increased BCF, compared with the whole plants, and reached 950 for Cd, indicating 
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that the roots alone contain a high enough concentration to be considered a 

hyperaccumulator for Cd, Cu, Cr, Pb and Zn. In contrast, Shirinpur-Valadi et al. found 

that WH shoots had a higher BCF than the roots, for Cd, Ni and V [67]; this is a highly 

unlikely result based on the low TF shown by previous studies. Shirinpur-Valadi et al. 

also reported that DuW accumulated greater concentrations of Cd, Co, Ni, Pb, V and 

Zn than WH [67]. This is in contrast to other comparisons of WH and DuW: Alvarado et 

al. demonstrated that WH was able to accumulate 600 mg As/ha/day, in comparison to 

140 mg As/ha/day for DuW, however, this was largely due to increased biomass 

production of WH [17]. Rai demonstrated that WH was able to accumulate greater 

quantities of Cu, Cr, Fe and Zn, than DuW, regardless of the concentration [143]. 

However, the increased concentrations of HM resulted in physiological/biochemical: 

reduction of chlorophyll, protein and sugar [143]; this is important as these components 

are vital for survival and utilisation. Gemeda et al. compared the uptake of Cr by WH 

and DuW; WH was able to accumulate greater total Cr and Cr (III), however, DuW was 

able to remove greater quantities of Cr (VI) [144]. This is an important distinction, it is 

vital to understand the nature of the pollutant, whilst WH was able to accumulate 

greater concentrations of Cr (III), if this was not the predominant form of Cr in the 

water, it would not be an appropriate choice for phytoremediation.  

As previously stated, WH has a low translocation factor for a range of metals and it has 

been demonstrated that WH roots can accumulate ten times more than the above 

water tissues [145]. However, translocation of toxic elements can occur: Victor et al. 

stated a translocation factor 3.35 for Cd [66], and Fawzy et al. showed highest 

concentration of Pb in the leaves [146]. However, for both studies, there were other 

metals that accumulated in greater amount in the roots. This translocation of metals is 

not a problem in low quantities, however, there is evidence that the presence of metals 

in the leaves reduces transpiration, even at low concentrations [147]. At higher 

concentrations, significant toxicity is exhibited [112], however, if the concentration in 

the water is still low then metals can be accumulated in significant quantities. 

WH has been suggested for biomonitoring due to the positive correlation between Cd 

concentration in the water and the roots [148]. However, it could be suggested that this 

is site dependent, corroborated by the findings of Majumdar et al., who demonstrated 

that the accumulation of As, Cd and Pb were not dose dependent [13].  

The removal of HMs by WH appears to highly element and site specific: Table 2.3-2 

displays a range of study locations, environmental conditions, HMs, concentrations and 

results. However, most studies agree that WH has a low TF and high BCF for the 

majority of elements studied. Figure 2.3-1 depicts the water HM concentration against 

the percentage removal, of various elements, from the studies shown in Table 2.3-2. 
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This demonstrates that there is significant variation between the studies and elements, 

with only Cd removing >60% for all conditions studied.  

 
Figure 2.3-1: Water heavy metal concentration against percentage removal by water 
hyacinth, from studies in Table 2.3-2. 

The translocation of metals, by WH, has been shown to be relatively low, this is 

corroborated by the studies of Table 2.3-2; these studies have been summarised and 

averaged in Table 2.3-1. This demonstrates that only Cd had a translocation factor >1, 

however, the large range resulted in an error margin that suggests that this may be 

insignificant. Out of the eight studies, that included Cd, listed in Table 2.3-2, five 

demonstrated a TF of >1, whilst two of the other three were <0.01. The implies that Cd 

translocation is highly variable, depending on the conditions. 

Table 2.3-1: Average heavy metal concentrations for water hyacinth below and above 
water tissues, from studies in Table 2.3-2. 

Element Concentration of tissue (ppm) Translocation 
Factor Below Water Above Water 

Cd 1.3 ± 1.7 0.9 ± 1.3 2.4 ± 2.9 
Co 5013.9 ± N/A 1164.3 ± N/A 0.2 ± N/A 
Cr 45.4 ± 35.9 10.3 ± 6.4 0.4 ± 0.3 
Cu 44.5 ± 34.2 19.6 ± 12.8 0.6 ± 0.3 
Fe 7916.9 ± 8949.7 1351.5 ± 1788.1 0.1 ± 0.0 
Mn 9.6 ± N/A 4.6 ± N/A 0.5 ± N/A 
Ni 31.3 ± 30.8 15.6 ± 16.5 0.4 ± 0.3 
Pb 166.9 ± 455.2 23.2 ± 42.7 0.7 ± 0.8 
Ti 900.0 ± N/A 166.7 ± N/A 0.2 ± N/A 
Zn 105.3 ± 127.8 74.2 ± 78.6 0.8 ± 0.2 
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The translocation of metals is related to the method of retention by the biomass; Vesk 

et al. investigated the localisation of HMs within the root tissue of WH [149]. This study 

determined that Al, Fe, Mn and Ti were localised on the surface of the roots, whereas 

Cu, Pb and Zn were in greater concentrations within the inner sections of the roots. All 

metals showed spikes in specific locations of the root, with the exception of Pb, which 

appeared to be consistent across a large range of the root, suggesting that it was at a 

low level distribution [149]. There was some increase in K and Mg within the centre of 

the root, this is likely due transportation of these elements to the stele for translocation 

up the plant [149]. The retention of Al, Mn, Ti and Fe on the epidermis external walls, 

suggests that there will be lower retention of these metals in comparison to metals 

contained within the biomass or cells [149]. It is believed that the toxicity of reduced 

forms, of Fe and Mn, is avoided through oxidation [149]. The external retention is likely 

to reduce the translocation of elements to the upper tissues. 

Translocation of HMs can lead to significant impacts on the survival of a plant; firstly, 

HMs can induce deficiencies in essential elements, this can be through dilution of 

essential elements or substitution of the HM into metalloproteins [150]. Substitution of 

HMs can impact photosynthesis, with targets sites including photosynthetic pigments 

and enzymes, and photosystems [150]. One important damage mechanism is the 

substitution of the chlorophyll central atom, Mg, by HMs (Cd, Cu, Hg, Ni, Pb, and Zn) to 

produce a HM-chlorophyll molecule [151]. This primarily occurs at low light levels and 

often produce a complex that is more stable to irradiance than Mg-chlorophyll [151]. It 

has been shown that stress by Cu, impairs photosynthetic pathways quicker than 

impairments to cell division [152]; the blue-green Cu-chlorophyll complex is highly 

stable and appears vital even when dead [151]. 

 



 

 

 

Table 2.3-2: Heavy metal removal by water hyacinth.  

Area of Study Metals/ 
Metalloids 

Conditions 
(mg/L unless 

stated) 

Accumulation (mg/kg 
unless stated) Removal (%) General Results Reference 

IISER, 
Kolkata, India 

As, Pb, 
Cd 

Spiked 
Solution: 

1, 5, 10 As 
0.5, 1, 2 Pb 
0.1, 0.3, 0.5 

Cd 
 

Root (Highest): As 
1mg/L- 58.8; Pb 1mg/L- 
34.3; Cd 0.3mg/L- 2.5 
Petiole (Highest): As 

1mg/L- 16.74; Pb 
1mg/L- 18.7; Cd 

0.3mg/L- 1.9 
Leaf (Highest): As 

1mg/L- 12.2; Pb 1mg/L- 
11.6; Cd 0.3mg/L- 1.4 

N/A 

Used as substrate for 
vermicomposting. 

Control soil contained 
As 134.69 mg/kg 

compared to 23.9 for 
vermicompost. Trial on 

fruit bearing plants 
showed little 

contamination and 
improved growth. 

[13] 

Sleman, 
Yogyakarta, 
Indonesia 

Fe, Cu, 
Cd, Pb 

Leachate 
from 

Integrated 
Waste 

Disposal 
Management 

Plant 

N/A 

Using Electro-
Assisted 

Phytoremediation 
77.8, 22.0, 31.6 and 
30.0% was removed 

after 11 days (Fe, Cu, 
Cd, and Pb) 

Decrease in TDS, EC 
but increase in DO. [109] 

Bukit Besi, 
Terengganu, 

Malaysia 
Fe 

Polluted lake: 
Fe 2 

N/A Fe 90.5% 

After 28 days the WH 
was healthier than WL. 
WH was more effective 

at reducing P, COD 
and EC than WL and S. 

molesta. 

[110] 

Bolgoda 
Lake, 

Panadura, Sri 
Lanka 

Cd, Cu 

Stock 
Solution 

Cd 0.005, 
0.01, 0.02 
Cu 1.02, 

2.46, 4.78 

N/A 

100% Cd Removal: 
0.005- 2 days 
0.01- 2 days 
0.02- 3 days 

100% Cu Removal: 
1.02- 2 days 

No plant survived more 
than 14 days. 

Rapid decrease of Cd 
in first 24 hours 

(sorption) 

[112] 
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2.46- N/A (>6 days) 
4.78- N/A (>6 days) 

Loktak Lake, 
Manipur, 

India 

Cu, Cd, 
Cr, Zn, Fe 

Spiked 
Solution: 
1, 2, 3 

N/A 

1, 2 and 3 mg/L (15 
days): 

Fe 85, 75, 73 
Cu 89, 78, 74 
Cd 95, 86, 84 
Cr 93, 89, 78 
Zn 97, 89, 81 

Maximum removal on 
12th day. 

WH was more efficient 
than L. minor and A. 

pinnata. 
Reduction in 

chlorophyll, protein and 
sugar with increased 

HMs. 

[143] 

Caximba 
Landfill, 

Parana, Brazil 

Cu, Cr, 
Zn, Ni, 
Pb, Cd 

Landfill 
leachate 
treatment 

lagoon 
Natural 

wetlands with 
several 

species (WH 
dominant) 

Root: Cu 0.5-0.9; Cr 
3.3-4.6; Zn 3.1-5.5; Ni 

0.4-0.7; Pb 0.4-5.2; 
Cd 0.2-0.4 

Above Water: Cu 0.3-
1.9; Cr 2.0-3.5; Zn 

2.5-5.5 

N/A 

Reduction of 75% 
BOD, 63% COD, 84% 
ammoniacal N, 89% 

TN, 70% P. 
Higher Cd, Cr, Pb in 

roots than E. 
polystachya. Lower 

metals in above water. 

[65] 

Unknown 
River, Ivory 

Coast 

Zn, Cd, 
Pb, Cu, 

Cr 

Industrial 
Park 

Wastewater 

Root: 
Zn 1792.7 

Cd 0.7* 
Pb 104.5 
Cr 655.3 
Cu 225.2 

Zn 97.6 
Cd 64.3 
Pb 87.5* 
Cu 71.2* 
Cr 8.3* 

Cd had a TF of 3.35 
(rest were <0.5). 

Roots had a BCF of 
957-8428 for all metals. 

[66] 

Rasht, Gilan,  
Iran 

Pb, Zn, 
Cr, Cd 

Various 
Rivers and 
Lagoons: 
Cd 0.027-

0.052 
Cr 0.01-0.65 
Zn 2,7-26.5 

Roots Mean: Cd 19.93; V 
0.19; Ni 0.09 

Above Water Mean: Cd 
173.9; Co 4.91; V 2.17; 
Cr 21.78; Zn 241.6; Ni 

2.6; Pb 115.7 

N/A 

Compared with DuW, 
Cyperus alterifolius, 
Canna x generalis 
DuW fronds had 

highest uptake of Cd, 
Co, V, Cr, Zn, Ni and 

Pb. 

[67] 
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Eutrophied 
Lake (Not 
Stated) 

Zn, Cr 

Stock 
Solution 

Zn(NO3)2.6H
2O 

K2Cr2O7.5H
2O 

N/A 

Zn 
0 Nutrients- 97 

0.5 Nutrients- 91 
1 Nutrients- 86 

Cr 
0 Nutrients- 90 

0.5 Nutrients- 87 
1 Nutrients- 82 

Maximum removal at 
neutral pH, low salinity, 

low metal 
concentrations, lack of 

nutrients 

[156] 

Dhanbad, 
Jharkhand, 

India 

Mn, Cu, 
Pb, Cd 

Mine Waste: 
Mn 0.06-0.22 

Cu 0.002-
0.009 

Pb 0.010-
0.014 

Cd 0.001-
0.005 

Leaf: 
Mn 62.9-67.9 
Cu 3.86-13.54 

Pb 3.4-5.06 
Cd 0.037-0.13 

N/A 

More metals in 
sediment than water. 

Root concentrates 
metals but leaves are 

75% of above water dry 
matter so can reach 

high total. 

[157] 

Freshwater 
Ponds, 
Lahore, 
Punjab, 
Pakistan 

Zn, Pb, 
Fe, Cu, Ni 

Leachate 
Addition (%): 
0, 25, 50, 75, 

100 

N/A 

Highest Removal 
(75% Leachate): 

Zn 90.09 
Pb 84.44 
Fe 87.10 
Cu 92.96 
Ni 81.56 

Significant reduction of 
pH, TDS, BOD and 

COD for 50% and 75% 
leachate. 

Removal was poor for 
100%. 
TF <1. 

[158] 

Aquaculture 
Store, Bogor, 
West Java, 
Indonesia 

Zn 

Artificial 
AMD: 10, 20, 

30 
AMD: 7790, 

pH 3 

10: 1581.16 
20: 3165.31 
30: 3967.92 

7790: 1190.02 

10: 0-19.4 
20: 7.1-27.8 
30: 8.3-18.2 
7790: 0-21.6 

Artificial AMD showed a 
pH increase and no 

adverse effects. AMD 
showed toxicity 

symptoms in the 2-
week period. pH rapid 

increase over 1st 3 
days then slow 

increase. 

[159] 
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Nile Delta, 
Egypt 

Cd, Co, 
Cr, Cu, 
Fe, Mn, 

Ni, Pb, Zn 

River Water: 
Co 0.01-0.08 
Cr 0.22-2.99 
Cu 0.03-0.05 
Fe 1.08-4.20 
Mn 0.12-0.54 
Ni 0.22-2.93 
Pb 0.01-0.05 
Zn 0.09-0.43 

Cd (ug/L) 
0.67-1.50 

Co 0.3-21.4 
Cr 1.7-82.2 
Cu 3.2-30.4 

Fe 353.9-20752.2 
Mn 182-7195.9 

Ni 1.5-49.2 
Pb 0.4-2.9 

Zn 7.6-133.6 
Cd 0.07-0.20 

N/A 

BCF >1 for all; TF <1 
for all but Pb; Higher 

levels in Roots. 
Concentrations in 
tissues showed 

correlations with water 
concentration 

suggesting 
biomonitoring potential. 

[160] 

Valsequillo 
Reservoir, 

Puebla, 
México 

Co, Zn, 
As, Ni, 
Cu, Pb, 

Ti, Cr, Ba, 
Mo, V, 
Hg, Cd 

Valsequillo 
Reservoir 

(ug/L): 
Co 1.2 
Zn 6.9 
As 3.4 
Ni 4.8 
Cu 1.7 
Pb 0.9 
Ti 3.2 
Cr 2.0 

Ba 78.9 
Mo 1.4 
V 4.7 

Cd 0.6 
Hg 0.6 

Submerged Mean: Co 18.6; 
Zn 249.0; As 9.3; Ni 69.6; 

Cu 74.6; Pb 37.6; Ti 900.0; 
Cr 63.6; Ba 86.6; Mo 9.6; V 

80.6; Cd 0.4; Hg BDL 
Above Water Mean: Co 
2.6; Zn 159; As BDL; Ni 

23.3; Cu 18.0; Pb 15.0; Ti 
166.7; Cr 14.3; Ba 175.6; 
Mo 4.6; V 15.3; Cd BDL; 

Hg BDL 

N/A 

Higher sediment metal 
concentration than 

water. 
All TFs <1 except Ba 

(3.49). 
Mirroring of roots and 

sediment HMs, 
prediction that root 

deposition contributes 
to pollution. 

[68] 

Ayetoro 
waterways of 

Ilaje Local 
Government 
Area (LGA), 
Ondo State, 

Nigeria 

Pb, Cu, 
Fe 

Stock 
Solution 1000 
mg/L of each 

metal 
1, 2, 5 and 10 
mL of stock 

solution 

Root Mean (mg/g): 
Pb 10.78 
Cu 5.88 

Fe 183.18 
Petiole Mean (mg/g): 

Pb 3.46 
Cu 3.65 
Fe 10.48 

1mL- Pb 45.81; 
Cu 19.29; Fe 

72.03 
2mL- Pb 25.62; 
Cu 10.69; Fe 

42.77 
5 and 10 mL- No 

significant 
reduction 

No visible effects from 
1 or 2 but 5 and 10 had 
high Cu so no removal 

(21 and 30 mg/L), 
suggested due to 

reduction in 
transpiration.  

Fe showed low 

[161] 
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Leaf Mean (mg/g): 
Pb 0.56 
Cu 0.74 
Fe 7.58 

retention in deionised 
water. 

Hayatabad 
Industrial 
Estate, 

Peshawar, 
Pakistan 

Cd, Cu, 
Pb 

Industrial 
Park 

Wastewater: 
Cd 5.4 

Cu 14.5 
Pb 7.25 

Root: 
Cd 3.5-5.8 

Cu 663.7-1313 
Pb 1049-1738 
Above Water: 

Cd 1.4-3.3 
Cu 97.2-101.5 
Pb 118.3-155.4 

Cd 72.2 
Cu 82.3 
Pb 78.1 

BCF: Cd 62; Cu 3666; 
Pb 10383. 

Highest root 
accumulation of Cu and 

Pb, WL highest Cd. 
Translocation: 

Cattail<WL<WH<DuW 

[69] 

Lian River, 
Guangdong, 

China 

Ag, Cd, 
Co, Cr, 
Cu, Mn, 
Ni, Pb, 
Sb, Sn, 
Tl, Zn 

13 sites- 
Sediment 
(mg/kg): 

Ag 0.29-84.3 
Cd 0.76-17.6 
Co 8.3-24.7 
Cr 66.4-211 

Cu 60.1-4901 
Mn 363-868 
Ni 55.4-1115 
Pb 80.3-2225 
Sb 35.6-459 
Sn 26.2-388 
Tl 1.13-1.47 
Zn 318-2060 

Leaf: 
Ag 0.007-0.579 
Cd 0.044-0.521 
Co 0.12-1.81 
Cr 14.6-86.2 
Cu 15.0-43.5 
Mn 221-958 
Ni 2.87-32.3 
Pb 1.26-5.57 
Sb 0.30-15.4 
Sn 0.68-18.3 

Tl 0.005-0.040 
Zn 36.9-197 

N/A 

All sites measured had 
Cu above the tolerable 
limits for Sheep and 1 

for cattle. 
Relationship between 

root and sediment 
concentration 

(R^2>0.75) for Ag, Cd, 
Ni 

[162] 
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Sawangan, 
Depok, West 

Java, 
Indonesia 

Pb, Cd, 
Cu 

Water from 
Situ Agathis 

Lake, Depok, 
West Java, 
Indonesia 

Root: 
Small- Pb 1.34; Cd 0.047; 

Cu 53.5 
Medium- Pb 2.17; Cd 0.89; 

Cu 83.8 
Large- Pb 0.009; Cd 0.805; 

Cu 84.4 
Petiole: 

Small- Pb 0.15; Cd 0.05; 
Cu 16.7 

Medium- Pb 0.01; Cd 0.03; 
Cu 15.7 

Large- Pb BDL; Cd 0.018; 
Cu 11.2 

Leaf: 
Small- Pb 0.06; Cd 0.05; 

Cu 7.69 
Medium- Pb 0.08; Cd 0.02; 

Cu 15.1 
Large- Pb BDL; Cd 0.0007; 

Cu 17.6 

N/A 

Decreasing metal 
accumulation with size. 
Roots accumulate more 

HMs 
TDS reduced from 261 

to 204ppm. 
TSS reduced from 

0.0449 to 0.0151 ppm. 

[163] 

Clementi 
Station, 

Singapore 
(plants 

purchased 
from shop) 

Pb, Cu, 
Cd, As 

Stock 
solution: 
2 or 8 of 
individual 

metals 
2 combined 

Root Mean: 
393-3192 

Leaf Mean: 
6-10 

Pb 2- 100 (1 day); 
8- 100 (1 day) 

Cu 2- 100 (2 day); 
8- 100 (2 day) 

Cd 2- 99; 8- 89.5 
As 2- 100 (2 day); 

8- 99.5 
Combined- All 

100. Pb 1 day; Cu 
2 day; Cd 4 day; 

As 4 day 
Max 7 days 

Hyperaccumulator for 
Pb and moderate for 

the rest. 
Ligands (O-H; C-O; C-

C; C-H) aid in 
accumulation of HMs in 

tissues. 

[164] 
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Nile Delta, 
Egypt 

Cd, Co, 
Cr, Cu, 
Fe, Mn, 

Ni, Pb, Zn 

River Water 
(ug/L): 

Cd 0.2-2.0 
Co 10.0-83.0 

Cr 218.0-
2993.0 

Cu 6.9-73.9 
Fe 383.0-

6870.4 
Mn 64.3-

629.3 
Ni 223.5-
2934.0 

Pb 8.5-170.0 
Zn 70.0-788.4 

Root: Cd 0.1-0.3; Co 15-22; 
Cr 37-87; Cu 17-42; Fe 
9988-22612; Mn 2624-

7198; Ni 20-50; Pb 0.1-4.5; 
Zn 43-136 

Petioles: Cd 0.1-0.2; Co 
0.4-1.6; Cr 1.4-6.3; Cu 2.7-

16.8; Fe 351-1473; Mn 
209-604; Ni 1.5-6.4; Pb 

0.1-1.5; Zn 7.1-39.5 
Leaf: Cd 0.1-0.3; Co 0.1-
1.7; Cr 5.0; Cu 14.4; Fe 

396-2197; Mn 180-391; Ni 
2.8-7.9; Pb 0.1-2.0; Zn 

15.9-29.7 

N/A 

BCF >1 for all HMs. 
TF <1 for all HMs. 
T-values were not 

significant indicating a 
good fit of the 

equations to forecast 
HM uptake in the Nile 

Delta. 
R2 for BCF vs Water 

Concentration was >0.9 
for Co, Cr, Cu, Fe, Ni. 

[70] 

Marriott Lake, 
Alexandria 

Governorate, 
Egypt 

Fe, Cu, 
Ni, Pb 

Lake Water 
(ug/L): 
Fe 19.3 
Cu 4.6 
Ni 5.3 
Pb 2.3 

Root: 
Fe 5847.45 
Cu 28.20 
Ni 50.99 
Pb 32.38 

Above Water: 
Fe 653.03 
Cu 13.58 
Ni 40.20 
Pb 18.68 

N/A 

70% WH coverage, 25 
cm depth and retention 
time of 3-5 days was 
the optimum design. 

[165] 

*Estimated from Paper (graphical representation/calculation); BOD= Biological oxygen demand; COD= Chemical oxygen demand; EC= Electrical 
conductivity; TN= Total nitrogen; TDS= Total dissolved solids; DO= Dissolved oxygen; AMD= Acid mine drainage. 
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2.3.3.2. Nutrients 

WH has a high nutrient uptake rate which helps it to outcompete other aquatic plants; 

its high growth rate and uptake rate has led to WH being utilised as a method of 

reducing nutrients in natural ecosystems or nutrient based industrial waste waters.  

In Lake Caohai, WH was used in an attempt to stop eutrophication by removing P 

[166]; after the deliberate introduction of WH, downstream of the cultivation sites had 

reduced P by over half, as well as an increase in DO, despite the coverage of WH 

mats. Iamchaturapatr et al. compared the uptake of N and P by 21 different wetland 

plants, both emergent and floating, and demonstrated the WH had a poor nutrient 

uptake on an area basis, likely due to the high coverage of floating plants in 

comparison to emergent plants [167]. However, on a weight basis WH performed better 

than 16 and 19 plants for N and P, respectively; water caltrop and Manchurian wild rice 

out performed WH in the recovery of both N and P [167]. This is in contrast to a study 

comparing WH to WL, Limnobium laevigatum and Lemna sp., where WH recovered the 

lowest percentage of TN, however, it had the highest growth rate and greatest 

resilience to the swine wastewater effluent [43]. WH showed a maximum growth rate of 

5.2 g DW/m2/day, demonstrating a large decrease in the predicted growth rate shown 

in Figure 2.2-1. Another impact of the effluent was the reduction in lignin content of the 

plants [43]; this suggests that WH utilised in wastewater phytoremediation may be easy 

to break down and produce greater yields during certain energy conversion techniques. 

Swine effluents have been studied multiple times and recovery has been shown to be 

high: 88% and 100% of ammoniacal nitrogen (AN) and COD were removed, 

respectively [98]. This clearly shows that WH can remove high levels of nutrients from 

nutrient rich waste waters. The next step is to retain the nutrients and remove the 

biomass; in a study remediating sewage treatment effluent, WH tissues contained 5.42, 

1.97 and 4.57% for N, P and K, respectively [101]. 

The concentration of nutrients in the water is likely to have an impact on the removal of 

nutrients, for example, a reduced N:P ratio has been shown to reduce the adsorption of 

phosphorous [25,94]. This can occur due to increased denitrification of waters, a 

process that is exemplified by the presence of WH [168]. Fox et al. demonstrated that 

the percentage of N removal decreased as water N increased [89]. This relationship 

was from 40 to 300 mg N/L, in contrast, Imaoka and Teranishi examined the 

relationship of N recovery and water N concentration, from 0-50 mg N/L. This showed 

that recovery increased as N concentration increased, up to ~10 mg N/L, where the 

relationship plateaued [80]. The same relationship was true for water P concentration 

and P recovery, however, the plateau occurred above ~1 mg P/L [80]. Imaoka and 

Teranishi also showed that at a plant density >100 g/m2, the recovery of N and P was 
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Table 2.3-3: Average higher heating value of various biomass, adapted from [174]. 

Biomass Number of Samples Average HHV (MJ/kg) 
Energy Grass, Miscanthus 25 19.14 

Energy Grass, other 17 18.04 
Wood Material 18 19.58 
Wood Waste 9 18.47 

Cereals 16 18.61 
Millet 6 18.17 

Sunflower 6 20.26 
Hemp 6 18.04 
Waste 13 15.97 

Other Plant Material 28 19.79 
Other Non-Plant Material 10 20.32 

All 154 18.87 
*This study, analysed via bomb calorimetry 

There is little information on the effect of heavy metals in direct incineration of WH; 

however, combustion of coal high in arsenic leads to increased arsenic content in 

children [140], suggesting that hyperaccumulating plants like WH are not suitable for 

direct incineration. Further study of this is important as the use of residues for 

combustion may provide some energy recovery at the end of a different conversion 

process. 

2.3.4.1.2. Pyrolysis 

Pyrolysis is the thermochemical decomposition of organic materials in an inert 

atmosphere [175]. Pyrolysis and incineration work best when samples are dried; this 

suggests that these techniques are not suitable for WH, due to the high moisture and 

ash content, see Table 2.1-1. In experimental conditions, Biswas et al. demonstrated 

that pyrolysis of WH had a maximum yield of 24.6, 40.2 and 48.0% for bio-oil, gas and 

biochar, respectively, at temperatures varying from 300-450°C [175]. WH produced a 

higher yield of gas and char at its maximum conversion, compared with Azolla and 

Sargassum tenerrimum [175]. The analysis of the bio-oil showed a high concentration 

of functional groups, phenolic, ketones and nitrogen-containing groups, showing a high 

promise of a fuel [175]. 

2.3.4.1.3. Briquetting 

Briquetting produces a uniform fuel and increases certain characteristics to produce a 

better fuel. The main characteristics that are altered are a reduction in moisture content 

and increased energy density [176]. In general, briquettes have certain advantages 

over wood [176]: 
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2.3.5. Fertiliser production 

WH is an attractive feedstock for nutrient recovery, especially composting, due to its 

high mineral content [63]. Composting aides in stabilising organic matter with the aid of 

microbes under aerobic conditions [190]. The optimal C:N ratio for composting is 

variable , according to literature, and is given as ~15-40, which puts WH at the lower 

end of the range, suggesting that some additional feedstock is required [125,186]. WH 

has high moisture and key nutrients (N, P and K) so other than minor addition of some 

feedstock to increase C:N ratio, little is needed for good composting of WH. However, 

the accumulation of HMs in WH requires methods to reduce the concentration or 

bioavailability of these metals.  

One method of reducing the bioavailability of HMs is the addition of waste lime to 

compost [191,192]. Singh et al. showed that the addition of waste lime to compost 

resulted in a significant reduction in bioavailability and all metals were reduced to low 

or zero risk categories within the compost through the combination of rotary drum 

composting and lime additions [191]. However, Singh and Kalamdhad demonstrated 

that the addition of CM and sawdust, to vary the C:N ratio, resulted in a reduced 

effectiveness of lime and that the addition of lime had no effect on Mn [192]. The 

results from both studies showed that, in compost, bioavailability is more important 

than total concentration, in regard to toxicity.  

Another method of restricting the movement of HMs is vermicomposting; 

vermicomposting utilises interactions between microorganisms and earthworms to 

breakdown complex organic matter into smaller less complex fractions [13]. The 

earthworms are able to actively uptake non-essential toxic metals through their 

digestives systems [193]. It has been shown that Cu and Cd accumulated significantly 

with some accumulation of Zn and Pb though high levels of metals were still found in 

the coprolites (dung) of the worms [193]; however, the metals have a greatly reduced 

bioavailability [13]. Despite this reduced bioavailability, after growth trials utilising the 

compost, as a fertiliser, lettuce plants still had levels of HMs, Ni and Zn, above the 

critical toxic level, although Jordão et al. stated there were no visible signs of toxic 

stress [194]. In contrast, when fruit bearing plants (chickpea, chilli, coriander and 

tomato) were grown utilising vermicompost, the fruits contained significant amounts 

less HMs than the control, reaching negligible levels of HMs [13]. However, this study 

contained WH artificially spiked with As, Cd and Pb but did not include the Ni and Zn; 

this is a significant omission as Zn has been suggested to accumulate less in 

earthworms in vermicomposting [193,194]. 
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2.3.6. Protein source 

Plants are vital portion of animal feed, however, as a result of climate change, farming 

in tropical regions is becoming increasingly unstable [195], therefore, alternative 

sources of protein are rapidly developing [196]. Several studies have reported that WH 

has a high proportion of crude protein, Table 2.1-1, and in some cases even producing 

more protein per ha than soybeans [197]. However, this varies on the environmental 

conditions [198], as well as throughout the plant and across the season [62,199], 

peaking in juvenile leaves and during the spring/early growing season. However, WH 

contains high levels of cellulose, which is likely to reduce protein extraction from 

biomass [200], and HMs, making it a less favourable feedstock for protein extraction.  

2.3.6.1. Animal feed substitution 

WH has been used in many feeding trials, predominantly focussing on ruminants; 

however, most studies focus on partitioned plants due to high inorganic content of the 

roots, see Table 2.1-3, and the intercellular spaces in the petioles that can soak up 

water, requiring animals to drink greater amounts water to feel repleted, reducing their 

intake of feed [52]. Despite this, there are reports of WH trials that utilise more than just 

the leaves in feeding trials. de Vasconcelos et al. utilised whole sun-dried WH plants, 

or WH hay, to replace 0-80% Tifton-85 hay (on a DW basis) in the diets of sheep [198]. 

The trial demonstrated that dry matter (DM) intake was reduced, likely due to the 

inclusion of petioles, yet the blood plasma levels of urea, glucose, aspartate 

aminotransferase and gamma-glutamyl transferase were not impacted [198]. The 

authors suggested that WH hay could be economically advantages in the diets of 

sheep, despite a protein content of 15.9% [198]. This value would fit within the average 

protein content of WH shown in Table 2.1-1 and therefore could be increased if 

harvested at a different time or location, potentially increasing the value of the WH hay. 

In a similar experiment, Abdelhamid and Gabr fed WH hay, without roots, to sheep, 

however, they found that 50% was the optimal replacement due to the increased 

chance of tetany [53], possibly due to reduced levels of Ca, K or Mg. The authors also 

found that DM intake, digestibility, and nutritive values reduced as WH proportion 

increased, however, WH hay performed better than rice straw [53]. Neither report 

considered the long-term impacts of HM concentration on the animals, whereas 

Mekuriaw et al. utilised WH leaves in diet replacement sheep, determining that the HM 

concentration was below safe limits [201]. However, the authors found that WH leaves 

reduced the daily weight gain as proportion of diet was increased, with the DM intake, 

digestibility and protein intake also reducing [201]. Whilst the authors stated that HMs 

were below safe limits, no analysis of the milk or meat was conducted, therefore, the 

conclusion about safety cannot be confirmed. When introducing WH as 50% of the diet 
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in bull cattle, it was demonstrated that the dry matter intake was not affected, whilst the 

protein intake and daily weight gain were increased [202]. In a similar fashion, when 

introducing up to 45% WH in the diet of Red Sindhi cattle, protein intake and 

digestibility were increased. However, bloating also increased whilst rice straw intake 

reduced [203], likely due to the petioles soaking up water [52]. Therefore, a maximum 

of 30% was suggested. The inclusion of WH as 30% of the diet in dairy cattle required 

784 g FW/day [204].  

WH has also been utilised in the diets of goats [205,206] and Awassi lambs [207]. 

When utilised as goat feed, WH demonstrated a reduction in weight gain, as compared 

with the control diet, however, both studies concluded the reduction was low enough 

for WH to be considered an acceptable low costs alternative [205,206]. In contrast, diet 

replacement in Assawi lambs [207] and bull cattle [202] resulted in significant increases 

in protein intake, as well as total and daily weight gain. 

There are several examples of feeding trials to animals other than ruminants, Fouzi 

and Deepani used leaf powder to evaluate the impact of replace soy bean and fish 

meal in the diets of Tilapia [208]. This demonstrated that there was no significant 

difference between the feed conversion ratio and growth rate between the diets, 

therefore, WH could be utilised to replace 20% of high cost feeds, soybean meal was 

120 Rs/kg and fish meal was 290 Rs/kg [208]. Secondly, Moses et al. fed WH, with the 

roots removed, to rabbits, replacing up 15% of wheat bran; however, above 5% the 

growth rates were negatively impacted, despite the increase in protein content within 

the feed [209]. In contrast, Lu et al. demonstrated that ducks feed with 50 g of fresh 

WH per day, with the roots removed, had an increased daily feed intake, egg-laying 

ratio and egg weight, by 5.9, 9.8 and 2.4%, respectively [4]. 

The majority of the reports discussed so far do not consider the potential long-term 

impacts of HMs within WH biomass. Wu et al. examined the use of WH leaves in the 

diets of mice [210]; the authors determined the concentration of Ag, Al, Ba, Cd, Hg, Pb, 

Pd, Pt, Sb, Sn were all within the maximum limits for food additives of animal feed and 

established that the median lethal dose (LD50) was more than 16g per kg of body 

weight [210], a value greater than ascorbic acid [211]. 

2.3.6.2. Protein extraction from water hyacinth 

Removing the roots can be costly and time consuming, as described in section 2.3.1, 

therefore, other methods of utilising WH for animal, or human, consumption have been 

considered. Protein extraction, or concentration, utilises a variety of different methods 

to increase the concentration of protein and reduce contaminants. Examples of protein 

extraction from WH are described here, whilst further methods are discussed in section 

2.4. 
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Bolenz et al. examined five different methods of protein extraction from WH plants 

(without the roots): mechanical chopping, chemical, thermal and chemical, enzymatic 

and lactic acid fermentation [52]. The addition of sodium hydroxide (NaOH), to achieve 

pH 8.5, achieved the highest extraction yields, reaching a pellet protein concentration 

of 58%, however, the protein recovery was only 18.5%, with over half the protein left 

within the press cake [52]. This press cake had high fibre content and therefore could 

be used as a feed for ruminants, it is likely the digestibility was increased by the 

process, however, the use of NaOH may result in high levels of Na salts. Hontiveros 

and Serrano also studied the use of NaOH to extract protein [212]; NaOH was added to 

WH leaves, to attain pH 9, before the liquid was filtered and hydrochloric acid (HCl) 

was added, pH 2, to flocculate the protein [212]. Further flocculation was achieved by 

heating the liquid to 60-80°C. The resultant protein precipitate had a 248% greater 

protein concentration than the original biomass [212]. However, this was still just 23% 

protein, due to the low initial raw biomass protein concentration, 9%, therefore, it is 

possible that a greater concentration could be achieved with a better starting product. 

The precipitate was then fed to Tilapia, where the digestibility was high at 76%; the 

concentration Cr, Cu and Pb were below maximum permissible limits (MPL); and the 

amino acid index was 0.88 [212]. This suggests that alkali acid extraction (AAE) would 

be suitable to produce a WH protein extract that would make an appropriate feed for 

Tilapia, however, the HM concentration of the meat was not analysed, therefore, 

bioaccumulation could not be estimated. 

Another technique for improving the protein content, from WH leaves, is blanching in 

acetic acid followed by soaking in ethanol to remove fat [197,213]. Adeyemi and 

Osubor blanched WH leaves in 5% acetic acid, resulting in a protein concentrate that 

contained 50% protein and 33% carbohydrates, all 17 amino acids analysed were 

present, whilst 13 HMs were analysed and found to be <0.15 mg/kg, therefore, were 

within safe limits for human consumption [213]. However, all amino acids were either 

the same or lower than that found by the AAE from Hontiveros and Serrano [212], see 

Table 2.3-4; secondly, the HM concentration of the raw biomass was not stated, 

therefore, it is not possible to determine if the technique was responsible for low HM 

concentration [213].  

Wu and Sun, followed a similar principle, however, the leaves were blanched in 0.5% 

acetic acid [197]; the protein concentrate contained 18.7 mg/kg of alkaloids (<10% of 

the MPL); <0.4 mg/kg of 10 HMs (less than the MPL for all); and the LD50 was greater 

than 20.5 g/kg of body weight in a feeding trial with mice [197]. The replicate of low HM 

concentrations suggests that this technique can successfully reduce HM concentration 

and increase the protein content from WH leaves.  
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Table 2.3-4: Amino acid profile of water hyacinth protein and pea protein, displayed as 
concentration in the protein extract (%). 

Reference [212] [213] [216] [217] 

Method Alkali Acid 
Extraction 

Acetic Acid 
Concentration 

Alkali Acid 
Extraction 

Raw 

Feedstock Water Hyacinth 
Leaf 

Water Hyacinth 
Leaf Pea Soy 

Alanine 6.5 3.2 - 2.8 
Arginine 6.6 3.8 - 4.8 

Aspartic acid 10.2 5.0 - - 
Cysteine 0.4 0.7 - 0.2 

Glutamic acid 7.3 6.0 - 12.4 
Glycine 6.5 3.0 - 2.7 
Histidine 2.2 1.1 2.5 1.5 

Isoleucine 5.5 2.3 4.8 1.9 
Leucine 9.6 5.0 8.5 5.0 
Lysine 5.1 3.7 7.5 3.4 

Methionine 1.3 1.3 1.9 0.3 
Phenylalanine 6.0 3.7 5.5 3.2 

Proline 5.6 2.7 - 3.3 
Serine 10.2 2.5 - 3.4 

Threonine 5.3 2.6 3.7 2.3 
Tryptophan 1.4 - 1.0 - 

Tyrosine 2.9 2.2 - 2.2 
Valine 7.5 2.8 5.0 2.2 

 

2.4. Introduction to water lettuce 

WL has been utilised as a comparative biomass to WH in multiple studies, comparing 

treatment of various wastewaters and subsequent growth rates [93,218,219], 

responses to HMs [66,110,158,220] and comparison of biochemical compositions [64]. 

WL grows well in similar conditions to WH, has a similar morphology and is an invasive 

species that likely originated in a similar area as WH [221], and has therefore been 

selected as suitable biomass for comparison.  

WL is also a free-floating aquatic macrophyte capable of rapid vegetative propagation 

[222]. It has widespread distribution in the tropics, but unlike WH has spread to more 

temperate climates as well [222]. According to the EPPO Global Database, WL has a 

greater global distribution than WH with a presence in 125 countries and a greater 

presence in American, Australian and Chinese states, as well as Europe [35].  

WL from Pawana River, India, shown in Plate 2.4-1. WL produces long feathery 

hanging roots and spongy and hairy leaves, which are most prominent in juvenile stage 

[223,224]. The leaves are often swollen with air containing tissues to allow the plant to 

float, as they do not contain floats like WH [223,224]. Whilst WL is capable of sexual 
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reproduction, its primary form of spread is their rapid vegetative reproduction via the 

production of stolons [223,225], similar to that of WH. This allows the plants to form 

dense mats across the waterbody, causing damage to the environment and 

biodiversity, impeding human activities and creating a health hazard through insects 

and snails [225]. Whilst up to 175.1 plants per m2 have been observed in Egypt, the 

high moisture content of WL, stated as 93.8% at peak dry matter (DM), results in a 

peak DM weight of 3.8 g per plant [225]. In comparison to WH, the leaf of WL is the 

primary fraction: Galal et al. found that in general WL tissues proportions were 7.6, 

10.7 and 78.5% for roots, stem-bases and leaves respectively [225]. 

 
Plate 2.4-1: Mature water lettuce plants from Pawana River, India, May 2019. a) Leaf 
rosette; b) Feathery hanging roots 

Whilst WL appears to grow rapidly, 58.81 g/m2 day in one study [226], it does not 

appear to be able to achieve the plant density of WH: Gala et al. demonstrated a peak 

density of 665 g DW/m2 [226], compared with Table 2.2-1 which showed a minimum 

WH plant density of 670 g DW/m2. This is likely due to the size of WH which can grow 

vertically due to the presence of large petioles. 

The biochemical composition of WL has been previously compared with WH, 

suggesting that WL has a lower cellulose content, higher ash and lignin content, and 

similar protein content. A range of compositions are displayed in Table 2.4-1. 

 

a) b) 



 

56 

Table 2.4-1: Composition variations for water lettuce 

Reference 
[43] [44] [45] [46] [61] [64] Whole plant 

Range Leaf Root Leaf Root 
Waterbody Tank Tank Ponds Pond Tank Unknown Unknown N/A 
Pollution 
Source 

Swine 
wastewater 

Hoaglands' 
solution 

Industrial 
wastewater Aquaculture N/A Unknown Unknown N/A 

Location Korea Korea Turkey China India Nigeria India N/A 
Moisture 
Content 95.1 94.7 - - - - - 90.0 90.0 94.7 - 95.1 

Volatile 
Solids - - 80.3 57.9 - - - - - 57.9 - 80.3 

Organic 
Matter 77.8 80.1 - - - - - - - 77.8 - 80.1 

Protein - - - 18.4 16.0 7.0 3.2 19.8 1.4 16.0 - 18.4 
Lipid - - - 3.9 5.1 2.2 1.8 0.7 0.4 3.9 - 5.1 
Fibre - - - - 11.1 17.5 20.5 - - 11.1 

Nitrogen 
Free Extract - - - 27.6 45.7 - - - - 27.6 - 45.7 

Ash 22.2 19.9 - 25.1 22.2 35.2 44.5 11.1 30.1 19.9 - 25.1 
Cellulose - - 34.4 16.1 - - - 27.6 16.1 16.1 - 34.4 

Hemicellulo
se - - 26.3 - - - - 29.7 14.2 26.3 - 35.2 

Lignin - - 11.6 - - - - 3.5 13.6 11.6 
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that any waste from the protein recovery may not be suitable as an animal feed, 

reducing the market value. 

The use of a screw press can transform biomass or residues into a different fractions, 

most notably a fibre rich press cake and protein rich green juice [239]. This process 

can occur at large scale [235] and as batch or continuous [240]. Santamaría-

Fernández et al. proposed a process utilising a screw press to obtain a plant juice 

which was subjugated to acidic fermentation to precipitate the protein [241]. The press 

cake and residual juice were then used to produce biogas with a yield of 219-539 mL 

CH4/g VS [241]. A similar approach was used in a demonstration scale-study to 

evaluate the scalability of processing grass clover mixtures [235]. The demonstration 

plant had an input of 10 tonnes per hour and successfully operated for four days, 

processing 444 tonnes of biomass and producing 1 tonne of dried protein concentrate, 

7 tonnes of protein paste, and 223 tonnes of press cake; however, the total recovery of 

protein was low as 72.4% of the crude protein was in the press cake [235]. This is 

similar to results found by Larsen et al. who utilised a twin-screw press on tall fescue 

and reed canary grass [227]. The biomass was processed at room temperature in a 

press equipped with a 1mm screen; 200g of wet biomass was added to 200g of 

demineralized water and pressed. The juice was then subjugated to heat coagulation 

and centrifugation to remove the protein. The pulp fraction (or press cake) accounted 

for 71-78% of the total crude protein [227], again demonstrating that recovery of protein 

is low, suggesting a low percentage of protein release from mechanical disruption. 

There are many reactions that can reduce the solubility of protein and therefore reduce 

the yield, one such example occurs in biomass that contain phenols. During pressing, 

phenols are released from the biomass and bind to proteins, reducing the extractability 

and digestibility of the protein [242]. These compounds are then oxidised, though the 

activity of enzymes, to more reactive quinones which can polymerise into brown 

pigments and may react with the proteins causing aggregation of proteins and reducing 

solubility [242]. Through the addition of antioxidants, mainly sulphur containing agents, 

this redox reaction can be inhibited and therefore increase the solubility of protein, 

resulting in higher protein yields [242]. 

The two methods presented so far are simple and have a relatively low energy 

consumption; the methods presented below are examples of more novel extraction 

techniques. These will not be considered for method selection in this project due their 

complexity and immaturity in practise.  

Ultrasound-assisted extraction (UAE) is a non-thermal extraction technique that 

implodes cavities on the surface of the feedstock, resulting in micro-jetting which 

generates surface peeling, erosion and particle breakdown [243]. UAE has been 

applied to various types of biomass to produce high value products for food, 
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nutraceutical, cosmetic, pharmaceutical and bioenergy applications [243]; its 

application to protein extraction is limited to laboratory- and some pilot-scale. When 

applied during alkali extraction of protein from rice dreg flour, the yield was increased 

from 43.2 to 88.44%, even when the alkali concentration was just 0.1M NaOH and 

temperature was 50°C [244]. The increased protein recovery was also demonstrated 

with cyanobacteria, where 2 minutes of sonication resulted in a protein recovery 

increase from 60 to 96% and reduced the process duration from ~2 hours to 7 minutes 

[245]. When utilised with cauliflower residue, the optimised time period of sonication 

was 15 minutes [246], suggesting a large variation in optimum times for different 

biomass. Whilst UAE improves protein recovery, it has been shown that there is a 

disparity between laboratory- and pilot-scale results: when using UAE to enhance 

protein extraction from soybeans, the improvements reduced from 11-12% at lab-scale 

to just 4.2% in a pilot-scale test [141]. UAE is considered a rapid and cost-effective 

extraction method for food production [243], however, examples of protein extraction 

from lignocellulosic material are limited. 

Microwave-assisted extraction (MAE) transmits microwaves through the biomass, the 

microwaves are absorbed and converted to thermal energy which heats the moisture in 

cells causing pressure increases cells which improves porosity in the biomass, allowing 

for better penetration by solvents [240,247]. The use of MAE in extracting natural 

bioactive compounds has been well documented [247], but is more novel for protein 

extraction as MAE can result in protein hydrolysis [240]. To avoid hydrolysis of 

proteins, Ye and Li repeated 30 second heating followed by cooling to room 

temperature [248]. In contrast, for the production of soy milk, MAE reached the 

extraction point, 90°C, in 20-50 minutes, depending on the power level, compared with 

40 minutes for conventional methods [249]. The resultant milk had 44% more protein, 

which was 39.6% more soluble, suggesting no production of hydrolysed insoluble 

protein fractions, than conventional methods [249]. MAE has been shown to increase 

protein extraction, however, high-energy inputs can lead to the protein hydrolyse and 

solvent evaporation [250]. 

2.5.1.2. Chemical treatments 

The use of chemicals in protein extraction predominantly involves the application of 

solvents as a method of releasing the protein. The two types of solvents commonly 

used are organic and alkaline [240]. 

Organic solvents, such as ethanol, isopropanol and chloroform, have been used to 

solubilise proteins from a variety of agricultural residues [240], primarily the alcohol 

soluble storage proteins, such as prolamins, which can be extracted free of lipids using 

chloroform solubilisation and acetone precipitation [251]. Organic solvents have also 
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been utilised to extracted vegetable oils from biomass with high oil content 

[240,251,252]; for example, a yield of up to 80% oil was obtained from rice bran; for 

protein, the yield was 8.9-20.4% depending on the water content of the solvent and 

temperature of extraction [253]. The protein yield increased with water content of the 

solvent; a similar result was found with soybean, however, the yield was only 11% 

when using the same solvents and conditions [252]. These low yields could be 

explained by the nature of the proteins in biomass, mainly albumins and globulins, and 

the potential coagulation caused by incorrect mixtures of the solvent: in some cases 

alcohols can be used to precipitate proteins and others will cause conformational 

changes in their structure if the percentage of alcohol is too high [240,254]. 

Alkali treatments simultaneously cause cell disruption and solubilise the protein [255], 

thus allowing subsequent recovery of the protein by precipitation or membrane 

filtration. There are several key aspects to alkali solubilisation: time, temperature and 

amount of solvent; these three variables, along with feedstock selection, largely 

determine the protein extraction yield [255]. A review of alkali solubilisation looked at 

the relationship between temperature, time and protein yield [255]; whilst there was no 

optimum time or temperature, most likely due to the variation in feedstocks, there was 

a positive trend showing greater extraction with longer time periods and higher 

temperatures. Extraction from Azolla showed that at room temperature significantly 

less biomass was solubilised, including a reduction in solubilised N, when compared 

with 45°C [230]. The results in the protein precipitate were less conclusive but also 

suggested that less nitrogen was present at room temperature; when the temperature 

reached 95oC, the amount of solubilised N and biomass was the highest, however 

there was less protein recovered, suggesting that this temperature hydrolysed the 

protein and therefore it was not recoverable [230]. Whilst, time and temperature are 

key aspects in alkali solubilisation, it is the absolute amount of alkali that has the 

defining role [256]; the absolute amount of alkali is directly related to pH, solid-to-liquid 

ratio and agent concentration [240]. The effect of alkali on protein extraction occurs 

through two mechanisms: alteration of the cell wall and protein properties [255]. Whilst 

acid will degrade the cell wall more effectively than alkali, most proteins are least 

soluble near their isoelectric point, which is often pH 4-5, and therefore precipitate at a 

lower pH and fully solubilise at a higher pH [240,255]. The alkali disrupts the cell wall 

by reducing surface tension, partially removing lignin, and complete removal of uranic 

or acetyl ester groups of hemicellulose [257]. The importance of alkali amount is due to 

the influence of the biomass on the alkali: components of the biomass, like lignin, can 

react with the alkali and buffer the system, therefore reducing the amount of alkali that 

is available [255]. Alkaline extraction of protein has been studied for many decades but 

despites it low cost, the yield was always low; the understanding of these three 
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[259]. The efficiency of Viscozyme® was similar with Palmaria palmata as a feedstock 

and showed no variation from the control, AAE; whereas Alcalase®, had a recovery of 

>80% [260].  

Proteases can also be utilised to increase extraction yield, the enzyme reduces the 

size of proteins which allows for easier extraction, resulting in lower alkalinity 

requirements [255]. The use of protease, on soybean, demonstrated an increase from 

80 to 90% in protein yield [262].  

When comparing the two types of enzymes, carbohydrase and protease, the feedstock 

plays a vital role in the success of the enzyme. Sari at al. carried out a multiple studies 

to demonstrate the impact of each enzyme; soybean performed poorly with 

carbohydrase, in comparison to the control, which was out performed by protease 

[255]. Whilst protease also performed best with Moringa oleifera, the carbohydrase 

performed better than the control; however, the extraction was lower than soybean for 

all except for the carbohydrase [255]. The extraction from rice bran performed in a 

similar manner, with the protease performing the best, followed by carbohydrase and 

the control, however, the extraction from rice bran was more successful than Moringa 

oleifera [255]. A combination of carbohydrase and protease was also conducted on the 

rice bran; however, this performed the worst of all the extractions on rice bran [255]. 

2.5.2. Protein recovery 

The next step would be to recover the protein from the biomass, if the protein has 

undergone physical treatment it would most likely require a solvent to solubilise the 

protein for recovery, this could be acidic, neutral, alkaline or organic [240], though as 

previously described, it is most likely to be alkali. The solubilised protein must then be 

separated from the liquid; this can occur by isoelectric, temperature or organic 

precipitation, [240]. There are many other techniques, including ultrafiltration and 

membrane filtration [240], that will not be considered by this study due to the 

complexity/ high levels of technology required or are considered to be in their infancy. 

This decision was made as this study aims to find a procedure that can be used in 

developing countries, therefore, simple and low-cost procedures are favourable. 

2.5.2.1. Isoelectric precipitation 

The most commonly used method for protein precipitation is isoelectric precipitation, or 

acidic precipitation [240,255]. Most proteins are least soluble at their isoelectric point, 

which is often approximately pH 4 [240,255], therefore, by shifting the pH towards this 

point, most protein will become insoluble and can therefore be removed by 

centrifugation or filtration. The variation in precipitation has been demonstrated on 

fresh Albizia lebbeck: the pH was set at 4, 7 and 9 to determine the yield of protein 
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conditions; reduced solubility until isoelectric point; and marginally increased solubility 

beyond isoelectric point (due to hydrolysis) [268,270]. 

 

 
Figure 2.5-1: Mock solubility curve of protein in lignocellulosic biomass. 
Representative of lignocellulosic biomass described in literature [268,270]. 

There are two primary issues with acid precipitation: co-precipitation of lignin and 

formation of salts [229,240,271]. Lignin is partially soluble in alkali (pH 10), therefore 

can be fractionated with the protein in alkali solubilisation [271]. The shifting of the pH 

can result in lignin being precipitated out of solution (pH 2) with the protein. However, 

the required pH is significantly lower than the predicted isoelectric point and peptidase 

can be utilised to separate peptides from the lignin [240,271]. The salt formation is a 

greater problem, particularly when alkali (NaOH) is used for solubilisation as high 

volumes of sodium salts can be produced [229], coupled with the environmental 

concerns of using HCl [233], this reduces the effectiveness of AAEs. Alternative alkalis 

and acids can be used to reduce the impacts: the use of potassium hydroxide (KOH) 

has shown that it can produces yields identical to NaOH, as well as producing a K-rich 

salty wastewater that could be used as a fertiliser [229]. The utilisation of acetic and 

citric acid showed that whilst a higher quantity of acid was required to reach the desired 

pH, the environmental concerns over the use of HCl suggest that citric acid could be a 

preferrable option [233]. 

It has been demonstrated that lactic acid fermentation can be utilised to produce 

protein product, precipitated due to the low pH of the fermentation, a press cake and 

lactic acid as a high value product [241]. This combination has been demonstrated at 

pilot scale and demonstrated that further large-scale biorefinery trials should be 

conducted , however, the lactic acid was not isolated during this trial, reducing the 

value of the final products [241]. However, this concept could be applied to WH to 

produce a biorefinery plant that was able to produce energy, food and clean water. 
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2.5.3. Methods for further investigation 

The methods selected for further investigation aimed to be cheap, simple and 

demonstrate the extractability of protein from WH before more advanced methods were 

employed. The WH would first be treated physically by mechanical maceration to 

<1mm, then the protein would be solubilised by alkali treatment, and the protein then 

precipitated via acid. This was demonstrated by Bolenz et al. and outperformed a 

variety of other techniques when utilising WH as a feedstock [52]. However, the 

method could be improved to achieve a greater protein yield: firstly, NaOH was utilised 

to reach pH 8.5, a low pH in comparison to other alkali solubilisation methods [240]; 

secondly, ultrafiltration was used to separate the protein; finally, the temperature and 

solid to liquid ratio were not altered [52]. Additionally, the use of AAE has been shown 

to be the optimal methodology for other biomass, including seaweed [279]; Alamo 

switchgrass [228]; and defatted rice bran [240]. Another positive of AAE is the potential 

for improvements to the yield with complementary techniques, including, enzyme-, 

microwave- and ultrasound-assisted extractions. 

2.6. Research gaps 

The literature has demonstrated that there has been a significant amount of work 

surrounding WH and its potential to contribute to the transition to sustainable living, in 

particular the energy-water-food nexus. However, it is clear that the variations in 

composition could be a road block, as well as accurate estimations of biomass 

availability from cultivation. WH has been demonstrated to be an appropriate feedstock 

for animal and human feed, and a potential option for a biorefinery. Therefore, this 

study aims to address these gaps to develop the potential to introduce a WH 

biorefinery capable of producing energy, food and clean water. 

Firstly, the composition and morphological variations of WH have been studied 

extensively, however, this has been within isolated projects that often do not consider 

the potential variations caused by water quality, environmental conditions or 

geographical location. Therefore, this study will attempt to rectify this by studying 

multiple populations across similar time periods. This information would be used to 

understand the optimal point of harvest, as well as the potential variation in yields from 

a biorefinery that utilised biomass from or was deployed in multiple locations. 

Secondly, the studies of impact on environmental parameters on the growth of WH was 

outdated and incomplete, therefore, key parameters should be studied so that accurate 

estimations can be made for the potential feedstock availability from cultivation of WH. 

Therefore, the impact of the key environmental parameters (nutrient availability, solar 

irradiance and temperature) will be examined through a phenological study of WH 

growth characteristics in an artificial cultivation tank.  
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Protein extraction from WH has been investigated by several authors, however, the 

yields were poor in comparison to other lignocellulosic biomass. Secondly, the methods 

used to concentrate protein are unlikely to be considered for large-scale protein 

production due to high temperature and solvent requirements. Therefore, a simple and 

cheap method will be investigated to inform the potential for protein extraction from 

WH, with the option to improve extraction with complementary techniques. 

Finally, biorefineries are an area of research that has exploded over the last decade, 

however, WH has little concrete evidence for an economically successful biorefinery, 

despite evidence that it can be used to produce energy or food and be cultivated in 

clean and polluted water. This study will attempt to link these two research areas by 

examining the potential utilisation of contaminated WH biomass following the 

phytoremediation of wastewater.
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Chapter 3.  

Materials, equipment and experimental 

methods 

This chapter outlines the protocols, methodologies and equipment utilised whilst 

conducting the experimental work of this thesis. Initially, the sample collection, 

preservation, preparation and characterisation are discussed, followed by the tank-

based cultivation protocol. Following this, the methodologies for the biomass utilisation 

methods are outlined. 

3.1. Material collection, preparation and storage 

3.1.1. Biomass feedstocks 

A sample collection protocol was designed by the author and distributed to all 

collectors, to ensure replicability between the sites and comparisons between the data. 

This section has been adapted from this protocol.  

3.1.1.1. Biomass collection 

Samples were collected from three water bodies in India and three locations on Lake 

Victoria in Uganda; between May 2019 and August 2021. The locations are stated in 

Table 3.1-1, and depicted in Figure 3.1-1 and Figure 3.1-2. A further collection was 

undertaken at the institute of biological, environmental and rural sciences (IBERS), 

University of Aberystwyth. Further information on each location is give below. 
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At each location 10-30 plants were collected, depending on availability, and transported 

to the respective laboratory; multiple plants were collected to estimate the average of 

the population [280]. Half of the plants were shredded for analysis as whole plants, see 

Plate 3.1-1, and the other half used for tissue collection. For the tissues, the plant was 

split into three main parts: leaf, petiole (including float) and root; this is shown in Plate 

3.1-2 and Plate 3.1-3. For WL the plants were only analysed as a whole plant; WL 

plants were only collected from Indrayani River. 

 
Plate 3.1-1: Shredded whole water hyacinth plants. 

 
Plate 3.1-2: Water hyacinth whole with indication of tissues. 

 
Plate 3.1-3: Shredded water hyacinth tissues: a) leaf; b) petiole (including float); c) 
root. 

c) Root 

b) Petiole 

a) Leaf 

d) Float 

a) b) c) 
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Plate 3.1-4: Water lettuce whole plant with indication of the tissues. 

3.1.1.2. Indrayani River 

Indrayani River originated at Kurvande in the Sahyadri ranges, where it then flowed 

through Kamshet, Talegaon, Dehu, Pimpri-Chinchwad and Alandi before it met the 

Bhima River at Tulapur [281]. The river was one of the major tributaries of the Bhima 

River and its flow was largely regulated by the hydroelectric dam, Valvan Dam [281]. 

The river was non-perennial and infested by WH for approximately half of the year 

before the monsoon rains remove much of the biomass. The stretch of river was 

predominantly utilised for irrigation. The river was polluted with raw sewage, up to 20 

million litres per day and has been named as priority III (third highest priority level set 

for river pollution levels), by the Maharashtra Pollution Control Board (MPCB), from 

Moshi to Alandi due to high levels of BOD [281,282]. There was significant sewage 

pollution upstream from Moshi and Alandi, as well seasonal pollution due to large 

festival gatherings at Alandi, where the sanitation systems can not fit demand [283]. 

Whilst industrial waste release was not permitted in the river, there were 3 industrial 

estates, including two industrial parks and a floriculture site at Talegaon [283,284], with 

44 major polluting industries that produced 23.07 million L/day of industrial effluent 

[281].  

There were two MPCB sampling stations (sections of the river that are routinely 

sampled to determine river water quality) on the river stretch, one located in Moshi 

Gaon and one at Moshi Village, located between Moshi and Alandi, and a further 

station downstream from Alandi [285]. In 2017 and 2018, the water quality at all 

stations was not in compliance with the MPCB regulations, in particular due to high 

levels of BOD that reached 16 mg/L in May 2017, over five times the limit of 3 mg/L, 

however, this was an isolated event and the BOD was deemed to be between 3-10 

mg/L and was classified as priority III [281]. 

The first sample collection point selected was located at Moshi Gaon, see Plate 3.1-5, 

underneath a major road out of Pimpri-Chinchwad. This area was partially harvested by 

the local authority in April 2019, the biomass was left to rot on the banks of the river 

b) Root 

a) Leaf 
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and was therefore of no value. The second sample point was located under a small 

vehicle bridge in Alandi; both points are within the priority III stretch of river. 

 
Plate 3.1-5: Indrayani River sampling points, Pimpri-Chinchwad. a) Moshi (May 2019); 
b) Alandi (March 2022). 

The WH plants were large clones with petioles of over 50cm and narrow floats, most 

likely due to the high flow rate and sewage pollution, however, the roots were almost as 

long as the petioles, shown in Plate 3.1-6, which was larger than expected. Collection 

and preparation of the biomass was carried out by the author in May 2019 and 

February-March 2020; from May 2019-January 2020 and May 2020 onwards, the 

collection was undertaken by Dr Gaurav Nahar of Defiant Renewables Ltd. (DR). 

Whole WL plants were also collected at this site, in addition to individual parts. 

 
Plate 3.1-6: Water hyacinth from Indrayani River, Pimpri Chinchwad (May 2019). 

3.1.1.3. Mula River 

The source of the Mula River was Mulshi Lake in the Western Ghats of Maharashtra; 

the Mulshi dam was the key component in the flow of the river for the majority of the 

year, however, the river was non-perennial [286]. Downstream, the river entered Pune 

where it was highly polluted, largely through sewage and household waste [286]; the 

high level of pollution resulted in the MPCB classifying the water quality as Class IV. 

a) 
b) 
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Figure 3.1-3: Goyal Para pond sampling point in Santinkean, West Bengal (credit S. 
Balachandran). 

3.1.1.5. Lake Victoria 

Lake Victoria is one of the great African lakes; the lake is shared by Kenya, Uganda 

and Tanzania. Water hyacinth exists as floating mats across the lake, most likely due 

to the high level of nutrient pollution from the various settlements and large catchment 

area. There were three sampling points selected within Murchison Bay, Kampala; with 

the aim to find two different WH mats that were affected by a point pollution source and 

one that demonstrated the effect of the background pollution, Figure 3.1-2. Collection 

and preparation of the biomass was undertaken by Dr Opio Innocent Miria, a PhD 

student at Makerere University.  

Site 1 had no specific point source and has been determined a clean area (CW); the 

water is clear compared to the other sites. This site gives an indicator for the 

background pollution of the lake/ bay. 

 
Figure 3.1-4: Clean water site sampling point in Murchison Bay, Lake Victoria (credit 
O.I. Miria). 
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Site 2 was at the opening of a sewage pipe, NC; the water was visibly darker due to 

high turbidity, there was a putrid odour and visible bubbles, Figure 3.1-5.  

 
Figure 3.1-5: Nakivubo channel site sampling point in Murchison Bay, Lake Victoria 
(credit O.I. Miria). 

Site 3 was near the opening of a waste stream from Ugandan Breweries Ltd. (UBL); 

the water was a dark green colour and had high turbidity, Figure 3.1-6. 

 
Figure 3.1-6: Ugandan Brewery Ltd. site sampling point in Murchison Bay, Lake 
Victoria (credit O.I. Miria). 

3.1.1.6. Institute of biological, environmental and rural sciences (IBERS) 

Live WH plants were collected from Kew gardens, approximately 25, under a permit 

issued by the Animal and Plant Health Agency (APHA) within article 35(1) (a) and (b) of 

the Invasive Alien Species (Enforcement and Permitting) Order 2019, and transported 

to a secure facility at the University of Aberystwyth. The plants were allowed to 

proliferate utilising Chempack EC fertiliser 20-20-20 NPK with micronutrients, at a 



 

77 

 

semi-controlled temperature of 20-25°C, variation was due to external temperature 

variation.  

Eight tanks were also spiked with a HM solution to produce contaminated material for 

protein extraction. A stock solution of 1000 ppm was prepared, utilising analytical grade 

HM salts, and used to spike the tanks to 4 ppm of each HM. The salts utilised were 

copper sulphate (CuSO4.5H2O), iron sulphate (FeSO4.7H2O), zinc nitrate 

(Zn(NO3)2.6H2O) and lead nitrate (Pb(NO3)2). 

The cultivation work was carried out by Andrew Taravella (IBERS glasshouse staff 

member) under direction of the author. The HM spiked cultivation work was conducted 

by the author. 

 
Plate 3.1-9: Cultivation of water hyacinth at the Institute of biological, environmental 
and rural sciences glasshouses (June 2021). 

3.1.1.7. Preservation and storage 

The collected biomass was preserved through various drying methods depending on 

the capabilities of the location. Samples from Uganda were air dried and oven dried to 

a moisture content of approximately 7%, by the Centre for Research in Energy and 

Energy Conservation (CREEC, Makerere University Kampala, Uganda). Samples from 

India and IBERS were oven dried according to BS EN ISO 18134-1:2015 [287]. The 

dried biomass was placed in Ziploc bags and transported to the University of Leeds for 

analysis.  

Half of the samples collected at IBERS were collected and place into a NutriBullet 

blender, the plants were then frozen (-20°C) to allow direct use of wet and dry WH 

during protein extraction; described in 3.5.1. 
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3.1.1.8. Particle size reduction 

To comply with internal phyto-sanitation laws, all samples from India were ground to 

1mm using a Bajaj Grinder. These samples were passed through a 1mm screen to 

ensure homogeneity. All other dried samples were ground cutting mill (Retsch, 

Germany, SM300) and passed through a 1mm screen to obtain the correct particle size 

fraction.  

The particle size was reduced further, to <100µm, for proximate, ultimate and inorganic 

analysis. This reduction in particle size was achieved using a cryomill (Retsch, 

Germany).  

3.1.2. Water 

At each location, described in 3.1.1.1, approximately one litre of water was collected 

and poured into a 50 ml centrifuge tube. This was repeated twice more to produce 

three random samples from the location. This was designed based on the information 

within BS EN ISO 5667-14:2016 [288].  

3.1.3. Inoculum 

Inoculum was utilised in biomethane potential (BMP) experiments, described in 3.3.5. 

The inoculum was collected from the outlet of an anaerobic digester at Esholt 

wastewater treatment plant (WWTP) in West Yorkshire, UK. The anaerobic digester 

processes wastewater biosolids from an urban population of ~750,000 and was 

operated under mesophilic temperatures (37°C) [289]. The inoculum was collected 

during steady-state operation of the anaerobic digester. Inoculum was passed through 

a 1mm sieve to remove large particulates and stored at 4°C. Prior to setting up an 

experimental BMP (BMPex) test, the inoculum was incubated at 37°C for approximately 

48-hr to reduce residual methane emissions. The inoculum was stored for less than 

one month before utilisation. 

3.2. Cultivation protocol 

During this work, a cultivation protocol was determined to ensure the replicability and 

validity of these experiments; the protocol is described below. Trials and cultivation 

work were carried out on the roof of DR building; 18°38'03.5"N 73°47'16.3"E (Kant 

Helix, Bhoir Colony, Chinchwad, Pune-411033, India). Sample collection and 

cultivation trials occurred from May 2019- May 2021. The trials were conducted by the 

author during fieldwork from February 2020 to March 2020; post-March 2020, the trials 

were conducted with support from Dr Gaurav Nahar, under the direction of the author. 

The stock feedstock cultivation was conducted by Dr Gaurav Nahar, under the direction 

of the author. 
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Cultivation work was also conducted at the IBERS facility, Aberystwyth University, 

utilising the small crate protocol. 

3.2.1. Material collection, preparation and storage 

WH was collected from Indrayani River, see 3.1.1.1., and moved to the DR building. 

The biomass was placed in large tanks (approximately 1.5 m2) that was fed with CM 

once every 14-21 days to ensure the plants were healthy. Whilst the plants were stored 

in the tanks, there was an obvious change in the growth of the WH, with the proportion 

of roots growing larger; indicating nutrient deficit when compared with Indrayani River 

[25,26]. The daughter plants grew to significantly smaller sizes (demonstrating a 

medium clonal variety rather than the giant that was collected); whilst there was no 

analysis to conclude that this was due to a nutrient deficit, this was the likely scenario 

when compared with Indrayani River. The leaves became significantly darker, which 

was in stark contrast to the previous two changes in morphology as this indicates a 

nutrient rich plant [25]. The conclusion was that the plants obtained high levels of 

nutrients in the biomass, but the lack of flowing water suggests that the replenishment 

of nutrients were diminished, therefore, nutrient deficient characteristics were 

displayed. The biomass cultivated in these tanks was used as the starter material for 

the growth trials conducted at DR. Before adding to the tanks, the daughter plants were 

removed and the plants cleaned to reduce nutrients contaminating the crates. 

3.2.2. Small crate cultivation 

Trials were conducted in small opaque crates, see Plate 3.2-1, of the dimensions 65 x 

45 x 31.5 cm, that were filled with 55 L of tap water from the DR water tank. For each 

trial, three samples of water were analysed and used as the reference value for the 

trial. Plants were collected from the biomass stock tanks; the plants selected were all 

~150 ± 50 g FW; three plants were placed in each crate. The weighing procedure was 

changed from May 2020 due to the necessity for lone working in India. Before May 

2020, the plant roots were gently squeezed until there was a gap of 5 seconds between 

water drops. After May 2020, removable metal frames were constructed with net in the 

centre, see, Figure 3.2-1. The frames were held above the crate until there was a gap 

of 5 seconds between water drops.  
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Plate 3.2-2: Large tank with net and pulley system (February 2020). 

For each tank, 35 ± 5 plants were collected from the biomass stock tank. The plants 

chosen were of varying sizes to mimic a new WH mat in the early stages of the growth 

season. The mats produced weighed 5.0 ± 1.0 kg. The mat was weighed by raising the 

frame, then hanging the rope supports onto a weight balance, accurate to 50 g, see 

Plate 3.2-3. The frame was held in the air for one minute to allow the water to drain and 

then weighed repeatedly until two consecutive weights read equally (a minimum of 

three repeats). 

 
Plate 3.2-3: Weighing water hyacinth mat in large tank with net and pulley system 
(February 2020). 

Once the mat was weighed, the plants were left to acclimatise for 4 days. After 

acclimatisation, the nutrient source was added. To ensure solubilisation, the nutrient 

source was added to a drum of tap water and mixed thoroughly before addition to the 
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tanks. The water level was then raised back to the 350 L mark and the water agitated 

to facilitate solubilisation. The water level was raised back 350 L once every 7 days.  

For the seasonal analysis trials, nutrients were added to the tank every 14 days (unless 

specified in the trial variations). 

3.2.3.1. Rain shelter construction 

The first tank trial, conducted March-April 2020, was halted early; when repeated in 

July 2020, the impact of an early monsoon caused this trial to be abandoned. The 

impact of monsoon can lead to raised water levels which causes water overflow, this 

reduces the nutrient content and removes plants from the tanks. To combat the issues 

with large rainfall, a shelter was constructed out of semi-transparent plastic sheets 

mounted on a metal frame, see Figure 3.2-2. The rain shelter will impact the solar 

radiation reaching the tank, but would be necessary for mass cultivation of WH in India. 

 
Figure 3.2-2: Rain shelter over large tanks (Credit G. Nahar). 

3.3. Material characterisation 

3.3.1. Proximate analysis 

The proximate analysis of a sample determined its four basic constituents: moisture, 

ash, VM and FC. Proximate analysis was conducted in duplicate via a thermos-

gravimetric analyser (TGA/ Differential scanning calorimetry (DSC) 1, Mettler Toledo). 

Approximately 10 mg of sample, <100µm particle size, was placed into a pre-weighed 

ceramic crucible. The TGA was programmed to follow the temperature profile 

described in Figure 3.3-1. The sample was placed in an atmosphere of N and heated at 

25°C/min up to 105°C, where it was held for 10 minutes, the weight change was used 

to determine moisture. The sample was then further heated to 900°C in the same 

conditions and the same rate. When 900°C was achieved the temperature was held for 
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3.3.5.2. Protein 

Protein content was calculated theoretically through the use of a conversion factor from 

the N-concentration of each sample. Traditionally, a value of 6.25 has been used to 

convert N to protein, however, Magomya et al. demonstrated that 6.25 is an 

overestimation of protein in plant samples [273]. Magomya et al. determined that the N: 

protein factors ranged from 3.24 to 5.29, and averaged at 4.64. For the purposes of this 

study, all protein calculation utilised a conversion factor of 4.64. 

3.4. Water characterisation 

Each location had different capabilities for the analysis of water, therefore, each site 

was analysed for different water quality indicators.  

In Santiniketan, the water was analysed for TKN according to EPA Method 351.1 [295]. 

Total dissolved solids (TDS) and total suspended solids (TSS) were analysed via a 

gravimetric analysis according to method 2540C and 2540D, respectively, in the 

standard methods for the examination of water and wastewater [290]. Dissolved 

oxygen (DO) was calculated via the Winkler titration method [296]. 

In Uganda the water was analysed for ammonium (NH4
+), via Hach Method 8155 [297]; 

nitrate (NO3), according to APHA 4500-NO3E [290]; TKN, according to APHA 4500-N 

C [290]; COD, according to APHA 5220 D [290]; and Cd, Cr, Cu and Ni, according to 

APHA 3111 B [290]. TSS was calculated using the same method as in Santiniketan. 

In Maharashtra, the water collected from rivers was analysed by a third party. The 

water was analysed for TN and TKN according to APHA: 1992 [298], and for elemental 

concentrations by ICP-OES according to the ASTM D1976-18 standard [299]. The 

water collected from the cultivation tanks was analysed by DR laboratory technicians, 

for TKN using the modified Kjeldhal methodology [291], as suggested by Baethgen and 

Alley [292].  

3.5. Utilisation potential indicators 

3.5.1. Protein extraction 

Protein extraction was conducted via alkali acid extraction. Dried samples were milled 

to ~1 mm particle size, as previously described; one gram was added to 40 mL, unless 

otherwise stated, of 0.1 or 1.0M NaOH in a 250 mL Duran bottle. The solution was then 

agitated by hand to mix the solids with the NaOH and placed in a water bath at 40-

90°C and 60 RPM, for up to 6 hours. The solution was then filtered through a Whatman 

4 filter paper. The solid residue was dried according to BS EN ISO 18134-1:2015 [287]. 

If required, the solution was stored at 5°C overnight. Sulphuric acid (H2SO4), of varying 

concentrations, was then added to the solution to reduce the pH to 3.5. The pH of the 
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this, equation 3 was selected: this equation utilised C, H and O and had the second 

lowest RSS. 

Table 3.5-1: Equations for theoretical higher heating value estimation. 

Equation No. Reference Equation 
1 [137] HHV =(0.3383C)+(1.422×(H-(O/8))) 
2 [306] HHV =0.196FC+14.119 
3 [307] HHV =-1.3675+0.3137C+0.7009H+0.0318O 
4 [174] HHV =3.55C2-232C-2230H+51.2C×H+131N+20600 
5 [308] HHV =0.3699C+1.3178 
6 [308] HHV =0.3856×(C+H)-1.6938 
7 [47] HHV =19.914+0.2324Ash 
8 [47] HHV =4.9422+-2.5170Ash+0.2678C+0.0653×(Ash×C) 

Table 3.5-2: Sample types for bomb calorimetry. 

Sample No. Location Plant Part Date 
1 Indrayani Moshi Whole May-21 
2 Indrayani Moshi Root Feb-21 
3 Indrayani Moshi Leaf Jan-21 
4 Ugandan Brewery Ltd. Petiole Aug-20 
5 Mudtha Baner Root May-21 
6 Mudtha Baner Petiole Feb-21 
7 Ugandan Brewery Ltd. Root Jun-20 
8 Nakivubo Channel Root Sep-20 

Table 3.5-3: Higher heating value results from bomb calorimetry and various 
theoretical higher heating value equations. 

Sample 
No. 

Bomb 
Colorimeter 

Equation Number 
1 2 3 4 5 6 

1 15.5 11.4 16.5 13.8 15.2 14.2 13.4 
2 13.7 9.3 16.1 12.5 14.8 13.0 12.0 
3 17.0 13.3 16.7 15.2 16.1 15.4 14.9 
4 13.5 9.1 17.1 13.7 15.0 13.9 13.0 
5 8.8 7.5 15.0 7.5 15.0 9.3 7.5 
6 13.3 8.0 16.7 12.4 15.1 13.0 11.8 
7 11.8 9.2 16.4 11.4 14.6 12.3 11.1 
8 10.7 8.5 15.9 10.5 14.3 11.3 10.1 

RSS - 110.2 117.5 9.7 66.3 5.9 16.6 

3.5.3.2. Experimental higher heating value 

The experimental HHV (HHVex) was calculated for a select number of samples to 

inform the equation selection for all the samples. This was performed on a Parr (USA) 

6200 bomb calorimeter, according to BS ISO 1928:2009. This work was carried out by 

Karine Alves Thorne (University of Leeds laboratory technician). 
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could not be undertaken by the author for much of the study due to international and 

local lockdowns. In Maharashtra, collection was conducted by the author in June 2019 

and March 2020. These collections were utilised to generate a sampling protocol for 

the project, see Chapter 3. In Maharashtra, sample collection was undertaken by Dr 

Gaurav Nahar of Defiant Renewables Ltd., however due to COVID-19, sample 

collection was abandoned for January, April and May 2021. All water samples from 

Maharashtra were sent to third-party laboratories for analysis. Due to the closure of 

these, certain samples were disposed of after long term storage. In Goyal Para, West 

Bengal, sample collection was undertaken by Apurba Koley of VBU. However, due to 

issues of travelling to the site, biomass collection could only be undertaken at three 

points of time. All water analysis was conducted by Apurba Koley on site. In Uganda 

(Murchison Bay, Lake Victoria), sample collection was undertaken by Dr Opio Innocent 

Miria of CREEC. Due to limited sample, all biomass was split into tissues to understand 

the variation in plant part composition. Water collection was due to start in early 2020, 

however, this was delayed due to COVID-19; all water was analysed on site by Dr Opio 

Innocent Miria. All biomass was transferred to the University of Leeds for analysis. 

Due to the closure of laboratories at the University of Leeds, biochemical analysis of 

the biomass was removed from this study. However, a small-scale study was 

conducted on a subset of the samples and is discussed in Chapter 6. 

4.2. Geographical and water quality study of water hyacinth 

Six sites were selected for this study: one from Murchison Bay, Lake Victoria, Uganda 

(eventually split in three sites for individual parts) and five from India (four from Pune, 

Maharashtra and one from Santiniketan, West Bengal), a full list is described in 

Chapter 3. There are multiple differences between the sites that impacted the 

composition; these include but are not limited to: type/size of water body; flow rate of 

the water; pollution source and quantity; climatic conditions; seasonal variation in 

biomass and climatic conditions; WH clonal variety; dominance of WH; and WH 

coverage. The four samples from Maharashtra (Indrayani and Mula) were collected 

from rivers with consistent flows and high raw sewage pollutions. The West Bengal site 

contained small ponds polluted with local village sewage, therefore it is likely to be 

cleaner than Maharashtra and have a higher residence time. Lake Victoria is one of the 

great African lakes and has high nutrient pollution; the lake has a high residence time, 

with many WH mats floating around the lake. Collection was undertaken in Murchison 

Bay, Lake Victoria, a site adjacent to Kamapala and was polluted from a variety of 

industries. 
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4.2.1. Water analysis 

The three sites from Murchison Bay, Lake Victoria, CW, NC and UBL, were analysed 

for a variety of water quality indicators (WQIs). Figure 4.2-1 displays the HM and 

nutrient concentration of the Murchison Bay sites. Each site was analysed 5-7 times, 

depending on the type of analysis, over a two-year period; these were averaged to 

demonstrate the geographical and pollution source variations. All analysed parameters 

demonstrated the greatest variation at NC, this suggests that the introduction of 

sewage had a greater impact than industrial pollution. NC had the highest levels of Cu, 

NH4, NO3, TKN, COD, TSS and phosphate (PO4); these are all likely to be associated 

with sewage pollution [309,310]. The CW site can be assumed as background level of 

pollution, suggesting that Ni pollution occurs throughout the bay and is not associated 

with the point sources selected in this study. There was little variation between CW and 

UBL, suggesting that the brewery effluent had little impact on the selected WQIs. 

      

 
Figure 4.2-1: Water analysis of the Murchison Bay sites. Error bars represent the 
standard error of the mean due to the phenological variations at each site. a) heavy 
metals, 5 samples in duplicate; b) nitrogen compounds (NH4, NO3 and TKN) and 
phosphate (PO4), 7 samples in duplicate; c) chemical oxygen demand (COD) and total 
suspended solids (TSS), 7 samples in duplicate.  

The sites in Maharashtra were on two rivers, two sites on the Indrayani River and two 

on the Mula River, as described in section 3.1.1.1. The rivers both received untreated 

sewage, 20 million L/day [281] and 267 million L/day [286] to the Indrayani and Mula 
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Figure 4.2-2: Map of the Indrayani and Mula rivers, demonstrating the flow of the river 
and the major sources of pollution. = sewage pollution locations; = industrial 
pollution locations; MIDC= Maharashtra Industrial Development Corporation; = 
biomass and water collection locations. a) Indrayani River, Pimpri Chinchwad; b) Mula 
River, Pune. 

Due to the high phenological variability, there is little that can be discerned from the 

differences in HMs and N across the locations. The highest inorganic concentration 

was Ca, Mg and Na, these are not traditionally associated with raw sewage pollution 

[309,310]. The analysis of Cr, Ni, Pb and Zn were below detectable limits (BDL) 

suggesting that the WH mats were successful at removing the HM pollution from the 

water. Similarly, Cu and Fe were only above the detectable limits at one collection 

point. 
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The TKN analysis was conducted at all sites; the results demonstrated that the 

Maharashtra rivers had the lowest concentration of TKN, this was likely due to the 

higher flow rate of water, constant refreshing of the water will dilute the pollution, 

however, over time plants would have been exposed to a greater total nutrient quantity. 

Murchison Bay had a greater TKN than West Bengal, confirming that West Bengal was 

likely to receive the lowest pollution concentration. This was also true for TSS, which hit 

a maximum of 4.2 mg/L in West Bengal, compared with 1350.7 mg/L for Murchison 

Bay. 

The HM analysis showed that Maharashtra had significantly lower metal concentration 

than Murchison Bay: Maharashtra rivers were BDL at all sampling points for Cd, Cr and 

Ni, and BDL for Cu for all except for one. This one result was 1.45 and 1.40 mg/L in 

Indrayani and Mula River, respectively; in comparison to an average result of 0.2, 5.7 

and 0.2 mg/L at CW, NC and UBL (Murchison Bay), respectively. These results follow 

a similar relationship to TKN, where the concentration was lower, but due to a high flow 

rate, it is likely that the plants were exposed to a greater total HM content.  

4.2.2. Whole plant samples 

A whole sample was selected from each location, with the addition of a sample of Pistia 

stratiotes (Water Lettuce- WL) from Indrayani Moshi and analysed for proximate, 

ultimate, and inorganic composition, displayed in Figure 4.2-5 and Figure 4.2-6. Table 

4.2-1 displays UPIs of the biomass and the date of collection. The whole sample from 

Murchison Bay was collected in Murchison Bay but prior to multi-site allocation and 

was situated outside of the zones, however, it is likely to be similar to CW which was 

closest to the background levels of the lake.  

   
Figure 4.2-5: Proximate (a) and ultimate (b) composition of whole water hyacinth and 
water lettuce samples for geographical and pollution analysis. Each sample was run in 
duplicate. 

The proximate analysis was conducted by thermogravimetric analysis to understand 

the variations, in the proportion of VM, FC and ash, of the different sites. The results 



 

98 

 

are presented on a dry basis (DB): no moisture fraction is presented. VM represents 

the greatest fraction across all sites, ranging from 52.4 (Mula Sangvi) to 75.4% (West 

Bengal). WL was within the range of WH samples with a VM of 64.2%. The FC fraction 

ranged from 8.0 (Mula Sangvi) to 16.6% (West Bengal); Table 2.1-1 demonstrated that 

literature suggests that the organic matter (OM) fraction, VM plus FC, ranged from 

74.3- 83.7%, in comparison to the range of 60.3 (Mula Sangvi) to 92.0% (West 

Bengal). The organic matter contributes to towards the energy potential of a feedstock, 

the ash and moisture are considered inert in terms of energy potential, therefore, these 

results suggest that WH has a large range of energy potential. In comparison to the 

feedstocks studied by Brown, WH had a greater range of OM, with the majority of 

samples containing a lower fraction of OM [137]. This was corroborated by the 

statement in section 2.1.1.1: the ash content of WH is considered high for a plant that 

would be utilised for bioenergy. This results in a high inert fraction; in tandem with a 

high-water content, raw WH biomass would not be an ideal energy feedstock. This 

study demonstrated an ash content range of 8.0 (West Bengal) to 39.7% (Mula 

Sangvi), again, this shows a greater range than literature. There appears to be no trend 

based on the geographical or pollution variations, however, West Bengal had a lower 

ash content, possibly due to reduced pollution in the ponds. The average value was 

27.3%, for WH only, this suggests that this study has a greater ash content than was 

reported in literature. It was previously stated that WH has a lower ash content that WL, 

however, this study reports an ash content of 27.0% for WL.  

The CHNSO content of each location has been displayed in Figure 4.2-6; the O content 

was calculated by difference. The average abundance of elements follows 

O>C>H>N>S, however, Brown suggests that when O content of WH was directly 

measured, the result was significantly lower than by difference [137]. This would make 

C the most abundant element, ranging from 28.0 (Murchison Bay) to 36.6% (Indrayani 

Moshi), as would be expected in lignocellulosic biomass [137]. The H, N and S content 

represents a smaller fraction than C and O. WL contained a greater N content, 3.7%, 

than WH, 1.4 to 3.1%. The S content was BDL for four out of the seven samples, and 

WL (0.33%) contained the highest proportion of S out of all the samples. There 

appears to be no trend based on the geographical or pollution variations. 

The UPIs, displayed in Table 4.2-1, focussed on utilisation by AD, protein extraction 

and direct combustion. The maximum BMPth is a measure of the maximum theoretical 

yield of biomethane, on a dry basis, from a feedstock [301]. The maximum BMPth of 

lignocellulosic biomass tends to range from 426- 599 mL CH4/g VS [311], this would 

suggest that WH has a low potential for AD in comparison to other lignocellulosic 

biomass. However, a more realistic BMPth can be calculated utilising the BI, this is the 
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Figure 4.2-6: Inorganic composition of whole water hyacinth and water lettuce samples 
for geographical and pollution analysis. a) heavy metals; b) nutrients. Each sample was 
run in duplicate. 

The WH samples contained high levels of HMs, in particular Fe and Al, see Figure 

4.2-6. The Fe content ranged from 748 (West Bengal) to 2220 mg/kg (Indrayani 

Moshi), greater than the range for Al: 86 (West Bengal) to 821 mg/kg (Murchison Bay). 

Murchison Bay had a greater total HM content than any site in India, this was possibly 

due to the zero-tolerance policy for industrial pollution within Maharashtrian rivers 

[281]. However, there are large concentrations of untreated sewage released into both 

rivers; this is likely to contain elevated levels of Al, Cr, Cu, Fe, Ni, Pb and Zn [309,310].  

The order of the average concentration, for each HM, is displayed in the legend of 

Figure 4.2-6; this demonstrates that Fe, Al and Ti are three of the four highest 

concentration HMs; this is likely due to the method of uptake: Fe, Al and Ti are 

elements that are adsorbed to the root surface [149], as opposed to actively taken up.  

The presence of Ti at Indrayani Moshi does imply that another source of pollution 

occurs. The discharge of Ti to the environment is likely to originate from chemical and 

pharmaceutical; glass, ceramic, textile and tanning; metallurgy; and pigment, dye and 
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paint industries [6,12,16,316]. Whilst industrial pollution is prohibited, there are 44 

major industries that utilise water from the river, generating 23.07 million L/day of 

industrial effluent, within the Indrayani Moshi area [281]. The presence of Ti, and the 

formation of toxic foams [317], implies that a zero tolerance of industrial pollution may 

not have been adhered to; an alternative is the presence of scrap traders/ yards along 

the river before the Moshi site [318]. The Ti could have been introduced by illegal 

dumping or runoff during heavy rains; this possibility would clarify the reduction in Ti at 

Alandi, where there are no scrap traders, and the levels of Ti would have been reduced 

by the uptake from WH. 

The second site on each river (Alandi and Sangvi), show different trends: Indrayani 

samples demonstrate lower total HM content on the second site, whereas Mula 

demonstrates an increase at the second site. It is suggested that was due to the 

difference in pollution: Mula receives regular pollution along the river and therefore the 

WH consistently reduces the HM content within the river, suggesting that significant 

pollution occurs between the two sites, likely from Baner side Water Treatment Plant; in 

contrast, Indrayani receives greater quantities of pollution before the city, therefore, 

WH reduces the pollution as it travels down the river and therefore samples in Alandi 

are subjected to lower concentrations. Further analysis of the water quality and sites 

downstream would be required to confirm this hypothesis. 

WL demonstrated the highest total HM content, with a high concentration of Al but low 

concentration of Fe, in comparison with WH. It has been shown that WL has a greater 

bioaccumulation of Cd, Cu and Zn than WH [66]; in this study, WL had the third and 

second highest concentration of Cu and Zn, respectively. WL also contained high 

concentrations of Ti, corroborating the assumption that industrial pollution does occur 

in the Indrayani River.  

The nutrient concentration demonstrates less variation than HMs, with the exception of 

Indrayani Moshi, the total nutrient content range was 4531 (Murchison Bay) to 6529 

mg/kg (Mula Sangvi). The highest concentration was from K and Ca, the low K 

concentration at Indrayani Moshi was responsible for the low total concentration of 

nutrients in these samples. Indrayani Alandi is a site for the bi-annual assembly of 

yatras and is therefore a site for high sewage pollution events, suggesting that the 

higher nutrient content, in comparison to Moshi, could be due to this event. There 

appears to be little conclusive trend for geographical or pollution variation in nutrient 

content. WL contains similar total nutrient concentration; however, this is due to high 

concentrations of Na, with a lower K and Ca content. 
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4.2.3. Water hyacinth tissue variations 

The same collection sites, as used for the whole plant analysis, were used for the WH 

tissue analysis. However, for Murchison Bay, three sites were selected for tissue 

analysis. Multiple collections were undertaken at each site and averaged to understand 

total variation in the sample, described in Table 4.2-2. The samples were analysed for 

ultimate, proximate and inorganic composition analysis. 

Table 4.2-2: Water hyacinth collection sites included in the geographical and pollution 
study. 

Site Water 
Body 

Main Pollution 
Source 

Dates Included Collections 
Start End 

Moshi, Pimpri 
Chichwad 

Indrayani 
River 

Treated 
Sewage Jan-21 May-21 4 

Alandi, Pimpri 
Chinchwad 

Indrayani 
River 

Treated 
Sewage Jan-21 May-21 4 

Baner, Pune Mula River Raw Sewage Jan-21 May-21 4 

Sangvi, Pune Mula River Raw Sewage Jan-21 May-21 4 

Santiniketan, 
West Bengal 

Goyal Para 
Ponds Minimal Dec-19 Jul-20 3 

Uganda, CW Murchison 
Bay* 

No point 
source Oct-19 Sep-20 8 

Uganda, NC Murchison 
Bay* 

Treated 
Sewage Oct-19 Sep-20 8 

Uganda, UBL Murchison 
Bay* 

Industrial 
(Brewery) Oct-19 Sep-20 8 

*Lake Victoria 

The proximate analysis, displayed in Figure 4.2-7, demonstrated that the leaf and 

petiole have the least variation across the locations. The standard deviation (SD) of the 

leaf was 2.0, 1.7 and 3.4%, for the VM, FC and ash, respectively and the petiole was 

2.2, 1.5 and 3.3%. In contrast, the root had larger variations in the ash and VM content 

across the locations; the SD was 10.4, 3.7 and 13.8%, for the VM, FC and ash, 

respectively. The ash content of the root was replicated in the trend across the other 

tissues: the sites with the highest ash content in the root, also have the highest ash 

content in the leaf and petiole.  

The river sites, Indrayani and Mula, contained the highest ash content, suggesting that 

the flow rate had a greater impact on ash content than pollutant concentration. 

Between the two rivers Mula had greater ash content, likely due to the higher sewage 

pollution which could result in a greater inorganic uptake. NC had a pollutant 

concentration of up 10x that of the other sites in Murchison Bay, yet only displayed a 
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marginal increase in ash content. In contrast, West Bengal had the lowest pollution and 

demonstrated the lowest ash content. 

   

 
Figure 4.2-7: Proximate composition of water hyacinth tissue samples for geographical 
and pollution analysis. a) leaf; b) root; c) petiole. Each sample was run in duplicate; 
each of location was an average of all phenological samples: Maharashtra had 4 
samples, West Bengal had 3 samples, Murchison Bay (Uganda) had 8 samples. 

The ultimate composition, see Figure 4.2-8, demonstrated a similar trend to the whole 

sample analysis: samples with lower ash content had higher C content, the exception 

was West Bengal. The river samples contained the greatest N concentrations, in the 

leaf and petiole, suggesting that N uptake was greater due to increased flowrate. This 

corroborates the suggestion that flow has a greater impact than pollutant concentration, 

as all river sites had an average water TKN of at least 10x lower than the other sites. 

The S content was low in the leaf and petiole; in the root it was in greatest 

concentrations in the river samples, with the exception of Mula Baner, which was BDL. 
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Figure 4.2-8: Ultimate composition of water hyacinth tissue samples for geographical 
and pollution analysis. a) leaf; b) root; c) petiole. Each sample was run in duplicate; 
each of location was an average of all phenological samples: Maharashtra had 4 
samples, West Bengal had 3 samples, Murchison Bay (Uganda) had 8 samples. 

The UPIs of each plant part, displayed in Figure 4.2-9, demonstrated that the 

composition variation, between tissues, resulted in large variations in the UPIs of each 

tissue. The leaf and root demonstrated a similar maximum BMPth across all sites, with 

the petiole displaying a lower value, this was due to the high O and low C concentration 

within the petiole. All sites had similar maximum BMPth, with the exception of West 

Bengal, which had a lower value, this was also due to the high O concentration of the 

West Bengal sample. Whilst most samples had similar maximum BMPth, the 

experimental BMPth is likely to be different: the C:N ratio of the rivers samples was 

considerably lower than the other samples, likely resulting in a lower BMPex unless co-

digestion is introduced to increase this ratio [312]. The same was true for the leaf and 

root, which had a lower C:N for many samples, however, there was significant 

variation. 
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Figure 4.2-11: Averaged inorganic composition (heavy metals) of water hyacinth 
samples for geographical and pollution analysis. a) leaf; b) root; c) petiole. Each 
sample was run in duplicate; each of location was an average of all phenological 
samples: Maharashtra had 4 samples, West Bengal had 3 samples, Murchison Bay 
(Uganda) had 8 samples. 

The maximum and minimum total HM content, at a single collection point, are 

displayed in Appendix B.2; this demonstrates that there was considerable phenological 

variations, for example, Mula Baner had a maximum total HM concentration of 5677 
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Figure 4.2-12: Averaged inorganic composition (nutrients) of water hyacinth samples 
for geographical and pollution analysis. a) leaf; b) root; c) petiole. Each sample was run 
in duplicate; each of location was an average of all phenological samples: Maharashtra 
had 4 samples, West Bengal had 3 samples, Murchison Bay (Uganda) had 8 samples. 

4.3. Phenological variations 

Composition variation, across the growth season, would result in different yields when 

the biomass was processed, therefore, understanding these variations is important. 
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Figure 4.3-1: Average phenological variations of environmental conditions for 
Murchison Bay, Lake Victoria, Uganda. Error bars represent the variations over the 
selected period, of 1984-2021. a) average temperature at 2m; b) average solar 
irradiance (all sky surface shortwave downward irradiance); c) precipitation. Raw data 
was taken from NASA Prediction Of Worldwide Energy Resources [73]. 

The averaged WQIs, discussed in section 4.2.1, are displayed against time in Figure 

4.3-2; the individual sites are presented in Appendix B.1. The metals peaked during the 

second rainy season of 2021, excluding Cu and Ni at CW (Murchison Bay), possibly 

due to the increased surface runoff during increased rainfall. This was similar to results 

demonstrated by Kumar et al., who found a greater HM concentration after monsoon 

rains in India [324]. The first analysis of NC water showed the lowest content of all 

samples, then increased until September 2021. This suggests that pollution occurred at 

this site to increase the inorganic content, between September 2020 and September 

2021, increasing by 0.6, 1.4, 9.2, and 12.4 µg/L for Cd, Cr, Cu and Ni, respectively; the 

HM content then decreased. These results suggest that there was little variation 

temporally, with distinct increases that are likely to have been a point source pollution 

event, however, these occurred in the rainy season and therefore could be due surface 

runoff. This resembles the results of Outa et al., who found that minimal variation in HM 

and nutrient concentration occurred, within the water and sediment, with respect to 

time [325].  
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There appears to be no relationship between N containing compounds and 

environmental conditions, however, NO3 and TKN both showed a slight increase in the 

first rainy season; in contrast,  PO4, COD and TSS increased in the second rainy 

season. This disparity between the indicators is unusual, however it still suggests that 

nutrient increase occurred due to surface runoff. However, investigation of the induvial 

sites demonstrated that the individual sites had similar baseline levels: each site had 

separate spikes. This suggests that individual pollution would be the cause, as 

suggested by the HM results. 

       

 
Figure 4.3-2: Phenological variations of water quality indicators for Murchison Bay, 
Lake Victoria, Uganda. Each sample was analysed in duplicate and averaged between 
the three sites (clean water, Navikubo Channel, Ugandan Brewery Ltd.). a) heavy 
metals; b) nitrogen and phosphorous; c) other.  

The total inorganic content of the biomass is contained within the ash, therefore, the 

variations in ash content can be viewed as an indicator of HM and nutrient content. 

Figure 4.3-3 shows the average for Murchison Bay, the individual sites are available as 

a raw dataset [326]. The ash content has clear variations across the year, displaying 

peaks and troughs at distinct points, however, all results were within the typical range 

of ash content in WH tissues [63,64,327]. There are three clear troughs, with a 

maximum range of almost 10%; this range appears to be higher than expected. It is 

possible that this was due to sampling errors and further phenological sampling would 

be required to confirm this, however, one sample, in each of the two respective years, 
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were collected just 15 days apart (1st October 2019 and 15th September 2020), these 

results showed a variation of 0.5, 1.2 and 0.3% for the leaf, root and petiole, 

respectively. This suggests that the phenological variations presented here may be 

replicable. 

The root contained the highest ash content, as would be expected in WH 

[65,66,145,148]. Conventional bioenergy feedstocks have an ash content of <8%, such 

as willow (4.1%), miscanthus (4.9%) and oak wood (7.4%) [328]. Assuming that the 

plant proportions were 24, 32 and 44%, for the leaf, root and petiole respectively, as 

previously described, then whole plant would have a minimum and maximum ash 

content of 7.6 and 17.1%, respectively. This suggests that WH from Murchison Bay 

may not be an appropriate biomass for bioenergy. 

 
Figure 4.3-3: Phenological changes of the average ash content in biomass from 
Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate and 
averaged between the three sites; the error bars represent the standard deviations of 
these variations. = extreme values.  

The translocation factor (TF) is an important indicator when examining a 

hyperaccumulating plant. A high TF indicates that the plant is able to translocate the 

element from the root, up the plant, with ease. This would allow the plant to utilise the 

nutrient easily or, in the case of toxic elements, be quickly overwhelmed and killed by 

the pollutant. As previously described, WH has a low TF for many HMs [66,74], this has 

be reiterated in this study, see Figure 4.3-4; the individual sites are available as a raw 

dataset and graphical representation [326]. The key spikes in TF occurred in the dry 

seasons of Murchison Bay, Lake Victoria (January- February and June- August). 

However, there was no clear relationship with temperature, and subsequently growth 

rate. 

A TF of <1 suggests that the plant is able accumulate the element within the root 

without translocating it to other parts of the plant, therefore it cannot be used within the 

leaf or petiole either positively or negatively. Whilst all HMs were below <1 for much of 
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the year, only Al and Fe did not breach a TF of >1. This suggests that the localisation 

of the elements within the tissue, as analysed by Vesk et al. [149], plays a vital role in 

the translocation of the elements. Vesk et al. determined that Al, Fe and Ti were 

located on the surface of the roots, where as Cu, Pb and Zn were in greater 

concentrations within the inner sections of the roots [149]. The low translocation of Al 

and Fe suggests that these were poorly taken up by the plant, corroborating the theory 

that they are retained on the epidermis external walls. In contrast, Ti demonstrated 

spikes >1; it has been previously been reported that Ti had a low TF in WH but the 

bioconcentration factor (BCF) was the highest of all analysed metals [68]. Therefore, it 

is possible that a high level of Ti in the water of Murchison Bay could lead to an 

increased translocation. However, this cannot be confirmed; further analysis into the 

localisation of metals in the root and the mechanisms of uptake would increase the 

understanding of this area. 

Previous studies suggest that Cr, Pb, Cu, Fe, Ni and Zn have a TF of <1, regardless of 

conditions. TF calculated from Table 2.3-2 demonstrated that these metals have a TF 

value of <1 in most scenarios, however, similarly to Figure 4.3-4, there are cases 

where the plant is unable to contain the metals in the below water tissue. Cd displayed 

a TF of >1 in 5 out of 8 studies and appears to be independent of conditions. Majumdar 

et al. demonstrated that at a concentration of 0.1 and 0.5 mg of Cd/L, the TF was <1, 

whereas at 0.3 mg/L, the TF is >1 [13], this appears to confirm that the TF was 

independent of water concentration. 

    
Figure 4.3-4: Phenological changes of the heavy metal translocation factor in biomass 
from Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate 
and averaged between the three sites; the error bars represent the standard deviations 
of these variations. a) non-essential; b) essential.  

The total concentration of HMs is presented in Figure 4.3-5 and Figure 4.3-6; as with 

ash content, there are distinct peaks and troughs throughout the year. The samples 

collected in October 2019 and September 2020 demonstrate similar values, except for 

Al, suggesting that annual replicability may occur. With the exception of Fe, all HMs 
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displayed their peak between June and September, once extreme/ anomalous values 

have been discounted. This is a period of low precipitation and low temperature; 

therefore, low growth and no surface runoff suggests that a pollution event could have 

occurred from Kampala during this period. On the other hand, the uptake of metals is 

not instantaneous, particularly in a large lake due to high dispersal, therefore, it 

possible that the concentration in the water was increased during the rainy season 

which resulted in greater increase in the plant in subsequent months. Further analysis 

of the phenological changes in BCF and water quality would be required to identify this. 

Fe did not follow the same trend, likely due the method of uptake: Fe was 

predominantly adsorbed to the surface of roots and is marginally translocated to the 

upper tissues [161], therefore the lower retention could mean that Fe was largely 

independent of conditions. The peaks in TF occurred over same period, indicating that 

as root concentration increases, so does translocation. 

The HMs show a trend of three peaks during the study: January/ February; June/ July; 

and September-November, as shown in Figure 4.3-5 and Figure 4.3-6. The first two 

peaks occurred during a period of low precipitation, in contrast to peak 3 which was 

during high precipitation. Peaks 1 and 3 were at higher temperatures, whereas peak 2 

was low temperature. This data suggests that high growth, assuming temperature 

dependent growth, or precipitation periods, demonstrate an increase in HM uptake and 

concentration in WH. Abdel Shafy et al. demonstrated that Cu, Fe, Pb and Zn peaked 

during the latter stages of the Egyptian dry season [62], where the temperature is at the 

highest point [73]. The point of peak biomass density in Egypt is the end of July [329], 

suggesting that HM concentration peaked at the end of the growth cycle. Assuming 

that temperature and biomass density have a positive relationship [80,81], then peak 1 

would follow a similar trend. Peak 3 occurred during a small temperature spike, 

therefore increased growth could be the primary factor in HM uptake increase. In 

contrast, peak 2 was likely due to increased precipitation increasing the surface runoff 

as suggested by the increase in HM water concentration during the second rainy 

season, see Figure 4.3-2. This was also found in Vietnam where As, Cu, Pb and Fe all 

peaked during the rainy season [14], which occurs as temperatures begin to drop [73]. 

The maximum value for each HMs were in the following order: Fe > Al > Pb > Zn > Ti > 

Cu > Cr > Ni > Cd; there appears to be no trend for the essential and non-essential 

metals. Outa et al. examined the uptake of trace metals by Vossia cuspidata in 

Murchison Bay, determining a replicable order as this study [325], with the exception of 

Pb, suggesting that the uptake from these two plants is linked to background 

concentrations of HMs. 
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The HM concentration in the WH tissues, from Murchison Bay, was typically lower than 

the results displayed in Table 2.3-2. In particular, the Cd, Fe, Ni and Ti concentrations 

in above water tissues. However, the biomass did contain greater than expected 

concentrations of Pb in the above water tissue. The biomass would not be considered 

as an acceptable food additive due to the concentrations of Pb and Cd, particularly in 

the roots [330,331]. 

    

   

 
Figure 4.3-5: Phenological changes of non-essential heavy metal content in biomass 
from Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate 
and averaged between the three sites; the error bars represent the standard deviations 
of these variations. = extreme values. a) aluminium; b) cadmium; c) chromium; d) 
lead; e) titanium.  
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Figure 4.3-7: Phenological changes of the nutrient translocation factor in biomass from 
Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate and 
averaged between the three sites. a) macro-nutrients; b) micro-nutrients.  

The concentration of macro-nutrients, displayed in Figure 4.3-8, demonstrates that 

macro-nutrients are primarily concentrated within the leaf or petiole. It has previously 

been suggested that WH can store luxury nutrients within the petiole [100,101], this has 

be corroborated by the presence of Ca, K and Mg in equal or greater concentrations 

than the leaves or roots. Whilst there are high concentrations of macro-nutrients within 

the roots, these are similar concentrations to HMs like Al, Fe and Zn, with the exception 

of N. This suggests that WH can actively transport high concentrations of macro-

nutrients without the same occurring with toxic elements. The nutrients showed similar 

trends to the HMs: each nutrient demonstrates clear peaks, with the key peaks 

occurring January/ February; June/ July; and September-November. However, within 

these peak periods, certain nutrients also demonstrate a trough, suggesting an error in 

collection, or these periods had high uptake of inorganics. The dramatic rise in certain 

nutrients suggest that uptake of this level would not be representative of a population 

and suggests error in collection. This can occur if the sampling was not representative 

of the population or was contaminated.  

The peaks occurred in periods of high growth and/ or high precipitation, in contrast to 

the results by Abdel Shafy et al., who determined little variation occurred between the 

end of the wet season and the dry season [62]. Whereas, at the start of the wet season 

had the lowest concentration for all nutrients, except Co. This suggests that the high 

precipitation during the wet season and high temperatures in the dry season increased 

nutrient content in the biomass.  

The extreme values displayed in Figure 4.3-8 and Figure 4.3-9 were all associated with 

one site, NC, with the exception of two points for Co. This is likely due to the increased 

sewage pollution that is likely to contain high concentrations of nutrients and therefore 

cause spikes in nutrient concentration. 
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Figure 4.3-8: Phenological changes of macro-nutrient content in biomass from 
Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate and 
averaged between the three sites; the error bars represent the standard deviations of 
these variations. = extreme values. a) nitrogen; b) potassium; c) calcium; d) 
magnesium.  
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Figure 4.3-9: Phenological changes of micro-nutrient content in biomass from 
Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate and 
averaged between the three sites; the error bars represent the standard deviations of 
these variations. = extreme values. a) cobalt; b) molybdenum; c) sodium.  

The maximum BMPth and BMPth are displayed in Figure 4.3-10a; the BMPth was 

calculated by multiplying the maximum BMPth by the BI, as described in Equation 3-9, 

to estimate the BMPex, shown in Table 4.2-3. Both demonstrate that the peaks and 

troughs are opposite to that shown by protein, Figure 4.3-10c. The C:N ratio is an 

important aspect of methane generation in AD [312]; the optimal C:N is 32.09, 

however, the ratio for each part of the plant was significantly lower than this, with no 

sample greater than 27.5. Therefore, it is unlikely that the Murchison Bay WH could be 

used as a sole feedstock for AD. The differences in the phenological changes of the 

BMPth and C:N ratio for the petiole should be examined further through BMPex. 
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Figure 4.3-10: Phenological changes of utilisation potential indicators in biomass from 
Murchison Bay, Lake Victoria, Uganda. Each sample was analysed in duplicate and 
averaged between the three sites; the error bars represent the standard deviations of 
these variations. a) maximum theoretical biomethane potential and theoretical 
biomethane potential; b) C:N ratio; c) protein content; d) theoretical higher heating 
value.  

Figure 4.3-10c shows that the protein content peaks in November and February. These 

are periods of low HM translocation and therefore would reduce the potential toxicity of 

the biomass making them optimal points of harvest. The peak protein content of the 

leaves was similar to that described by Sivasankari and Ravindran, whose results 

suggested 22.0, 3.3 and 7.7% protein content for the leaf, root and petiole, respectively 

[64]. Figure 4.3-10c demonstrated that all root samples had greater protein content 

than the petioles and the values suggested by Sivasankari and Ravindran [64]. 

The protein content of leaves was similar to that expected in chicken (23.1%), beef 

(21.4%), salmon (18.7%), cod (16.6%) and raw tofu (15.8%) [313,314]. However, it was 

lower than raw soybean (36.5%) and canned tuna (26.5%) [313,314]. WH leaves are a 

suitable protein source throughout the year; however, whilst the leaves have been 

deemed as not acutely toxic when utilised in animal feed [210], it has been observed 

that only a portion of ruminant diet can be replaced by WH [207]. The WH whole 

samples from Murchison Bay had a protein content of 10%; throughout the study, the 

leaves contained a greater protein content. Secondly, the leaves contained lower levels 

of HMs, than the whole plant, therefore, plant seperation should be considered. 
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Alternatively, the extraction of protein from WH has been shown to reduce the HM 

content within the protein product [197]. To be considered as a protein supplement, a 

substance should contain >20% protein [212]; one example of WH protein extraction 

resulted in an increased protein content by >200%, and would be considered as an 

acceptable protein supplement if Murchison Bay WH was utilised to the same effect. 

The HHVth was below 15 MJ/kg for all samples, see Figure 4.3-10d, which is 

considered low for a biomass fuel [306,308,315]. Table 2.3-2 displays a variety of 

different biomasses, of which no value was <15 MJ/kg; the average HHVth was 6.6, 8.2 

and 10.0 MJ/kg greater than the average WH leaf, root and petiole HHVth, respectively. 

This suggests that WH is not a suitable choice for solid fuel combustion. There was 

little phenological variation, however, small peaks occurred in January and July, and a 

small trough in March. Other peaks and troughs were part specific and therefore 

possibly anomalous. This was particularly evident for the petioles, which showed the 

greatest variation. 

A limitation of this study is the equation utilised to predict the HHVth: the database 

utilised, to produce the equation used in this study, contained a multitude of different 

biomasses, with an experimental HHV range of 14.0-22.5 MJ/kg and an ash content of 

0-25%, with only 7 samples >20% [307]. This HHVex is higher than any result in this 

study, whilst the ash content was lower than the average for the Murchison Bay 

samples. This suggests that the equation may not be appropriate for these samples. 

4.3.2. Pune, Maharashtra 

The river samples were all collected within the Maharashtra region, either in the city of 

Pimpri Chinchwad or Pune. Maharashtra had greater seasonal variability than 

Kampala; for the purposes of this analysis, the year was split into spring (January- 

March), summer (April- mid-June, variable due to monsoon), monsoon (mid-June- mid-

September) and winter (mid-October-December). Spring was characterised by low 

rainfall and rapid increases in temperature and solar irradiance, see Figure 4.3-11. 

Summer also had low rainfall with the peak temperature and solar irradiance. Monsoon 

had high rainfall and reduced temperature and solar irradiance, compared with 

summer. However, the start and end are variable, this was greater in recent times due 

to climate change [332,333]. Winter was characterised by a slight increase in solar 

irradiance and reduction in rainfall as the monsoon cloud cover and rains receded; the 

temperature also reduced during winter. The sites in Maharashtra were within 70 km2 

of each other, whilst this was a larger than distance Murchison Bay, the impact of 

environmental conditions was also considered negligible. Samples could not be 

collected after June due to the monsoon rains: the plants were washed downstream 
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due to the strength of the water flow. Therefore, plants were collected from January 

(when a mat was first observed in all rivers) until monsoon began. 

 
Figure 4.3-11: Average phenological variations of environmental conditions for Pune, 
Maharashtra, India. Error bars represent the variations over the selected period, of 
1984-2021. a) average temperature at 2m; b) average solar irradiance (all sky surface 
shortwave downward irradiance); c) precipitation. Raw data was taken from NASA 
Prediction Of Worldwide Energy Resources [73]. 

The WQIs for Maharashtra are displayed in Figure 4.3-12, the individual sites are 

displayed in Appendix B.1; the HM concentration varied between 2019 and 2020, this 

is likely due to in consistent pollution events and high flow rate. There appears to be no 

clear trend in HMs or N, between January and June 2020, this contrasts with the 

annual variation, suggesting that the HM and nutrient pollution was consistent before 

the monsoon rains, it is possible that these rains altered the background level of 

pollution. However, there is not enough data in this study to conclusively determine a 

trend. Another possibility is the impact of flow on water quality: the water was 

replenished with regularity therefore it had the potential to vary day to day depending 

on the pollution input. 
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Figure 4.3-12: Phenological variations of water quality indicators for Pune, 
Maharashtra, India. Each sample was analysed in duplicate and averaged between the 
four sites (Indrayani Moshi, Indrayani Alandi, Mula Baner, Mula Sangvi). a) elemental; 
b) nitrogen. 

The Maharashtra samples were all weighed to determine dry weight ratios of the 

tissues. It was assumed that roots would have a greater percentage of the biomass at 

the beginning of the season, before reducing when the plant began to grow vertically, 

once space was restricted [56]; this would be mirrored in petiole proportion which 

would increase when vertical growth began. The results are displayed in Figure 4.3-13, 

this demonstrates that each site has varied tissues proportions, in particular at Mutha 

Baner where the roots had the largest proportions of all tissues. However, at all sites 

the petiole increased from the start of the season to the end, except for Alandi, where 

the petiole sample was spoilt so no proportion could be calculated. The Indrayani River 

had increased petiole proportion in March, suggesting that a vertical growth shift 

occurred between February and March collection. This was evidenced by the coverage 

demonstrated by Figure 4.3-14: except for Sangvi, all sites had 100% coverage in 

March, therefore vertical growth would be prioritised. The leaf proportion reduced or did 

not change over season, as the plants increase vertically, the leaves increase in size, 

therefore it can be assumed that either there were less leaves, or they had an 

increased moisture content by the end of the of the season. Results from West Bengal 

samples demonstrated that the tissues moisture content varied from 88.5- 93.6, 83.3- 

94.9 and 91.1- 95.7% for the leaf, root and petiole respectively. 
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Figure 4.3-13: Phenological changes in dry weight proportions of tissues in water 
hyacinth biomass from river sites in Pune, Maharashtra. a) Indrayani Moshi; b) 
Indrayani Alandi; c) Mula Baner; d) Mula Sangvi. 

 
Figure 4.3-14: Water hyacinth coverage on 11/03/2021 from Maharashtra, India: a) 
Indrayani Moshi; b) Mula Baner; c) Indrayani Alandi; d) Mula Sangvi (credit G. Nahar). 

a) 

c) d) 

b) 
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As with the ash content in Murchison Bay, Figure 4.3-15 shows that WH roots contain a 

higher ash content than the above water tissues. All sites peaked at the end of the 

growing season (June), similar to what show in Murchison Bay where ash peaked 

during periods of high growth. All sites in Maharashtra produced an ash content higher 

than Murchison Bay, with the Mula river sites reaching double the concentration.  

   

    
Figure 4.3-15: Phenological changes of ash content in biomass from river sites in 
Pune, Maharashtra. Each sample was analysed in duplicate; the error bars represent 
the standard deviation of the replications. a) Indrayani Moshi; b) Indrayani Alandi; c) 
Mula Baner; d) Mula Sangvi. 

The TF for essential and non-essential HMs suggests that the majority of metals are 

contained to the roots, with the exception of localised spikes, see Figure 4.3-16. One 

metal that was exempt from this trend was Ti; as discussed previously, Ti is unlikely to 

have been introduced to the rivers via raw sewage, the predominant source of pollution 

in these rivers. It is possible that Ti could have been introduced via industrial pollution, 

despite the regulations from the MCPB; however, as shown in Figure 4.3-12, the 

presence of Ti in the water was not detected at any of the sites. The localised spikes of 

high TF were also replicated in the results for Murchison Bay; secondly, it has been 

demonstrated that Ti can be accumulated at high levels [68]. There appears to be no 

difference between the essential and non-essential HMs; nor was there a phenological 

trend for the majority of HMs, however, particular HMs exhibited a reduced TF with 

time. 
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Figure 4.3-16: Phenological changes of the heavy metal translocation factor in 
biomass from river sites in Pune, Maharashtra. Each sample was analysed in 
duplicate. a) Indrayani Moshi; b) Indrayani Alandi; c) Mula Baner; d) Mula Sangvi. i] 
non-essential; ii] essential. 
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The HM concentration in WH was predominantly concentrated in the roots, therefore, 

for illustrative purposes, only the roots are displayed here, see Figure 4.3-17 and 

Figure 4.3-18; the individual tissues are available as a raw dataset and graphical 

representation [326]. Each site showed distinct variation; however, there were general 

trends observed. Firstly, as stated, the HM concentration in the roots was higher than 

the other tissues, often exceeding twice the concentration of the leaf and petiole 

combined. The second general trend was that the HM content generally increased as 

the growing season progressed, with most HMs ending with a greater concentration at 

the end of the period of collection as compared with the start. It is possible that this was 

due to the variation in growth priorities over the season. 

Whilst the majority of HMs appear to increase over the season, many of the HMs 

exhibit a reduction from in February, suggesting that the biomass was on a downwards 

trend from a peak earlier in the year. The first biomass collection occurred on the 

20/01/2021, however, initial biomass appeared in late December, therefore, collection 

occurred after approximately one month of growth, where it was likely the concentration 

changed. This one month period had high growth rate, where the biomass prioritised 

horizontal growth [56], this resulted in a rapid spread across the river, see Figure 

4.3-19, however, the plants remained small with bulbous petioles, dense roots and 

small leaves, see Figure 4.3-20. The plant was aiming to dominate the river as quickly 

as possible, despite the sub-optimal growth conditions. This high rate of growth is likely 

to increase the HM concentration within the biomass. However, as there is no data to 

confirm this, another theory could be possible: horizontal growth results in reduced 

concentrations of HMs within the biomass due to the distribution of pollutants to ramets 

via the stolon. There was no literature found discussing these theories, however, the 

reduction of HM concentration from January to February suggests that horizontal 

growth may result in a dilution of HM concentration within the population. Further 

analysis should be conducted to understand this. 

Once the horizontal growth has rendered WH the dominant species in a water body, 

the plant will attempt to focus growth vertically, increasing weight and strength of the 

plant, therefore, increasing the likelihood of survival. This change in focus, coupled with 

the increased growth rate as temperature increased, may be the cause of the 

increased HM content over the growth season. 

The Mula Baner site demonstrated a different trend to the other sites, whilst all sites 

had spikes of individual HMs throughout the collection period, Mula Baner had a 

specific increase of all HMs in March. All HMs exhibited this increase, although the 

degree of the increase varied with the HM. This increase also occurred at Mula Sangvi, 

however, not all HMs increased, and the degree of increase tended to be reduced in 
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comparison. This increase could be attributed to a point source of pollution 

downstream from Baner, therefore, the WH mat would have removed some of the 

pollutants and therefore reduced the pollutant uptake in the plants at the second site. 

 
Figure 4.3-17: Phenological changes of non-essential heavy metal content in biomass 
from Maharashtra, India. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. Error bars represent the variations. 
a) aluminium; b) cadmium; c) chromium; d) lead; e) titanium. 
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Figure 4.3-18: Phenological changes of essential heavy metal content in biomass from 
Maharashtra, India. Each sample was analysed in duplicate; the error bars represent 
the standard deviation of the replications. a) copper; b) iron; c) nickel; d) zinc. 

 
Figure 4.3-19: Alandi, Indrayani River, Pimpri Chichwad, India on 20/01/2021 (credit 
G. Nahar). 
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Figure 4.3-20: Water Hyacinth biomass from Alandi, Indrayani River on 20/01/2021 
(credit G. Nahar). 

The TF of the macro-nutrients demonstrated similar results to Murchison Bay: all 

macro-nutrients were >1, peaking at ~15, see Figure 4.3-21. All micro-nutrients had a 

TF <1, except for Na which was >1 at all times, except for Mula Sangvi in June. The 

majority of sites had micro-nutrients with a TF of <1, emulating the trends found in 

HMs. The exception was Mula Sangvi, where all micro-nutrients had a TF of >1 in 

February; there were no increases in HMs that would suggest uptake increased in at 

this point. However, all sites demonstrated a decrease in Na TF at this point. 
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Figure 4.3-21: Phenological changes of the nutrient translocation factor in biomass 
from river sites in Pune, Maharashtra. Each sample was analysed in duplicate. a) 
Indrayani Moshi; b) Indrayani Alandi; c) Mula Baner; d) Mula Sangvi. i] macro-nutrient; 
ii] micro-nutrient. 
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Juvenile leaves also contain higher concentrations of K, whereas Ca is found to increase 

with maturity [334]. Therefore, K follows a similar trend to N, however, the petiole has a 

greater peak compared with the leaf, suggesting that the storage of luxury nutrients 

occurred once the plants had reached 100% coverage and focussed on vertical growth. 

Ca increased throughout the season, confirming that population age increased as the 

season continued. However, the Mula River demonstrated elevated Ca concentration in 

January, there is no known theory as to why this occurred, however, it is possible that 

increased pollution increased the Ca concentration of the water. 

Co and Mo demonstrate similar trends to that shown by the HMs: increased 

concentration over the growing season with a spike in March. In contrast with this, Na 

decreased over the season, however, the February/ March peak still occurred. The 

March peak only occurred in the Mula River, as with the HMs, suggesting that this was 

due to a specific point source pollution event. 

 
Figure 4.3-22: Phenological changes of the maximum average tissue macro-nutrient 
content in biomass from Pune, Maharashtra. Each sample was analysed in duplicate; 
the error bars represent the standard deviation of the replications. a) nitrogen (leaf); b) 
potassium (petiole); c) calcium (leaf); d) magnesium (root). 
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Figure 4.3-23: Phenological changes of the maximum average tissue micro-nutrient 
content in biomass from Pune, Maharashtra. Each sample was analysed in duplicate; 
the error bars represent the standard deviation of the replications. a) cobalt (Root); b) 
molybdenum (Root); c) sodium (Petiole). 

 
Figure 4.3-24: Water hyacinth coverage on 01/02/2021 at Sangvi, Mula River, Pune, 
India (credit G. Nahar). 

The maximum BMPth and BMPth, for all four sites, are displayed in Figure 4.3-25; with 

the exception of Alandi, all sites increased in March. Alandi, Baner and Sangvi all 

increased over the growing season, whilst Moshi showed no significant difference from 
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the initial collection point. As with Murchison, all sites demonstrate the opposite trend to 

protein, see Figure 4.3-27, which decreased over the season as overall maturity of the 

mat increases. This is reflected in the C:N ratio, Figure 4.3-26, which increased over 

the season as protein levels dropped. At all sites, the BMPth of the root appeared to 

peak at the end of the season; in a biorefinery these could be used for AD, suggesting 

that late in the season would be the optimal time to harvest, however, this would 

reduce protein content. 

    

     
Figure 4.3-25: Phenological changes of the maximum theoretical biomethane potential 
and theoretical biomethane potential in biomass from river sites in Pune, Maharashtra. 
Each sample was analysed in duplicate; the error bars represent the standard deviation 
of the replications. a) Indrayani Moshi; b) Indrayani Alandi; c) Mula Baner; d) Mula 
Sangvi. 
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Figure 4.3-26: Phenological changes of the carbon to nitrogen ratio in biomass from 
river sites in Pune, Maharashtra. Each sample was analysed in duplicate; the error 
bars represent the standard deviation of the replications. a) Indrayani Moshi; b) 
Indrayani Alandi; c) Mula Baner; d) Mula Sangvi. 

The peak protein levels vary from site to site, see Figure 4.3-27; whilst the peak protein 

occurred in March for Baner, this was a point of HM increase within above water 

tissues, suggesting that this would not be an optimal point of harvest. Whilst the protein 

reduced in June, this may be the optimal point of harvest to increase profitability and 

impact of the harvest. Pre-March, the biomass was small and does not cover 100% of 

the river, see Figure 4.3-14, therefore, the protein content was high but the total protein 

within the mat would have been low. Secondly, the TF of certain HMs peaked early in 

the season, suggesting that the leaves may have high HM content. In comparison, only 

Alandi demonstrated a TF above 1 in June; the root HM content peaked for a variety of 

HMs and sites, and the biomass was at maximum coverage and size. This suggests 

that above water biomass HM content was at a similar level to the rest of the year, yet 

the root had the highest level, therefore increasing the HM removal from the water. The 

total protein content of the mat would have been at its highest in March or June, 

suggesting that June was the optimal point of harvest, for these sites for the times 

sampled. It should be noted that further analysis may demonstrate that annual variation 

was significant and the missed collections between March and June could be 

significant, however, for the purposes of this study, it was assumed that June was the 
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optimal harvest point from the Maharashtra rivers to maximise protein recovery 

potential, HM removal and biogas potential. 

   

    
Figure 4.3-27: Phenological changes of the protein concentration in biomass from river 
sites in Pune, Maharashtra. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. a) Indrayani Moshi; b) Indrayani 
Alandi; c) Mula Baner; d) Mula Sangvi. 

As shown in Murchison Bay, no value for HHVth was above 14 MJ/kg, suggesting it is 

not appropriate to directly combust the biomass. There appears to be no trend across 

the sites, see Figure 4.3-28, with each site demonstrating different peaks and troughs, 

however, most had higher or equal HHVth at the end of the season compared with the 

start. 
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Figure 4.3-28: Phenological changes of the higher heating value in biomass from river 
sites in Pune, Maharashtra. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. a) Indrayani Moshi; b) Indrayani 
Alandi; c) Mula Baner; d) Mula Sangvi. 

4.3.3. Goyal Para, West Bengal 

The environmental conditions at Goyal Para, West Bengal, were similar to those in 

Maharashtra, see Figure 4.3-29, with a reduced impact of monsoon. The temperature 

and solar irradiance increased rapidly from January- April/ May. The monsoon rains 

then caused a reduction in temperature and solar irradiance until October. The rain 

then receded, which increased solar irradiance marginally before the temperature and 

solar irradiance reduced in winter. The lighter monsoon rains meant that plants were 

not washed away during monsoon, therefore a sample could be collected in winter, 

however, the conditions during monsoon were deemed unsafe for collection. 
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Figure 4.3-29: Average phenological variations of environmental conditions for Goyal 
Para, West Bengal, India. Error bars represent the variations over the selected period, 
of 1984-2021. a) average temperature at 2m; b) average solar irradiance (all sky 
surface shortwave downward irradiance); c) precipitation. Raw data was taken from 
NASA Prediction Of Worldwide Energy Resources [73]. 

The WQIs for West Bengal are displayed in Figure 4.3-30; TSS and TDS all showed an 

increase at the start of winter, suggesting that surface run off from monsoon rains 

caused an increase in pollution levels. DO reduced at the start of winter then 

increased, corroborating this theory. In comparison with Murchison Bay, the TSS levels 

in West Bengal were lower, demonstrating that it was likely to contain lower levels of 

pollution. TKN also increased in winter 2020/21 but not 2019/20. As with the water 

analysis in Murchison Bay and Maharashtra, further analysis would be required to 

determine a reliable phenological trend. 
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Figure 4.3-30: Phenological variations of water quality indicators of Goyal Para, West 
Bengal, India. Each sample was analysed in duplicate. a) nitrogen (TKN), total 
suspended solids (TSS) and dissolved oxygen (DO); b) total dissolved solids (TDS). 

The tissue proportions demonstrates that the petiole had the greatest proportion whilst 

wet and dry, at all sample points, whilst the leaf had the lowest, except for the dry 

weight in December. Due to the variety for WH present at West Bengal, forming small 

clones, this was expected as the leaves tend to be small yet numerous whilst the 

petioles tend to be short and bulbous, and the roots tend to be large to extract nutrients 

from the water. There was little variation in wet weight across the collections, 

suggesting that moisture content was the biggest variation. 

 
Figure 4.3-31: Phenological changes in tissue weight proportion in water hyacinth 
biomass from Goyal Para, West Bengal, India. a) wet weight proportion; b) dry weight 
proportion; c) moisture content. 
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As expected, the root contained a greater concentration of ash than the leaf or petiole, 

see Figure 4.3-32. The spike in January suggests that the WH had begun its growth 

period, despite the sub-optimal conditions. It is possible that this was due to a pollution 

event, however, there have been no large pollution events associated with the ponds in 

question, therefore, this is unlikely. 

The reduction in ash in July was likely due to the impact of monsoon: the reduced 

growth rate in May/ June would reduce uptake and therefore, reduce ash content. The 

petioles demonstrated a spike of ash in July, this was possibly due to the increased 

storage of luxury nutrients in petioles [100,101], at the end of the growing season. The 

gap of collections between January and July result in unknown composition of the 

growth period in West Bengal, therefore the phenological changes across the season 

are speculation. However, it was evident that West Bengal WH had a reduction in ash 

content between the start and end of the growth period, with the exception of the 

petiole. 

 
Figure 4.3-32: Phenological changes of ash content in biomass from Goyal Para, West 
Bengal. Each sample was analysed in duplicate; the error bars represent the standard 
deviation of the replications. 

The ash content suggested that the overall TF would be lowest in January, whilst 

December and July would be similar. The TF was >1 for five out of nine HMs in 

January and was the lowest of all the collection points, see Figure 4.3-33. However, 

whilst December had the highest TF for four non-essential HMs and two essential HMs, 

July had a similar TF to January for all HMs. The results suggests that certain elements 

were translocated in peak growth conditions whilst others were translocated during 

dormant periods of the year. The high TF of HMs was in contrast with other sites: whilst 

Ti was demonstrated to have a TF of >1 in Maharashtra and periodically >1 in 

Murchison Bay, no site had a TF of over 2.5 for any HM, in particular, Cr only had a TF 

of >1 in two results at West Bengal. The TF for Cd in December was >6, whilst this is 



 

145 

 

much higher than any other site, other studies have shown that the TF for Cd can be 

over 8, see Table 2.3-2. 

This contrasts with the nutrients which had a lower TF than all other sites: Murchison 

Bay had a TF for macro-nutrients of >2, whilst Maharashtra had a more similar TF. One 

suggestion for the cause of this is the variety of WH clone in the ponds of West Bengal: 

the plants were in stagnant water with low nutrient replenishment; therefore, the plants 

were only able to grow to a small size, producing large petioles with dense roots. 

Further analysis of the varieties should be conducted to understand the variations in 

uptake rate, however, as previously suggested, plants prioritising vertical growth may 

have a higher uptake rate. This uptake rate could lead to greater translocation, 

however, if the plant is unable to grow vertically this would reduce uptake. 

The average macro-nutrient TF was highest for January and lowest for December, 

indicating that the suspected increase in growth increased translocation of nutrients to 

the upper tissues of the plants. Whilst the leaf and petiole ash content were higher in 

January than December, this was not the case in July, despite a similar TF. However, 

there was a significantly higher TF for Na in July, this element is often in high 

concentrations within WH, as discussed previously, and therefore could contribute to a 

higher ash content in the petioles in July. 
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Figure 4.3-33: Phenological changes of the heavy metal and nutrient translocation 
factors in biomass from Goyal Para, West Bengal, India. Each sample was analysed in 
duplicate. a) i] non-essential heavy metals; a) ii] essential heavy metals; b) i] macro-
nutrients; b) ii] micro-nutrients. 

The reduced HM TF in January suggests that root inorganic concentrations would be 

increased and upper tissue concentrations reduced; Figure 4.3-34 and Figure 4.3-35 

demonstrate that the HM root concentrations were increased in January. However, the 

same was true for leaf and petiole, indicating a greater translocation occurred with the 

greater concentrations. The increased concentration was likely due to the suspected 

increased growth rate in January. The decrease in concentrations from January to July 

cannot be accounted for due to the large gap in collection: this period would contain the 

highest growth rate changes and therefore would result in the greatest variation in 

uptake rate and concentrations. Secondly, the impact of monsoon cannot be 

confirmed: the water contamination suggests that the monsoon increased the nutrient 

content of the water, likely due to surface runoff, however, there was no data on HM 

concentration.  

The low Fe root concentration and high leaf Cd concentration in January appear to be 

anomalous. This would explain the high TF results in Figure 4.3-33. 
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Figure 4.3-34: Phenological changes of non-essential heavy metal content in biomass 
from Goyal Para, West Bengal, India. Each sample was analysed in duplicate; the error 
bars represent the standard deviation of the replications. a) aluminium; b) cadmium; c) 
chromium; d) lead; e) titanium. 
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Figure 4.3-35: Phenological changes of essential heavy metal content in biomass from 
Goyal Para, West Bengal, India. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. a) copper; b) iron; c) nickel; d) zinc. 

The root nutrient concentrations were highest in December, with the exception of Co 

which followed the same trend as Fe, then fell in January and were similar in July, see 

Figure 4.3-36. The drop between December and January could be attributed to the 

change in growth focus that could have occurred in January: the January sample was 

collected on 29/01/2020, therefore, the temperature would have increased and likely 

resulted in an increased growth rate. This increased growth rate is likely to have 

allowed the plant to expand horizontally and therefore increase the number of plants, 

this would spread the nutrients among a larger population and therefore, dilute the 

nutrient concentration within the plant. There were no other trends that can be 

identified due to the lack of collection points.  
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Figure 4.3-36: Phenological changes of the macro-nutrient content in biomass from 
Goyal Para, West Bengal, India. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. a) nitrogen; b) potassium; c) 
calcium; d) magnesium. 
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Figure 4.3-37: Phenological changes of the micro-nutrient content in biomass from 
Goyal Para, West Bengal, India. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. a) cobalt; b) molybdenum; c) 
sodium. 

Unlike the phenological variations shown in Murchison Bay and Maharashtra, the max 

BMPth in West Bengal does not appear to be inverse to the protein content or follow the 

same trend as the C:N ratio, see Figure 4.3-38, this was likely due to the high oxygen 

concentration in the West Bengal samples. Secondly, the maximum BMPth was lower 

than Murchison Bay and Maharashtra, on average, with results for the leaves and roots 

dropping below 300 and only error breaking 400 mL CH4/g VS. The petiole 

demonstrated different trends to that seen in Murchison Bay: in July, the petiole had 

higher max BMPth and HHVth than the root, something that did not occur at any point in 

Murchison Bay. Similarly, the petiole had higher protein content and lower C:N ratio 

than the root in January. These results demonstrate that different locations result in 

significantly different trends and utilisation potentials. 
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Figure 4.3-38: Phenological changes of utilisation potential indicators in biomass from 
Goyal Para, West Bengal, India. Each sample was analysed in duplicate; the error bars 
represent the standard deviation of the replications. a) maximum theoretical 
biomethane potential; b) C:N ratio; c) protein content; d) theoretical higher heating 
value. 

The C:N ratio was below 27.5 for all results, and therefore would be unlikely to be 

utilised as a sole feedstock in AD. The protein content of the leaves was lower than the 

previous sites, suggesting it would be less appropriate for protein extraction or animal 

feed. Secondly, the protein spikes, January and July, coincided with increases of HMs 

within all parts, reducing its applicability. As with all other samples, the HHVth was 

below 16 MJ/kg, suggesting that WH would not be an appropriate combustion fuel. 

4.4. Summary of composition 

Table 4.4-1 displays the range of composition and UPIs for parts of the plant at 

Murchison Bay, Maharashtra and West Bengal. This gives the possible composition 

and utilisation potential indicators for WH at these sites. 
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Table 4.4-1: Range of composition and utilisation potential indicator values for water hyacinth biomass from Murchison Bay, Maharashtra 
and West Bengal. 

Parameter Murchison Bay West Bengal Maharashtra 
Leaf Root Petiole Leaf Root Petiole Whole Leaf Root Petiole 

C (% DW) 37-44 28-39 34-40 35-40 32-39 32-35 29-37 36-39 22-29 30-34 
H (% DW) 3.1-5.8 2.9-5.2 1.6-5.2 4.3-4.8 3.7-4.8 3.6-4.8 3.6-4.5 4.4-4.9 2.4-3.6 3.7-4.0 
N (% DW) 2.6-4.3 1.9-3.5 1.3-3.0 2.9-3.0 1.3-1.6 1.3-2.4 2.2-3.1 3.1-4.0 2.3-2.6 2.1-2.8 
S (% DW) 0.0-0.2 0.0-0.4 0.0-0.1 0.0-0.0 0.0-0.4 0.0-0.0 0.0-0.3 0.0-0.3 0.0-0.5 0.0-0.1 

O 
(% DW)* 35-47 29-44 37-53 43-50 38-50 52-58 25-38 37-39 14-30 43-47 

VM 
(% DW) 69-90 55-73 69-78 75-76 69-76 72-79 52-67 67-72 36-69 66-71 

FC 
(% DW) 6-19 9-18 14-20 15-18 15-16 12-16 8-12 11-16 3-12 11-15 

Ash 
(% DW) 4-15 11-36 5-16 7-9 12-22 5-8 21-40 14-16 21-45 14-17 

Total HMs 
(mg/kg) 322-632 917-3925 349-762 273-336 613-1898 286-354 2210-3454 423-1623 1969-6449 640-1346 

BMPth 
(mL CH4/ 

g VS)1 
189-288 61-84 217-375 87-117 17-25 78-112 112-148 150-164 69-92 170-217 

C:N 9-15 10-19 13-28 12-13 20-27 14-26 9-14 7-12 8-12 8-15 
Protein 

(% DW)2 12-20 9-16 6-14 13-14 6-8 6-11 10-14 14-24 9-18 10-18 

HHV 
(MJ/kg) 10-16 10-13 7-11 14-16 13-16 13-14 11-14 14-15 8-14 12-14 

1Calcuclated using maximum theoretical methane potential multiplied by biodegradability index; 2Calculated via conversion factor, on N content, of 4.64 
[273] 
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4.5. Conclusions 

This chapter aimed to assess WH as a resource by characterising the biomass for 

proximate, ultimate and inorganic composition; utilising this to investigate UPIs and 

determine the applicability of WH for AD, combustion and protein extraction; and 

understand the variation that occurs due to differences in location, water quality and 

phenological variation. WL was also characterized as a comparison to WH.  

To understand the morphological the geographical and water quality variations, 

biomass and water were collected from three locations in Murchison Bay and five in 

India. These sites were split into three categories: sewage pollution; industrial pollution; 

and no point source pollution. The water analysis demonstrated that in Murchison Bay, 

the site with sewage pollution (NC) had the highest levels of Cu, NH4, NO3, TKN, PO4, 

COD and TSS, all of which are often present within treated sewage wastewater. The 

no point source pollution site in India (West Bengal) was chosen to demonstrate the 

baseline for a clean urban waterbody, whereas the no point source pollution site in 

Murchison Bay estimated the background pollution in Murchison Bay. In comparison 

with the no point source pollution site in Murchison Bay (CW), the TSS and TKN at 

West Bengal was 9.7 and 25.8% lower, respectively, confirming that it was the site with 

lowest pollution. The sites in Maharashtra (Indrayani and Mula rivers) had the lowest N 

and HM concentration, however, these were the only sites located on a river, therefore 

the flow rate and replenishment of nutrients was greater. It is likely that whilst these 

sites had the lowest concentrations, the high level of raw sewage pollution and 

replenishment, would expose the plants to a greater total value of pollutants. Despite 

this, the whole plant river samples had a lower ash content and total HM content than 

the sample from Murchison Bay; however, these samples did contain greater total 

nutrient content, likely due to the raw sewage pollution into the rivers. All sites had a 

high ash content, averaging at 27.3% across the samples, and a HHVth of less than 15 

MJ/kg; this ash content was higher than conventional bioenergy crops, like oak wood 

(7.4%) [328], whilst the HHVth was less than conventional bioenergy crops [174]. This 

suggests that WH would be a poor choice for combustion. As a feedstock for AD, the 

samples had a maximum BMPth of 264-445 mL CH4/g VS and have been shown to 

have a poor BI [139]. This would make WH a poor choice of feedstock for AD 

compared with traditional feedstocks that have higher BI and a maximum BMPth of 426-

599 mL CH4/g VS. In contrast, WH had a protein content range that was higher than 

raw tofu [313,314] suggesting that it could be a useful protein source. The location and 

water quality variation did not demonstrate clear trends, however, the river samples 

tended to have higher maximum BMPth and protein content, whereas West Bengal had 

the lowest maximum BMPth and protein, but the highest C:N ratio and HHVth. 
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The individual plant parts were also analysed: root, petiole and leaf; this demonstrated 

that the root had the highest ash content but also had the greatest variation. The 

petiole had the highest nutrient content, which was unexpectedly the highest in West 

Bengal. The rivers sites had the highest ash content, whilst West Bengal had the 

lowest, corroborating that the flow rate increased the exposure of inorganics to the 

plants and that West Bengal had the lowest pollution levels. The rivers also had the 

highest concentrations of N and S within the individual tissues. A subset of the samples 

were used to analyse the BMPex of the whole and parts of the plant. This demonstrated 

that the petiole had the highest methane production and BI, potentially due to the low 

lignin content. The root had the lowest methane production, likely due to the high 

concentration of HMs within the tissue. When comparing the two river samples 

(Indrayani Moshi and Mula Baner), Baner had a higher BI for all parts and the whole 

sample. This was unexpected due to the higher max BMPth, C:N ratio and C content for 

Indrayani Moshi whole and part samples. However, Indrayani Moshi whole had a 

greater HM concentration, including a greater Zn content, in the whole and parts, which 

is known to reduce the methane production in AD [335].  

The phenological analysis looked at Murchison Bay biomass across one full year and 

Indian biomass from December/ January through to May/ June. In Murchison Bay there 

were no conclusive relationships drawn from the water quality analysis, however, it 

appeared that pollution may have increased during the wet season, potentially from 

surface runoff. In the biomass, the HMs demonstrated a TF of <1, however, there were 

spikes above 1 for all HMs except for Al and Fe. These elements have been shown to 

be localised on the surface of the epidermis of the roots [149] and therefore are taken 

up less within the tissue and less translocation occurs. Total concentration in the 

tissues peaked at all sites in July-September, suggesting that the biomass had a 

greater uptake of HMs within the wet season, as this was the first collection after the 

wet season. Certain metals peaked later than others suggesting that uptake may have 

been slower for these metals either due to a lower affinity or lower concentration within 

the water. This increase was not due to point source of either sewage pollution (NC) or 

the brewery wastewater (UBL), as the peak also occurred at CW. Other peaks 

occurred that were not present at all sites, predominantly within periods of higher 

temperature or precipitation, suggesting that increased growth rate or surface runoff 

was responsible. These peaks were most extreme at NC, suggesting that the sewage 

pollution had the greatest pollution impact. The troughs in HM concentration occurred 

at the same sampling point as the peaks in protein content, whilst the peaks in HM 

concentration were identical to the peaks in maximum BMPth. This outlines that if 

protein recovery is the target, then HM removal would be low, but the plant would be 
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less toxic. In comparison, increased methane production would also result in increased 

HM removal from the lake. 

In Maharashtra, there was little variation between the WQIs across the year; due to the 

high flow rate it would be difficult to estimate the variation of water quality without a 

greater regularity of monitoring, however, both rivers are categorised as highly polluted 

by the MPCB. The HM content, of the biomass, predominantly peaked at the end of the 

growth season, whereas nutrients varied depending on the element. The HMs had a 

reduction early in the growth season, attributed to the effect of dilution as the plants 

spread horizontally across the waterbody. The increase at the end of the season was 

attributed to increased growth rate, due to temperature increase and the switch of 

focus to vertical growth. The nutrient concentration changed after the plants reached 

100% coverage and stopped spreading horizontally, this resulted in an increase in 

vertical growth and maturity of the population, which resulted in decreased N and K 

and increased Ca. The UPIs demonstrated that BMPth generally increased over the 

growth season, similar to HM concentration, and had an inverse relationship to protein 

content. This suggests that early season harvest would be optimal for protein recovery, 

whilst late season harvest would be optimal for methane production and HM removal. 

However, biomass density and coverage were highest at the end of the season, 

suggesting that total protein, HM content and methane potential would be higher at the 

end of the season. 

West Bengal had reduced impact of the monsoon; therefore, the biomass was 

available across the whole year; however, the impact of COVID-19 and collection 

conditions, resulted in reduced biomass collections. The TSS and TDS increased 

during monsoon, potentially due to the increase of soil particulates from surface runoff. 

All WQIs were at elevated levels during spring. Despite the reduced pollution in West 

Bengal, all tissues had a greater TF for HMs, than the other sites, in particular for Cr 

and Cd; however, the TF was lower for the nutrients. There appeared to be no 

phenological trend for the TF of either HMs or nutrients, however, this was likely due to 

the lack of sampling points. The HM concentration data demonstrated that all tissues 

had an increased HM content in January, suggesting that as root HM concentration 

increased, translocation increased. The nutrient concentration was highest in 

December, this was attributed to the increased horizontal growth that would have 

occurred from January. The concentration in July would likely be lower than in April or 

May due to the impact of monsoon. The maximum BMPth had no obvious trend across 

the parts; in contrast to the other sites, it did follow an opposing trend to the protein 

content, however, this again could be due to the lack of sample points. Another 

contrasting trend was the protein and HM concentration, which both peaked at the 
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same collection points, in particular within the leaves. This was not found at any of the 

other sites and could make West Bengal biomass poor choice of feedstock for protein 

extraction. This demonstrates that a greater number of sites must be studied to 

understand if this was an anomalous result, or if this is consistent amongst some WH 

populations. 

In comparison with WL, WH had a similar average ash content, nutrient content, HHVth 

and max BMPth across all samples, whereas N, protein content and HM content were 

lower in WH. Both plants would not be ideal feedstocks for combustion or anaerobic 

digestion, however, have high enough protein to be considered as feedstocks for 

protein extraction or direct feeding. Despite this, WH and WL are both considered 

invasive weeds and therefore represent an important resource for bioenergy and 

bioproducts. WH could be considered the better choice of feedstock based on growth 

rate and plant density, whereas WL had better characteristics for use in AD and protein 

extraction.
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estimation of the BMPth and protein content, providing an approximation of expected 

yields from biomass harvests. Finally, a phenological study of large-scale cultivation 

was conducted, demonstrating the potential variations across the year. The logistic 

growth model was employed to predict the intrinsic growth rate and carrying capacity of 

a WH cultivation tank. The variations in BMPth and protein content were identified.  

5.1.1. COVID-19 impact statement 

The impact of COVID-19 was most significant on the work carried out at Defiant 

Renewables Ltd., India. Firstly, the analysis of water samples during cultivation was 

restricted to N only. This was due to lack of staff on-site and closure of third-party 

laboratories. As demonstrated in Chapter 2, this would not diminish the importance of 

this study: N has been shown to be the predominant growth limiting nutrient for WH. 

For trial 3, nutrient source in May 2020, see section 5.3, N analysis was not possible 

due to a local lockdown in Maharashtra. 

Secondly, the work carried out by the author was limited due to the reduced time that 

could be spent in India. Initial small crate and large-scale trials, February-March 2020, 

were conducted by the author. All further trials were designed by the author. The 

experiments that were fully conducted by Defiant Renewable staff were: small crate 

trials 2 and 3; and large-scale nutrient source and phenological trials. Leaf harvests 

during the seasonal spring trial, see Figure 5.5-1, were reduced due to a local 

lockdown, therefore, harvesting occurred as often as possible. 

The final impact was on the seasonal trials; firstly, the trial conducted in March 2020 

had to be cut short; therefore, it was treated as a preliminary trial to inform all future 

trials. No data has been presented. Secondly, the summer trial was delayed due to a 

local lockdown in Maharashtra. This resulted in the trial being impacted by the 

Monsoon. 

5.2. Impact of nitrogen on growth rate 

It has been demonstrated that the water N-concentration is one the primary limiting 

factors in the growth of WH, see section 2.2.4. Therefore, it is important to understand 

how N-concentration affects the growth rate of WH. Section 2.2.4 demonstrated that a 

linear relationship can be seen between water N-concentration and AGR, up to ~30 mg 

N/L. However, it is unknown whether this relationship can be replicated in a single 

study, or extended beyond 30 mg N/L.  

To examine this relationship, a single nutrient source was selected as a control, cow 

manure (CM), and compared with a control (no nutrients added), in three small crate 

trials. In all trials, varying quantities of CM was mixed into 55L of water, see Table 

5.2-1. The solubility of N within CM was calculated by determining the starting 
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theoretical water N-concentration (Nth) if 100% of the N was solubilised. The Nth was 

greater than the analysed N0 due to the poor solubility of CM. The solubilisation was 

extremely variable, however, there was a general increase in percentage solubilisation 

as CM quantity was increased. This was unexpected as the quantity increases it would 

be closer to the saturation limit; however, a saturation limit was not found. CM was 

collected from a single cow shed throughout the trials; however, due to the multiple 

collections required, it is possible that, due to the variable nature of CM, the fibre 

content and the ratio of N containing compounds (e.g., NH3, NH4
+, NO2

- and NO3) 

within the manure varied and thus the solubilisation varied. 

All CM samples were analysed for N-concentration, however, only CM from trial 1 was 

analysed by ICP-OES to determine the NPK ratio. The NPK ratio was 0.22:0.02:0.06, 

on a dry weight basis, see Appendix C. Assuming that P and K solubilised at the same 

percentage as N, above 200g of CM, neither P and K would be limiting factors and 

increased P would be unlikely to impact growth rate [87,88]. 

Table 5.2-1: Nitrogen solubilisation in cow manure growth trials. 

Trial No. Quantity of CM (kg) Nth (mg N/L) N0 (mg N/L) Solubilisation 

1 

0.00 0.0 8.2 0% 
0.05 2.0 9.6 75% 
0.25 9.9 9.8 16% 
0.50 19.8 10.4 11% 
1.00 39.6 12.5 11% 
2.00 79.3 23.6 19% 

2 

0.00 0.0 2.9 0% 
4.00 149.8 103.5 67% 
8.00 299.6 169.8 56% 

12.00 449.5 255.3 56% 

5 

0.00 0.0 1.2 0% 
0.25 6.8 4.6 50% 
0.50 13.6 3.7 18% 
0.75 20.5 5.2 20% 
1.00 27.3 7.7 24% 
1.50 40.9 11.1 24% 
2.00 54.5 14.8 25% 
2.50 68.2 19.1 26% 
3.00 81.8 36.7 43% 
3.50 95.5 29.9 30% 
4.00 109.1 44.4 40% 

 

The changes in weight (Wt) and nitrogen (Nt) are available as a raw dataset [326]. The 

AGR of Trials 1-3 was plotted against the N0, shown in Figure 5.2-1. It is possible to 
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however it is clear there was a positive correlation between N0 and AGR in the small-

scale trials. 

 
Figure 5.2-2: Linear regression for absolute growth rate against starting water nitrogen 
concentration for small crate trials. The error bars represent the standard deviation of 
the replications. 

The linear regression equations were y = 1.75x + 18.43 for the LitFit and y= 1.20x + 

1.97 for the TrialFit. This indicates that the values in literature had a greater AGR at low 

N values and the AGR increased at a faster rate as the N-concentration increased, as 

compared with the small crate trials. However, both sets of data suggests that a linear 

relationship between N0 and AGR was present below 30 mg N/L. The small crate trials 

were conducted utilising CM as a nutrient source; however, this relationship could be 

tested for a variety of different nutrient sources.  

5.3. Impact of nutrient source on growth rate 

Table 5.3-1 displays the nutrient sources utilised in the small crate trials, the N-

concentration of the material and information on the collection. Buffalo manure (BM), 

CM, filtered CM (FCM) and cooked food waste (CFW) were selected because of their 

ease of access, low cost and relatively high nutrient concentration. Digestate was 

included to demonstrate the potential for a fully integrated system that would utilise 

WH, cultivated on digestate, as a feedstock for AD, which produced digestate as a 

waste product. NPK was used as a comparison against waste products; the cost of 

NPK suggests it would not be competitive, but it is important to demonstrate the 

differences between the two. 
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Table 5.3-1: Nutrient source growth trials. 

Nutrient 
Source Abbreviation N-Concentration 

(%) Collection Trial 
No. 

Cow Manure CM 0.23-0.42 Collected from a local cow 
shed before each trial. All 

Buffalo 
Manure BM 0.30 Collected from a local cow 

shed before trial. 4 

Digestate  Digest 0.03 
Collected from a 1m3 

Anaerobic Digester fed with 
10% KOH treated Water 
Hyacinth and 90% CM. 

4 

Cooked Food 
Waste CFW 1.11 

Unknown cooked food waste 
collected from a local 

restaurant. 
4 

NPK 
(19:19:19) NPK 19 19.00 

Commercially available, 
water soluble NPK fertiliser. 

Solubility of 0.3 g/L. 
4 

NPK 
(10:26:26) NPK 10 10.00 

Commercially available, 
water soluble NPK fertiliser. 

Solubility of 1.0 g/L 
4 

Filtered Cow 
Manure FCM 0.23 

CM mixed with 15L of water, 
passed through a 2mm 

screen. 36.4% (±3.85%) of 
the CM was removed. 

4 

 

Figure 5.3-1 displays the N solubilisation for the different nutrient sources considered; 

the amount added, theoretical N0, analysed N0 and solubilisation are shown in Table 

5.3-2. Each nutrient source, except for CFW, was added to attain a Nth value of ~45 

and ~90 mg N/L or the equivalent of 1 and 2 kg of CM per 55 L (1 kg eq. and 2 kg eq.), 

in the original trials. CM and NPK had the lowest N solubilisation; CM and NPK 

achieved higher solubilisation for 2 kg eq. than 1 kg eq., suggesting that the lower 

solubilisation was not due to saturation of the water. The NPK fertiliser for the 1 kg of 

CM eq. was added within the solubility limit. However, the 2 kg of CM eq. was greater 

than the solubility limit for NPK 10:26:26. There was evidence of poor solubilisation 

from NPK as the water became discoloured and reduced transparency. The 

solubilisation of N from CM was approximately twice as high in the large tanks 

compared with the small crates. The improved solubilisation of FCM compared with CM 

suggests that the fibrous material within the CM impacted the solubility of N. The 

different solubilisations resulted in variable N0. 
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Table 5.3-2: Nitrogen solubilisation in nutrient source growth trials. 

Nutrient Source Amount 
Added 

Theoretical 
Nitrogen (mg/L) 

Analysed N 
(mg/L) 

Solubilisation 

Blank - - 3.3 - 

Cow Manure* 
1 kg 33.5 6.7 20.5% 
2 kg 66.9 14.5 22.2% 

Buffalo Manure 0.83 kg 45.3 33.2 65.3% 

Digestate 
7.3 L 44.5 44.5 92.0% 
14.6 L 88.9 84.1 90.5% 

Food Waste 0.125 kg 25.1 21.4 73.7% 

NPK (19:19:19) 
0.013 kg 44.9 15.9 27.3% 
0.026 kg 89.8 44.5 45.5% 

NPK (10:26:26) 
0.025 kg 45.5 15.1 25.2% 
0.050 kg 90.9 35.0 34.5% 

Food Waste 0.125 kg 25.1 21.4 73.7% 
*Average of all nutrient source trials 

 

 
Figure 5.3-1: Average nitrogen solubilisation in small- and large-scale trials, from 
various nutrient sources. The error bars represent the standard deviation of the 
replications. 

The first nutrient source trial (overall trial three) investigated FCM and NPK 19; 

however, only theoretical N0 was available. The Wt is available as a raw dataset [326]. 

The No was estimated using the solubilisation values; this was then be plotted against 

the TrialFit, see Figure 5.3-2. This demonstrates that that FCM produced greater 

biomass than NPK 19, however, it is possible that higher solubilisation of FCM was 

responsible for this difference, as suggested by Figure 5.3-1. The AGR increase 

plateaued from FCM 45 and reduced from NPK 30, again suggesting that the 

solubilisation was higher than estimated. This initial trial demonstrated that FCM could 
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be used as a nutrient source, however, without N0 data, it is circumstantial. NPK 19 

appeared to show poorer growth but must be investigated further. 

 
Figure 5.3-2: Absolute growth rate of nutrient source, trial three, against starting water 
nitrogen concentration, overlaid with LitFit and TrialFit. The error bars represent the 
standard deviation of the replications. 

Nutrient source trial two investigated CFW, NPK 19, NPK 10, Digestate and BM. CFW 

was added at 125g per crate, the equivalent of 560 g of CM, due to limited quantity, 

whereas NPK19, NPK 10 and digestate were added to equal Nth to 1 and 2 kg CM eq.; 

BM was added at just 1 kg equivalence. Wt and Nt are available as a raw dataset [326]. 

Figure 5.3-3 shows AGR against N0; all N0 values below <40 mg N/L demonstrated a 

good fit with TrialFit, with the exception of CFW. The CFW had a lower AGR than the 

TrialFit, suggesting that CFW was not a suitable nutrient source. Secondly, the plants 

showed signs of distress due to drying out during the trial, further exemplifying that 

CFW would not be a suitable choice.  

The digestate AGR did not fit the linear relationship, likely due to a higher solubilisation 

than CM which resulted in an N0 above 30 mg N/L. Whilst the AGR was significantly 

lower than the theoretical maximum, it was higher than what was achieved by Huurman 

et al. [336]. Huurman et al. utilised just 0.6 and 1.2L of digestate [336], which resulted 

in a maximum Nth of 31 and 62 mg/L. The AGR achieved, 8.38 and 9.04 g/m2/day 

[336], would be lower than predicted by the TrialFit, assuming a 90% solubilisation. For 

the lower N0, the AGR would be expected to be almost three times greater. Therefore, 

to understand the effect of digestate on growth rate, further study should be conducted 

utilising a range of concentrations. Whilst digestate did not demonstrate improved 

AGR, likely due to the high N0, it was considered further due to its application in an 

integrated system. 

BM was within the expected bounds of the linear relationship, despite a N0 above 30 

mg N/L, however, it showed high levels of variation. BM showed no significant 

advantages over CM and was therefore discounted for further investigation. 
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NPK 19 only had one result below 30 mg N/L, which fit within the expected bounds of 

the linear relationship. The higher N dose had significantly lower AGR, which reinforced 

the hypothesis that above 30 mg N/L, the impact of N0 on growth becomes negative. 

The use of NPK 19 had lower error margins than CM but otherwise demonstrated no 

advantages and due to the high cost was not investigated in large tanks. 

NPK 10 also had just one value below 30 mg N/L; this value was closer to the LitFit 

than the TrialFit. This suggests that the waste product nutrient sources may limit 

growth due to low concentration or poor solubilisation of secondary nutrients. The 

higher N dose was over 30 mg N/L but was within the bounds of the TrialFit if it was 

extended past 30 mg N/L. Whilst NPK 10 showed a greater AGR than CM, it was not 

continued to the large tanks due to the high cost. 

 
Figure 5.3-3: Absolute growth rate against starting water nitrogen concentration for the 
nutrient source small crate trials, overlaid with LitFit and TrialFit. The error bars 
represent the standard deviation of the replications. 

The LitFit generated a maximum of 25.8 kg FW/m2/yr, compared with 13.8 for the 

TrialFit, at 30 mg N/L. This value was higher than various other crops cultivated in 

India, see Table 5.3-3. The lower maximum AGR for the TrialFit suggests that the small 

crates have a lower AGR than what is possible at a larger scale. Therefore, the impact 

of N0 on AGR was explored in large tanks. The nutrient sources explored further were 

CM, as a reference, FCM and digestate. FCM was selected to increase the 

solubilisation of CM and reduce the impact of viscosity and surface tension: during the 

original CM trials, crates that contained over 4 kg of CM had high viscosity and surface 

tension due to the fibrous material present in CM, see Plate 5.3-1. This provided an 

easy site for mosquito breeding, a serious issue when growing WH at scale or in the 

wild [337,338]. Digestate was selected to understand the possibility of an integrated 

system. The system would comprise of an AD system utilising WH as a primary 

feedstock, producing biogas and digestate. The digestate would be used to cultivate 

the WH and produce a cyclic system with the end result of biogas and other products. 
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Table 5.3-3: Comparison of growth yields for different cultivated biomasses. 

Biomass Yield (kg FW/m2/yr) 

Water Hyacinth 
LitFit 25.8 

TrialFit 13.8 
Lentils, dry1 0.09  
Soya beans1 0.10  
Maize (corn) 1 0.32  

Wheat1 0.35  
Rice1 0.42  

Potatoes1 2.41  
Sugar cane1 7.86  

1FAOSTAT (2022), for cultivation in India [339] 

 

Plate 5.3-1: Evidence of the increased viscosity and surface tension from high dose 
cow manure trials. a) 4 kg b) 8 kg c) 12 kg. 

5.4. Large-scale cultivation 

The reference nutrient source, CM, was utilised to vary N0 and investigate the impact 

on AGR in 350 L tanks. The trial was conducted in spring 2021; two tanks were fed 

with 12.7 kg of CM (the equivalent of 2 kg in the small crates) two tanks with 6.35 kg of 

CM, and two used as a tap water control. CM was added at day 1 and the trial was 

conducted for 14 days. Wt and Nt are available as a raw dataset [326]. Figure 5.3-1 

shows that the solubilisation of N was much greater in the tanks compared with the 

small crates which resulted in a higher than predicted N0. Figure 5.4-1 displays the 

AGR of the LitFit, TrialFit and the small crate N0 trials, Figure 5.2-2, overlaid with the 

results from the large tank. This demonstrates that the control and 6.35 kg CM fed tank 

had a higher AGR than predicted by the TrialFit but lower than the LitFit. However, both 

were within reasonable bounds of the trial data. The 12.7 kg CM fed tank was over the 

30 mg N/L limit for the fit, however, if the fit was extended, it was within the 95% 

a) b) c) 
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confidence for the TrialFit, similar to what was seen with BM and NPK 10 in Figure 

5.3-3, suggesting the trend could be extended. Despite the N0 of the 6.35 kg tanks 

being almost half the value of the 12.7 kg variation, the AGR shows only slight 

difference, 6.4% lower, suggesting that the growth had been affected by a higher N0. 

This implies that the large tanks may not align with the TrialFit or the small crates. 

 
Figure 5.4-1: Absolute growth rate against starting water nitrogen concentration for the 
N0 trials, overlaid with large tanks trials, LitFit and TrialFit. The error bars represent the 
standard deviation of the replications. = control; = 6.35 kg tank; = 12.7 kg tank; all 
black symbols= small crate trials. 

Digestate and FCM were used as nutrient sources, in the large tanks, to demonstrate 

their potential for large scale growth. Digestate and FCM were was cultivated during 

different seasons, so are not directly comparable; however, they are comparable with 

the CM control (12.7 kg). 

FCM had a higher solubilisation than CM, therefore, the N0 was higher than CM. 

However, there was little variation in the AGR, see Figure 5.4-2. This suggests that 

either not all the N was bio-available, and therefore did not have a negative impact on 

AGR, or the reduction of fibrous material improved the growth rate. The reduction of 

fibrous material resulted in a lower viscosity and surface tension. Secondly, at the end 

of the trial, the fibrous material from the CM must be removed from the base of the 

tank, this would become problem over a year of cultivation; however, for the FCM this 

was not necessary, as the residue was reduced by filtering. This suggests that FCM 

would be a possible option for a nutrient source to cultivate WH at scale. 
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Figure 5.4-2: Absolute growth rate against starting water nitrogen concentration for the 
FCM and CM large tank trial, overlaid with LitFit and TrialFit. The error bars represent 
the standard deviation of the replications. 

Digestate also had a higher solubilisation than CM, which resulted in a N0 over twice 

CM and FCM. The N0 was over four times higher 30 mg N/L, yet the AGR was 

equivalent to 22 mg N/L in the TrialFit. This suggests that the negative impact of an 

excessive N0 was not as great in the large tanks as compared with the small crates. 

The CM reference had a higher N0, 61.5 mg N/L, than the maximum for the linear fits, 

30 mg N/L; as with the digestate, the AGR was higher than the maximum predicted by 

the TrialFit. This does not lend weight to either argument about impact of excessive N0 

or reduced fibre content as digestate would also have reduced fibrous material as 

compared with CM. 

 
Figure 5.4-3: Absolute growth rate against starting water nitrogen concentration for the 
digestate and CM large tank trial, overlaid with LitFit and TrialFit. The error bars 
represent the standard deviation of the replications. 

The relationship between AGR and N0 is important for mass cultivation; it is also 

important to understand the impacts on the utilisation of the biomass. The key UPIs 

considered were protein content, determined by tissue N-content, and theoretical BMP, 

determined via proximate and ultimate composition, as well as BI. These UPIs will 

inform the potential for an integrated biorefinery. 
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5.5. Impact of nitrogen and nutrient source on utilisation potential 

indicators 

It has been show that there was a positive correlation between tissue protein content 

and N0, due to the positive correlation between nutrient concentration in the water and 

the uptake rate of nutrients by the plant [80,81], and between the N0 and the N-content 

of the leaves [87,99]. Therefore, it is important to understand if this will affect will 

impact the utilisation of the plant. Firstly, the tissue N-content (Ct), where C was tissue 

N-content and t was time in days, and subsequently the protein concentration, was 

estimated across a single trial. Three leaves were harvested every 4 days, where 

possible, during the spring tank trial. Secondly, to understand the variation in protein 

across the cultivation season, biomass was harvested at the end of all large tank trials, 

and the end harvest tissue N-content (CN) was analysed.  

Wt and Nt for the leaf harvest trial are available as a raw dataset [326]. The trial lasted 

for 39 days, with CM added every ~14 days. The Wt demonstrated that the growth in 

tanks fed with CM were similar despite Nt, the 12.7 kg tanks reached approximately 

twice the value that was present in the 6.35 kg tanks. However, Figure 5.5-1a 

demonstrates that the higher CM dose resulted in a higher Ct. The results show that 

there was an increase in Ct with time, this suggests that as Nt increased, due to CM 

addittions,, Ct followed suit. These results support the theory of a positive correlation 

between water and plant tissue N-content [87,99]. 

The protein content was estimated, utilising the conversion factor of 4.64, and 

displayed in Figure 5.5-1b. Over the course of the trial, the protein content of the leaves 

was increased by 4.4, 6.9 and 8.3%, for the tap water control, 6.35 kg and 12.7 kg, 

respectively. This increase predominantly occurred from day 20; this suggests that a 

significant lag occurs between the addition of nutrients before the leaves increase in 

protein content. The protein content of the 12.7 kg tanks continued to increase up to 

the end of the trial, suggesting that it could increase further if left to grow. These 

considerations must be considered if cultivating WH for the production of protein. The 

maximum protein content (17.8%) was lower than for all of the river sites, but higher 

than the average for Goyal Para and all Uganda sites. 
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Figure 5.5-1: Change in leaf tissue nitrogen and protein content with respect to time for 
the variable cow manure trial. The error bars represent the standard deviation of the 
replications. a) nitrogen; b) protein. 

Figure 5.5-2 depicts the differences in CN for FCM, digestate, CM and control tanks. 

FCM produced a similar AGR to CM, however, the whole plant and leaf CN was higher 

for FCM, Figure 5.5-2a. This is likely due to the higher Nt in the FCM tanks, similar to 

what was demonstrated in Figure 5.5-1. The protein content of the leaves and whole 

plant, from the FCM tanks, was approximately 15.8 and 14.6%, respectively. This was 

lower than what could be achieved: Wolverton and McDonald determined a leaf and 

whole plant protein 24.4 and 17.4%, in WH cultivated in sewage wastewaters [48]. This 

may have been due to environmental impacts or plant density. 

The protein content from FCM was under half the estimated protein content of 

soybean, a commercially available protein extraction feedstock [141]. Soybean 

produces a protein extract of 65-70% crude protein; whereas for WH, it would be 

possible to produce a protein concentrate containing approximately 39 and 36% 

protein, via the method described by Hontiveros and Serrano Jr [212]. This was lower 

than soybean protein extract, but would be an acceptable protein supplement for 

animal feed [212]. However, this would be dependent on the HM content of the extract. 

This would be a significant advantage of cultivated biomass over the collection of wild 

biomass: the nutrients added to the cultivation tanks would be likely to have a lower 

concentration of toxic compounds than the natural environment.  

Figure 5.5-2b shows the CN for the CM and digestate trial. In previous analysis, N0 has 

been a significant factor in the final plant CN; however, this was not the case for the 

digestate tank: whilst the N0 was over twice that of CM, the final plant CN was >1% 

lower for both the whole and leaf tissue. Further investigation would be required to 

determine the cause of the low CN; however, it can be suggested that this result makes 

digestate a poor choice of nutrient source when considering the production of feed 

additive or protein concentrate. 
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Figure 5.5-2: Leaf and whole plant nitrogen concentration and starting water nitrogen 
concentration for digestate and filtered cow manure large tank trials. The error bars 
represent the standard deviation of the replications. a) filtered cow manure trial; b) 
digestate trial. 

The results of the max BMPth and BMPth are displayed in Figure 5.5-3. The BMPth was 

calculated using a BI of 25.3 and 28.8% for the FCM and digestate, respectively; this 

was based off the BMPex for the CM plants described in section 5.6. The CM and FCM 

showed little variation, suggesting that the increased nutrient loading had little impact 

on the BMPth. The digestate had a lower BMPth than the control and CM tanks, 

predominantly due to a low H concentration. The results of BMPth were similar to 

experimental results for untreated WH, as demonstrated by Brown et al., who showed 

a biomethane yield of 103 mL CH4/g VS [139]. However, it demonstrated that both the 

control tank and CM tank had variation between trials, this was investigated further in 

the phenological study. 

The optimal C:N ratio of an anaerobic digester, utilising WH, is approximately 32.1 

[312]. The end biomass results for all nutrient dosed tanks had a C:N ratio of below 15, 

suggesting that the BMPex may be less than the BMPth, due to the high CN of the 

biomass. The control tanks had an average C:N ratio of 25.1, therefore, when targeting 

biomass for anaerobic digestion, using low N dosed water, or removing leaves, or co-

digestion, may increase biogas production. 
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Figure 5.5-3: Biomethane potential and starting water nitrogen concentration for 
digestate and filtered cow manure large tank trials. The error bars represent the 
standard deviation of the replications. a) filtered cow manure trial; b) digestate trial. 

The results shown here were discussed independently of phenological variations, like 

changes in temperature, cloud cover or solar irradiance. This is an important factor, as 

demonstrated in Chapter 4, and would have an impact on AGR and plant composition.  

5.6. Phenological study 

5.6.1. Impact of the rain shelter 

As discussed in section 3.2.3.1, a rain shelter was constructed to protect the plants and 

trials from monsoon rain. The impact of the rain shelter was examined by comparing 

solar irradiance with and without the shelter, as well as comparing trials conducted in 

the spring of 2020 and 2021. 

The trials are described in Table 5.6-1; this demonstrates that the tank with no rain 

shelter had a higher AGR. The N0 and average solar irradiance were marginally higher 

for the trial with no rain shelter, which may have increased the AGR. However, the 

temperature was higher during the rain shelter trial, this is likely to have had the largest 

impact on growth rate, suggesting that the rain shelter had an impact on growth rate. 

Table 5.6-1: Impact of rain shelter on absolute growth rate in large tank trials. 

Description 
N0 

(mg/L) 
AGR 

(g DW/m2/day) 
Solar Irradiance 
(kWh/m2/day) 

Temperature 
(°C) 

No Rain shelter 3.17 14.3 6.3 22.2 
Rain shelter 2.69 12.8 6.1 24.1 

1NASA (2022) [73] 

Solar irradiance data was collected at four different times of the day, between 

15/06/2021-09/07/2021, to determine the difference between the irradiance inside and 

outside the rain shelter structure. The reduction in irradiance ranged from 11-75%, see 
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Figure 5.6-1; despite this variation, all data points from under the rain shelter were 

lower than outside of the rain shelter. 

   

    
Figure 5.6-1: Solar irradiance inside and outside of the rain shelter from 15/06-
09/07/2021. a) 1000; b) 1200; c) 1500; d) 1800. 

It was not possible to quantify the impact of the rain shelter on AGR, due to the 

variations in nutrient and environmental conditions. However, it can be assumed that 

the rain shelter reduced the solar irradiance, as shown by the difference in measured 

solar irradiance; therefore, the AGR may have been affected. It is also possible that the 

temperature would be reduced, this could reduce evapotranspiration and potentially 

translocation of nutrients. These factors were not considered when calculating biomass 

availability as a cultivation tank would likely require protection during monsoon months 

and a permanent structure was the solution selected. Other options should be 

investigated further to reduce the impact on AGR. 

5.6.2. Variations in growth rate 

The phenological study consisted of four trials across the year, separated into each 

season: spring, summer, autumn (monsoon) and winter. Each trial consisted of four 

350L tanks, two containing tap water (control) and two fed with 12.7 kg of cow manure 

(fertilised), the equivalent of 2 kg in small crates. Nutrients were added every two 

weeks, as predicted by the N removal and reduction in AGR shown in small crate trials 
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temperature suggests a decrease in specific growth rate by 19%, for the first two 

weeks compared with the final two weeks [80]. The opposite occurred during the 

monsoon trial: the monsoon rains occurred early in 2020, which led to early receding of 

monsoon rains compared with preceding years. The solar irradiance and air 

temperature did not have a consistent rise but showed greater peaks and troughs due 

to the variable weather experienced during- and post-monsoon. 

Table 5.6-2: Environmental conditions and starting water nitrogen concentration for 
phenological study trials. 

Season Dates 
Solar Irradiance 
(kWh/m2/day)* 

Temperature 
(°C)* 

N0 (mg N/L) 

Control Fertilised 

Monsoon 24/08/2020- 
05/10/2020 4.03 23.85 0.43 38.16 

Winter 07/12/2020- 
18/01/2021 4.20 20.63 2.29 60.40 

Spring 19/02/2021- 
01/04/2021 6.21 26.06 2.69 38.53 

Summer 21/05/2021- 
02/07/2021 4.64 25.42 0.99 61.54 

*Raw data was taken from NASA Prediction Of Worldwide Energy Resources [73]. 

 
Figure 5.6-2: Environmental conditions data for phenological study trials- a) solar 
irradiance; b) air temperature at 2m. Raw data was taken from NASA Prediction Of 
Worldwide Energy Resources [73]. 
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5.6.2.1. Control 

The control tanks contained minimal nutrient addition and therefore were utilised as a 

basic method for normalisation of N0. Figure 5.6-3 shows that there was minimal 

difference between final weight in three of the trials (summer, spring and monsoon). 

There was an error in weighing during the spring trial that resulted in the appearance of 

a large increase from day 20-21, this showed an apparent high growth rate during the 

second 14-day period and low growth during the final 14-day period. All trials showed 

similar growth during the first 14 days before the winter trial showed lower growth rate 

and diverged. The winter trial had a reduced final weight by 9, 13 and 17%, in respect 

to spring, summer and monsoon, respectively; based on the calculations determining 

impact of temperature on growth rate, from Equation 5-1 and Equation 5-2, this 

suggests that the average temperature was not the only factor affecting the weight 

variations. 

 
Figure 5.6-3: Weight changes over time for control tanks in the large tank phenological 
trials. The error bars represent the standard deviation of the replications. 

5.6.2.2. Fertilised 

The fertilised tanks had large variations in N0 due to the natural variations that occur 

with CM and the subsequent variation in solubilisation. Figure 5.6-4 shows Wt of the 

fertilised tanks for each season. The summer trial reached higher weight than the rest 

of the seasons. In contrast to the control tanks, there was minimal difference between 

monsoon, winter and spring trials. The increase in the growth of the winter and summer 

trials could be due to the higher N0, compared to spring and monsoon, see Table 5.6-2. 

This suggests that an N0 of 60 mg N/L improved the growth rate, in contrast to the 

results stated in previous sections and that suggested by literature [80,81]. 

The monsoon trial also showed increased growth, compared with what was expected 

from the control tanks, suggesting that the delayed solubilisation meant that the value 

stated for N0 was not representative of the available N. Whilst the weighing error 
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Table 5.6-4 and Figure 5.6-6. The lower k value resulted in a greater r for the control 

tanks and a better fit than utilising the averaged literature value. However, the fertilised 

tanks had a poor fit for winter and summer, but a better fit for spring and monsoon. The 

size of the plants from the different trials was not measured and it is therefore 

impossible to determine the clonal variety present in the tanks. However, it is possible 

to conclude that the k value was impacted by the poor growing conditions of a 

cultivation tank. This was likely due to the lack of flowing water to replenish nutrients. 

Table 5.6-3: Intrinsic growth rate of the phenological study large tank trial with a 
carrying capacity of 640 kg DW/ m2. 

Season Reference r (g/g/day)* RSS (g2 DW/m4) 
Average Standard 

Deviation 
Average Standard 

Deviation 

Spring 
Control 0.048 0.003 26,378 11,368 

Fertilised 0.137 0.003 129,030 22,081 

Summer 
Control 0.049 0.003 9,155 2,762 

Fertilised 0.183 0.008 1,962,468 148,957 

Monsoon 
Control 0.049 0.001 6,909 1,462 

Fertilised 0.127 0.012 202,704 143,470 

Winter 
Control 0.035 0.005 2,870 137 

Fertilised 0.103 0.001 173,404 7,451 
*Fresh weight 

Table 5.6-4: Intrinsic growth rate of the phenological study large tank trial with a 
carrying capacity of 2,569 kg DW/ m2. 

Season Reference 
r (g/g/day)* RSS (g2 DW/m4) 

Average Standard 
Deviation Average Standard 

Deviation 

Spring 
Control 0.028 0.002 46,394 19,249 

Fertilised 0.043 0.001 344,507 17,537 

Summer 
Control 0.028 0.002 25,031 1,791 

Fertilised 0.057 0.002 343,190 42,110 

Monsoon 
Control 0.029 0.002 23,934 2,866 

Fertilised 0.047 0.001 255,954 170,664 

Winter 
Control 0.022 0.004 6,517 1,117 

Fertilised 0.043 0.002 51,542 4,475 
*Fresh weight 
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Figure 5.6-6: Residual sum of squares (RSS) for intrinsic growth rate of the 
phenological study large tank trial with a carrying capacity of 640 and 2,569 g DW/ m2. 
The error bars represent the standard deviation of the replications. a) control; b) 
fertilised. 

The varying k value has shown that the literature averaged k was not the optimal fit for 

the large tank trials. Therefore, by altering the k it was possible to determine the 

optimum value for these trials; Figure 5.6-7 shows the logistic growth model results, 

solved to minimise total RSS, as a combination of all the trials (all seasons and all N 

doses combined). This suggests that the optimum value for k was approximately 1000 

g DW/m2, to maximise the fit for all the trials. However, this does not mean each trial or 

tank had a maximised model fit.  

 
Figure 5.6-7: Change in total residual sum of squares (RSS) for logistic growth model 
by varying carrying capacity (k). 

As previously suggested, Nt and N0 may have impacted the value of k, therefore, the 

optimal k value would show differences between the control and fertilised tanks. Figure 

5.6-8 shows the total RSS for the control and fertilised tanks; the combined value of 

control and fertilised equalled the total RSS shown in Figure 5.6-7. This demonstrates 

that whilst the total RSS was minimised at ~1000 g DW/m2, the control tanks have a 

minimised total RSS at ~600 g DW/m2. However, this has little impact on the overall 

total RSS as the control tanks have a lower total RSS by over one order of magnitude. 
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The k of the control tanks was similar to the value for small clones found by Mitsch 

[106], this suggests that the control tanks were dominated by the smaller clone variety, 

whilst the fertilised tanks had larger plants. 

 
Figure 5.6-8: Change in total residual sum of squares (RSS) for logistic growth model 
for the control and fertilised tanks by varying carrying capacity (k). 

To further investigate the fit on the fertilised tanks, the tanks were split into low and 

high N doses, Figure 5.6-9. The low N doses were spring (38.5 mg N/L) and monsoon 

(38.2 mg N/L); the high N doses were winter (60.4 mg N/L) and summer (61.5 mg N/L). 

This shows that the high N doses had a minimum total RSS when k was ~1250 g 

DW/m2, whereas the low N doses had a minimum total RSS at ~750 g DW/m2. This 

corroborated the previous conclusion that better growing conditions increased the k 

value.  

 
Figure 5.6-9: Change in total residual sum of squares (RSS) for logistic growth model 
for the low and high nitrogen dosed tanks by varying carrying capacity (k). 

The value of k impacted the fit of the model, which impacted the value of r, this is 

depicted in Figure 5.6-10. This illustrates that as k increased, the value for r decreased, 

as previously predicted [80,81]. All conditions were approaching a plateau at ~2600 g 

DW/m2, the literature value for k, suggesting that carrying capacity had little impact on 
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the r in the phenological study: the trials were ended at a lower density than predicted 

by literature. 

    
Figure 5.6-10: Change in intrinsic growth rate (r) for logistic growth model for the 
control and fertilised tanks by varying carrying capacity (k). a) control tanks; b) fertilised 
tanks. 

The optimal k could be selected based on one of the following points: 

1. The minimum overall total RSS 

2. The point of intersection between the control and fertilised tanks total RSS 

3. The point of intersection between the low and high dose 

For the purposes of this study, the k value at the minimum overall total RSS was be 

used, 1000 g DW/m2. 

5.6.3.2. Intrinsic growth rate (r) 

Once the k value was made constant, it was possible to solve the logistic growth model 

for r and compare the different trials; the results are described in Table 5.6-5 and 

Figure 5.6-11. The r value for control tanks, from spring, summer and monsoon, 

showed little variation, however, due to the weighing error in spring trial, the fit was 

poor in comparison. The winter trial had the lowest r value.  

The fertilised tanks showed similar results for winter, spring and monsoon, whereas the 

summer trial had the greatest r. In comparison to the control tanks, the fits were poorer 

for the fertilised tanks, with the exception of winter. Based on the control results, it 

would be expected that summer and winter would have had lower r values, however, 

the increased N0 appears to have improved r. Monsoon also appears high, however, if 

N3 was utilised then the r value would appear to be correct. 
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5.6.4. Impact on Utilisation Potential Indicators 

The analysis of wild WH, see Chapter 4, demonstrated variable leaf protein by location 

and season, with a range from 6.9- 27.2%. It is important to understand if the variation 

was as large in the cultivated samples. 

Figure 5.6-13 shows the protein content of the whole plant and leaf for the phenological 

study. As with the wild samples, the leaf tended to have greater protein content than 

the whole plant. The control tanks demonstrated that protein increased from winter to 

spring, before a decrease through summer and the monsoon; this was similar to the 

results shown for Mula Baner and by Abdel Shafy et al., who showed a reduction in 

plant protein from March through to December [62]. In the fertilised tanks there was a 

similar trend, however, the summer had a larger drop in protein content, resulting in a 

similar protein content to the monsoon trial. It is possible that this was due to reduction 

in growth rate that occurred at the latter stages of the summer trial in the fertilised 

tanks: the AGR of the fertilised summer tanks was 41.9, 48.0 and 26.4 g DW/m2/day for 

the first, second and third two weeks, respectively. This reduced growth rate would 

likely result in a reduction in juvenile leaf production and therefore reduced the protein 

content of the average leaf; without data from across the trial this was not possible to 

verify. The results demonstrated different trends to Indrayani River and the peak 

protein content was >2% lower than all Pune sites, except for Mula Sangvi. 

 
Figure 5.6-13: Changes in final protein content for the whole plant and leaf, and 
starting water nitrogen concentration (N0) in the phenological study large tank trial. The 
error bars represent the standard deviation of the replications. a) control tanks; b) 
fertilised tanks. 

Figure 5.6-14 shows the BMPth for the seasonal trials; the control tanks depicts that the 

highest average BMPth was the monsoon trial, before it reduced throughout the rest of 

the year; however, due to the high error, there was little variation between the tanks. 

This was similar in the fertilised tanks. The BMPth of the fertilised tanks appeared to be 

independent of the N0.  
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5.7. Conclusions 

The aim of this chapter was to investigate the potential for large scale cultivation of WH 

for the use as a feedstock in a biorefinery. This included both small- and large-scale 

cultivation trials, as well as a phenological study. 

The preliminary small crate trials, utilising a reference nutrient source of CM, appeared 

to demonstrate a polynomial relationship, of order three, between N0 and AGR. When 

the relationship was examined below 30 mg N/L, there was a strong linear fit, with a PR 

of 0.73 and RSS of 31.34. A fit that was weaker than the literature fit described in 

section 2.2.4. However, both the LitFit and TrialFit were statistically significant (p-value 

<0.05). 

Utilisation of other nutrient sources resulted in a distinct variation of N0 due to 

differences in solubilisation. CFW proved to be a poor choice of growth medium: the 

AGR of WH was poor and the leaves showed visual evidence of water loss. BM 

showed no improvement on CM and was discounted, however, it showed that it could 

be used in scenarios where BM was more accessible. Both NPK fertilisers (19:19:19 

and 10:26:26) had similar or improved growth in comparison to CM, when N0 was <30 

mg N/L, however, both were not considered for further trials due to high costs. 

Digestate had high solubilisation that meant N0 was >30 mg N/L, this was likely to have 

reduced the growth. However, the AGR was higher than achieved by Huurman et al. 

[336], and has potential for applications in an integrated system with an AD. FCM 

showed improved growth as dosage increased; viscosity and surface tension were 

reduced in comparison with CM. The latter points were the predominant reason it was 

selected for large-scale trials, due to the issues of attracting mosquitos and the fibrous 

remains that occurred with CM. 

The relationship between N0 and AGR in the large tanks was similar to the small crates 

and when overlaid onto the TrialFit, it appeared to be within the bounds of the trial data. 

When cultivated with FCM, the N0 was higher than CM but still showed a similar AGR 

suggesting that the additional N did not have a negative impact on the AGR. 

Additionally, FCM had advantages over CM with reduced viscosity and surface tension, 

as well as a reduction in fibrous residue at the end of the trial. Digestate also had a 

higher N0 than CM but demonstrated an AGR similar to the TrialFit if N0 was ~22 mg 

N/L. The high N0 of FCM and digestate tanks suggests that high N0 has a lower impact 

on AGR in the large tanks, compared with the small crates.  

Leaves were harvested during a large tank trial and analysed for Ct; this demonstrated 

that as Nt increased, Ct increased, as suggested by Wilson et al. [81]. At the end of 

each large tank trial, the biomass was harvested and analysed to determine the impact 
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on composition. FCM appeared to improve end trial harvest tissue N-content, CN, when 

compared with CM. However, this was likely due to the higher N0. Contrary to this, 

digestate reduced CN compared with CM, despite a significantly higher N0. The 

comparison of theoretical biomethane potential, BMPth, showed that FCM had similar 

results to CM, whereas digestate reduced the BMPth. 

The phenological study showed that in the control tanks, winter had the lowest growth, 

whilst the other seasons were similar. In the fertilised tanks, the summer and winter 

trials had an increased N0, which resulted in greater growth. Monsoon had a higher 

growth than expected, this was likely due to an error when determining N0: in one tank, 

the Nt varied significantly over the first six days suggesting that some solubilisation was 

delayed. If the higher value was used, then the AGR was as predicted by the control 

tanks. 

The logistic growth model was employed to determine an optimal carrying capacity (k) 

for the large tanks. The optimal k appeared to vary depending on N0: the optimal k 

value of the control tanks was lower than the fertilised tanks. The same relationship 

was true for the higher N0 fertilised tanks, summer and winter, compared with the lower 

N0 fertilised tanks, spring and monsoon. When solved for the intrinsic growth rate (r), 

the logistic growth model showed similar results to AGR; however, it was possible to 

normalise r for N0 (rN). The result suggested that temperature had a significant impact 

on r, which was consistent with literature, whereas solar irradiance was insignificant. 

The phenological variation in protein content showed that spring had the highest value 

before a drop to summer then a consistent increase throughout the year. The BMPth 

peaked in monsoon before reducing throughout the year and appeared to be 

independent of nutrient increased loading. The plants were also analysed for 

experimental biomethane potential, however, due to high variation in the replicates, 

there was no significant difference between the seasons.
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6.1.1. COVID-19 Impact Statement 

The impact of COVID-19 resulted in a reduction in the scale of the laboratory 

experiments conducted in Chapter 6. Initially, fermentation experiments, specifically 

lactic acid fermentation [235,340], were planned, but due to time limitations these were 

entirely removed. However, this is still viewed as a potential technique for protein 

extraction from WH and will be described in further work. Secondly, a greater range of 

extraction conditions were planned, including 0.5 and 1.5 M NaOH; 360-480 minutes; 

and an increased range of solid-to-liquid ratio conditions. Further optimisation 

experiments were planned, utilising a greater range of samples for removing sodium 

sulphates; a greater range of pH precipitation; and microwave- and sonication-assisted 

extractions [240,249].  

The analysis of protein quality was not possible due to the loss of staff during the 

pandemic, this resulted in no amino acid analysis being conducted. Secondly, the 

biochemical analysis study was reduced due to delays in obtaining the equipment and 

method development. 

6.2. Alkali acid extraction from wild and cultivated water hyacinth 

6.2.1. Raw biomass characterisation 

As discussed in Chapter 4 and Chapter 5, the protein content of WH differs 

considerably, depending on location, phenological variations and plant part; this study 

has shown variations from 4.2-27.7% protein. It has been shown that the biochemical 

composition varies depending on similar factors [55,64]. These are two parameters that 

will impact the efficiency of the AAE from the biomass [200].  

There is little consensus in the literature on how the biochemical composition varies by 

plant part [63,64], therefore, a small study was conducted on the biochemical 

composition of a select number of samples, to understand the variations that occur 

between the different plant parts at different locations. 

Figure 6.2-1a shows that cellulose is the predominant structural fibre in WH and 

appears to be in similar concentrations in the leaf and root, whereas the petiole 

contains between 5.9-9.34% more. Hemi-cellulose and lignin show similar trends: the 

leaf contains the highest hemi-cellulose and lignin, the root and petiole concentrations 

vary by location. Figure 6.2-1b shows that the protein content also peaks in the leaf, 

followed by the root and then the petiole, with the exception of UBL samples. The 

variations in structural fibre and protein composition, suggest that the petiole would be 

the most challenging tissue to extract protein, followed by the root, then leaf. 
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Figure 6.2-1: Comparison of plant parts of water hyacinth from Lake Victoria from 
January 2020, a) biochemical composition; b) protein content. Error bars demonstrate 
the replicate variation. 

In comparison to the Lake Victoria biomass, the samples collected from Maharashtra, 

see Figure 6.2-2a, have a lower cellulose content within the petiole. The Maharashtra 

samples had the least cellulose in the leaf and greatest in the root. The hemicellulose 

was highest in the leaf and petiole, whilst the lignin was highest in the root. In both 

Uganda and Mula Baner, the petiole contained the lowest quantity of lignin. The protein 

varied between the sites, however, as shown in Chapter 4, this was expected. At 

Moshi, the petiole contained the least amount of protein, whereas at Baner, it was the 

root. 

These results suggest that location has a significant impact on the biochemical 

composition of WH, validating the variable results previously found in literature. 

 
Figure 6.2-2: Comparison of plant parts of water hyacinth from Maharashtra rivers 
from June 2019, a) biochemical composition; b) protein content. Error bars 
demonstrate the replicate variation. 

Figure 6.2-3 displays the variations that occurred in whole biomass from several 

locations and one sample of WL. This confirmed that location was significant for the 

biochemical composition for the WH samples. The cell wall components followed 

similar trends to the parts: cellulose was the highest concentration, then hemi-cellulose 
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and finally lignin. Hemi-cellulose showed the lowest variation, a range of 1.3%, followed 

by lignin and cellulose, 2.7 and 9.3%, respectively. The protein content was similar for 

West Bengal and Murchison Bay, whereas Mula Baner was greater. WL had 

approximately half the cellulose content of all the WH samples, a similar hemi-cellulose 

and a greater lignin content. The protein content was slightly lower than Mula Baner but 

greater than the rest. The low cellulose content suggests that AAE from WL would be 

more successful than WH, likely to release more protein at a quicker rate. However, the 

greater lignin content could result in more lignin fractionation and therefore, 

contamination of the precipitate [240,271]. 

 
Figure 6.2-3: Comparison of water hyacinth whole biomass; from Murchison Bay (Dec 
2018), West Bengal (June 2019), Mula Baner (June 2019) and water lettuce from 
Indrayani Moshi (June 2019). Error bars demonstrate the replicate variation. 

6.2.2. Protein extract 

A selection of samples from Chapter 4 and Chapter 5 were selected, see Table 6.2-1, 

and used in AAE at 40°C, 1.0 M NaOH and 150 minutes. The conditions were selected 

as WH contains high levels of cellulose [341], which reduces the extractability of 

protein [200], therefore, high temperatures and high molarity are recommended [255]. 

However, combining high temperature and high molarity can lead to changes in protein 

properties resulting in hydrolysis, racemisation and lysinoalanine formation [255]. 

Therefore, a high molarity with a moderate temperature was selected to increase 

hydrolysis without damaging the protein. Sari et al. found that most studies focussed on 

extraction times of <100 minutes [255], therefore, 150 minutes was selected to ensure 

all protein was solubilised. 

Table 6.2-1 shows that the samples had a large range of protein content, ranging from 

4.2-19.4%, and an ash content ranging from 3.9-39.7%. Samples included multiple 

collection times and locations: Maharashtra, cultivated and wild samples; West Bengal; 

Murchison Bay; and IBERS, cultivated under HM and nutrient conditions. The samples 
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6.2.2.1. Comparison of alkali acid extraction from different parts of the plant 

The comparison of the plant tissues, in section 6.2.1., suggested that the leaf would be 

the optimal tissue for AAE, followed by root, then the petiole. To examine this directly, 

plant tissues from Indrayani Moshi June 2019 were utilised for AAE, see Figure 6.2-4. 

Precipitate weight was calculated as a direct analysis; protein content of the precipitate 

was calculated by converting the N content, as described in Chapter 3; the protein 

recovery was calculated based on the protein content of the precipitate as a factor of 

the protein content in the original biomass. This sample had greater cellulose in the 

petiole, followed by the leaf, then root; the protein content followed the trend leaf > root 

> petiole. 

The precipitate weight followed the protein content trend: leaf > root > petiole, implying 

that protein content had a greater impact on extraction than cellulose content. If the ash 

content was removed from the precipitate, the precipitate weight would be 60.4, 38.5 

and 34.9 mg, for the leaf, root and petiole, respectively. This suggests that leaf was the 

most successful feedstock for AAE, whilst root and petiole had little difference, due to 

the overlap of error. The protein recovery yield showed little significant variation 

between the parts due to high error margins. However, the protein content of the 

precipitate demonstrated that the leaf precipitate was the highest, with little variation 

between the root and petiole. The protein increase revealed that the petiole had the 

most successful extraction, concentrating the protein in the precipitate and increasing 

its content by over 130%, compared with 70-75% for the leaf and root. This was 

unexpected due to the high cellulose content of the petiole; however, the petiole 

contained the highest concentration of lignin, therefore, it is possible that the alkali was 

able to fractionate the lignin and therefore release a greater proportion of the protein. 

Further analysis of the different parts would be required to fully understand this 

relationship. 

These results suggest that the leaf produces the optimal protein extract, however, the 

petiole was the most successful protein concentration. It is unlikely that the root would 

be used for protein extraction due to the poor extraction and high ash content. Further 

analysis of the parts was conducted in section 6.2.3, to determine if the tissue 

precipitates differ in HM content. 
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Figure 6.2-4: Comparison of alkali acid extraction from water hyacinth plant tissues, 
from Indrayani Moshi Jun-19- a) precipitate weight; b) protein recovery; c) protein 
content and increase compared with raw biomass; d) ash content. Error bars 
demonstrate the replicate variation. 

The leaf was determined as the optimal tissue for AAE, however, it is important to 

understand how it performs against the whole biomass. Figure 6.2-5 shows the 

comparisons between the whole plant and leaf precipitates for a variety of samples. 

Figure 6.2-5a displays the difference between the whole and leaf precipitate weights; 

this demonstrates that with the exception of the cultivated Pune sample, all leaf 

precipitates had a greater precipitate weight. Secondly, Figure 6.2-5b shows that the 

protein content of all leaf precipitates were higher than the whole plant, resulting in a 

greater protein recovery, see Figure 6.2-5c, that was ~2x larger in the leaf than the 

whole, for one sample. However, the recovery was highly dependent on the sample: 

the Pune cultivated sample showed little difference in recovery, between the whole 

plant and the leaf.  
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Figure 6.2-5: Comparison between whole plant and leaf precipitates at 40°C/1.0M/150 
minutes, a) difference in precipitate weight; b) protein content; c) protein recovery. 
Error bars demonstrate the replicate variation. 

Whilst the leaf samples improved protein recovery, the values are significantly lower 

than yields from similar biomass [342]. In a comparison of various biomass, Sari et al. 

showed that a low temperature alkali extraction liberated up to 80% of protein [200], the 

25% recovery exhibited by WH leaves would be similar to microalgae meal, palm 

kernel meal and sugar beet pulp; with only raw microalgae and ryegrass producing a 

lower recovery [200]. This suggests that WH may be a poor choice of feedstock for 

AAE. However, the biomass investigated by Sari et al. were all high value biomass, 

whereas, WH was a highly invasive pest with a high growth rate, therefore, it may 

prove a better choice of feedstock. 

6.2.2.2. Comparison of alkali acid extraction from different locations 

Chapter 4 demonstrated there was significant variation in composition of WH between 

the different locations. The range of AAE results, shown in 6.2.2.1, suggests a possible 

variation could occur from WH harvested at different locations, corroborated by the 

differences in biochemical composition shown in Figure 6.2-2. 

Figure 6.2-6 demonstrates that there was variation between the locations, for both the 

whole and leaf samples. The whole sample demonstrated a standard deviation of 25.6 
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mg (excluding the WL) and the leaf sample was 20.1 mg. The protein recovery had a 

standard deviation of 2.0 and 3.5% for the whole and leaf, respectively. The 

percentage error of the precipitate, for the whole plant, was greater than the 

percentage error of the protein recovery, 24.0 and 14.0%, respectively. This suggests 

that recovery of non-protein mass had a greater variation than recovery of protein 

mass.  

The biochemical compositions of Murchison Bay, Dec-18, and West Bengal, Jan-20, 

whole samples demonstrated a greater lignin content for the former, and marginally 

lower cellulose and hemi-cellulose. This corresponded with an increase in precipitate 

weight, suggesting that the increase in precipitate weight was due to lignin degradation 

[240,271]. The relationship between structural fibres and precipitate weight must be 

studied further to confirm. The high protein content of WL precipitate suggests that 

protein release was easier than for WH, likely due to the lower cellulose content of the 

WL. 

The raw biomass protein content of the Murchison Bay sample was marginally greater 

than the West Bengal sample, replicated in the protein recovery, however, when raw 

biomass protein was plotted against protein recovery, it produced an r2 of 0.05, 

demonstrating a weak relationship.  



 

198 

 

 
Figure 6.2-6: Comparison of alkali acid extraction from a variety of locations at 
40°C/1.0M/150 minutes, a) precipitate weight; b) protein content; c) protein recovery. 
Error bars demonstrate the replicate variation. 

The biochemical components were individually plotted against the AAE outputs, a 

linear fit was then applied and an analysis of variance test (ANOVA) carried out on 

each comparison. An example of the fitted line is displayed in Figure 6.2-7. This was 

carried out to determine if the variation in biochemical composition may have impacted 

the precipitation. 
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Moshi June 2019, did fit this cross over. Initially, only the whole plants were included in 

this analysis; because of the significant variation in composition that occurs in the 

different parts of the plant and the known variations in extraction potential. An example 

of this is the high concentration of ash within the root, an element that may impact the 

extraction and reduce impact of other factors on extraction, thereby reducing the 

significance of the results. However, when they were included in the fit, a greater 

number of results were statistically significant, see Table 6.2-3. This included protein 

content on precipitate weight and protein content (of the precipitate), and cellulose 

content on protein content and protein recovery. The impact of lignin content on 

precipitate weight was no longer significant. Further work must be conducted here to 

understand what components impact the process. 

This study was limited due to the limited number of samples, but also the linear fit: it is 

unknown if these relationships fulfil a linear relationship, however, the lack of data 

points means that linear was the only option. Therefore, further analysis of this 

relationship should be conducted. Sari et al. suggested that at 20°C, for 24 hours, 

cellulose and ash were negatively correlated with protein recovery, whereas at 60°C, 

for one hour, sugar, hemicellulose and ash were negatively correlated [200], indicating 

that there are further relationships to be examined. 

Table 6.2-3: Statistical analysis of the relationship between biochemical components 
and alkali acid extraction outputs for water hyacinth parts and whole plants (Indrayani 
Moshi Jun-19 Pistia stratiotes; West Bengal Jan-20; Murchison Bay Dec-18; leaf, root 
and petiole Indrayani Moshi Jun-19). 

Biochemical 
Component 

Precipitate Weight Protein Content Protein Recovery 
p-value PR value p-value PR value p-value PR value 

Cellulose 0.15 -0.66 0.02* -0.87 0.00* -0.96 
Hemicellulose 0.35 -0.46 0.43 -0.40 0.81 -0.12 

Lignin 0.29 0.52 0.39 0.43 0.54 0.32 
Protein 0.03* 0.87 0.04* 0.83 0.16 0.65 

*Slope shows statistical significance 

6.2.2.3. Comparison of alkali acid extraction from wet and dry 

The process of drying biomass before utilisation is an expensive and potentially time 

consuming, therefore, it is important to understand if the extraction can occur on wet 

biomass, as opposed to dry. Figure 6.2-8 depicts the variations that occurred between 

dry and wet samples from a heavy metal spiked growth trial at IBERS, Aberystwyth 

(unpublished). The whole plants showed no difference between the wet and dry 

samples, whereas the dry leaf produced 44% more precipitate than the wet leaf. This 

suggests that the root and/or the petiole may be more susceptible to the alkali acid 

extraction when wet than dry, whereas the wet leaf was more susceptible when dry.  
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The wet whole plant precipitate had a slightly higher protein content than the dry whole 

plant, whereas the dry leaf was higher than the wet leaf. The final protein recovery was 

higher for the dry biomass than the wet. The results demonstrate that drying the 

biomass increases the success of the AAE, however, the expense of the drying may 

result in a net loss, therefore, further investigation will occur in Chapter 7. 

Whilst the calculation of protein content has assumed to account for chlorophyll-based 

N, and other non-protein N, this is an indirect method and is therefore a lower reliability 

that direct analysis. The difference in protein recovery between dry and wet could be 

attributed to the behaviour of chlorophyll in the different circumstances. Further work 

should be conducted to understand this, in particular the analysis of the precipitate for 

amino acid content to confirm the protein content and quality of the precipitate. 

 
Figure 6.2-8: Comparison of alkali acid extraction from wet and dry samples from an 
IBERS heavy metal spiked small-crate trial at 40°C/1.0M/150 minutes, a) precipitate 
weight; b) protein content; c) protein recovery. Error bars demonstrate the replicate 
variation. 

6.2.3. Fate of trace elements 

WH biomass has been shown to contain toxic contaminants, particularly HMs, above 

the level that would be tolerated by humans [343]. Therefore, it is possible that the 

precipitate contains equal amounts of HMs. This is unlikely based on the solubility of 

HMs as a function of pH: Ca, Cd, Co, Cu, Fe, Mn, Ni, Pb and Zn have all been shown 
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to have a peak solubility below pH 2, the solubility then decreased as pH increased 

[344]. This suggests that the any bound metals would not be soluble during the alkali 

treatment and free metals may be soluble and therefore remain in the acidic solution 

after centrifugation. However, HMs associated with peptides, like phytochelatins, a HM 

chelating peptide [345,346], could be present in the final product. Secondly, any HMs 

associated with structural fibres, or other carbohydrates, could follow the same trend. 

Figure 6.2-9 displays the elemental analysis of the three WH tissues, for the raw 

biomass and protein precipitate. The results suggest that elements such as Co, Cu, Ni, 

Pb and Zn were concentrated within the precipitate, whereas elements such as Al, Cr, 

Fe, Mo and Ti were reduced. Cu, Pb and Zn are HMs that have been shown to 

penetrate root tissue, whereas Al, Fe and Ti tend to be present in higher concentration 

on the surface of roots [149]. This suggests that the HMs present within the root tissue 

are associated with compounds that are soluble under alkaline conditions and are 

therefore present in the final precipitate. An increase in Cu was also found by 

Hontiveros and Serrano, who soaked WH in NaOH at pH 9, and precipitated at pH 2 

utilising HCl, at 60-80°C [212]. An increase in Pb was not observed, however, the 

sample utilised was WH leaf which contained low levels of Pb in comparison with the 

root. Hontiveros and Serrano demonstrated that the essential amino acid content of the 

WH precipitate was similar to that of a chicken egg [212], however, methionine and 

lysine were limiting factors.  

The HM content of the raw biomass showed that the root contained the highest HM 

content, followed by petiole and then leaf. Whilst the root precipitate contained the 

highest HM content, the leaf contained greater concentrations of Ni than the petiole, 

which resulted in a greater precipitate total HM content. The greatest difference 

between the raw and precipitate was the increase in Na for all of the tissues. This was 

due to the presence of sodium sulphate, resulting in the increase of both Na and S. 

The S was not included in Figure 6.2-9 due the high concentration; the S content was 

11.8, 13.0 and 9.2% for the leaf, root and petiole precipitates, respectively.  
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Figure 6.2-9: Trace elemental composition of raw water hyacinth tissues and protein 
extract from Indrayani Moshi Jun-19, utilising alkali acid extraction at 40°C/1.0M/150 
minutes- a) low concentration elements; b) high concentration elements.  

Three samples were analysed to understand the difference between the HM flow when 

utilising whole plants as compared with the WH leaf. Figure 6.2-10 shows the 

elemental composition for two whole samples and a leaf. The Na concentration showed 

no trend and did not appear to be correlated with the original Na content, corroborating 

that the addition of NaOH and H2SO4 produced sodium sulphates. Therefore, it is likely 

that the variations in Na content were due to contamination when decanting the liquid 

from the protein rather than an increased sodium content within the precipitate. The 

same was true for the S content: the content was 7.3, 7.0 and 11.4% for the WL, 

cultivated whole and cultivated leaf samples, respectively. This shows no trend with the 

raw biomass, which was BDL for the WH and 0.3% for the WL, for the S content. 

Further work was conducted to reduce the Na and S content through washing the 

precipitate to remove the excess liquid and solubilise the sodium sulphate. 

The HM concentration showed similar trends to the previous samples: Cu, Ni and Zn all 

were concentrated in the precipitate. However, Ni was reduced for WL and the leaf 

precipitate; Al, Ca, Cr, Fe and Ti were also reduced. The whole precipitate contained 

greater quantities of HMs than the leaf precipitate; WL showed similar total 

concentration to the cultivated WH sample, however, it contained less Ni and greater 

Cu concentrations. 
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average Indian soybean meal was quoted as almost twice that of the global price, at 

£0.65 per kg [215], this was still much cheaper than protein isolate.  

The European commission set limits of 0.2 ppm and 10 ppm for Cd and Pb, 

respectively, for animal feeds [352], suggesting that WH precipitate would be 

acceptable as an animal feed. Table 6.2-5 compares the trace nutrient and protein 

content of the cultivated Pune leaf Jun-21 precipitate and Indian soybean meal. This 

shows that the precipitate was lower than soybean meal for all nutrients and contained 

34% of the protein present in soybean meal. 

Table 6.2-5: Trace nutrient and protein composition of water hyacinth precipitate, from 
cultivated Pune leaf Jun-21, in comparison with Indian soybean meal. 

Nutrient Water Hyacinth Precipitate 
(mg/100g) 

Soybean Meal 
(mg/100g)* 

Al 2.36 ND 
Ca 8.53 436 
Cd 0.00 ND 
Co 0.00 ND 
Cr 0.23 ND 
Cu 1.43 1.69 
Fe 1.73 84.30 
K 68.18 2,020 

Mg 4.27 364 
Mo 0.03 ND 
Na - 18.00 
Ni 0.82 ND 
Pb 0.00 ND 
Ti 0.41 ND 
Zn 3.27 5.52 

Protein 15,915 46,300 
*[353]; ND- no data 

The comparison between pea protein and soybean meal suggests that WH would be poor a 

substitute for human or animal consumption. However, WH is an invasive species that can be 

cultivated at high rates, therefore, the harvesting and cultivation of WH may result in the plant 

becoming profitable, if the ecosystem services provided by clear water systems are included. 

Another option would be to blend WH precipitate with high value soy to create a lower cost 

product. However, the key analysis here was that a WH precipitate can be produced that was 

safe for animal consumption. 

6.2.4. Alkali acid extraction solid residue analysis 

The AAE produced a precipitate that accounted for ~7.5- 20.0% of the mass, therefore, 

it is important to understand the composition and potential utilisation of the remaining 

residue. Two residues were selected for ultimate, proximate and elemental analysis, as 
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well as BMPex. The samples selected were residues of cultivated Pune Jun-21, leaf and 

whole.  

Table 6.2-6 shows the composition of the raw biomass and residue for the cultivated 

whole plant and the leaf from Maharashtra June 2021. The residue had a decrease in 

VM, FC, C, H, N and O; whilst the ash content, C:N ratio and maximum BMPth was 

increased. The reduced protein content and HHV suggests that the only option, out of 

the options considered, would be AD. However, if the biomass was dried then pellets or 

biochar could be produced, these would be more effective than the raw biomass due to 

the reduced N content of the residue. 

Table 6.2-6: Comparison of the composition of raw biomass and residue from alkali 
acid extraction on cultivated Pune Jun-21 whole plant and leaf samples at 
40°C/1.0M/150 minutes. 

Sample Cultivated Pune Whole Jun-21 Cultivated Pune Leaf Jun-21 
Raw Biomass Residue Raw Biomass Residue 

VM (%, db) 67.8 ± 0.7 52.9 ± 0.1 72.9 ± 0.2 47.6 ± 0.0 
FC (%, db) 14.6 ± 0.5 7.3 ± 0.1 11.7 ± 0.0 3.0 ± 0.0 
Ash (%, db) 17.6 ± 1.2 36.5 ± 0.2 15.4 ± 0.1 41.0 ± 0.0 
C (%, db) 34.0 ± 1.1 30.7 ± 0.1 35.5 ± 0.8 28.1 ± 0.1 
H (%, db) 4.3 ± 0.3 3.6 ± 0.5 4.4 ± 0.1 3.3 ± 0.3 
N (%, db) 2.5 ± 0.2 1.9 ± 0.1 2.8 ± 0.1 2.1 ± 0.0 
S (%, db) 0.0 ± 0.0 0.0 ± 0.0 0.0 ± 0.0 0.0 ± 0.0 
O* (%, db) 41.6 ± 0.1 27.3 ± 0.6 49.6 ± 0.7 25.5 ± 0.3 
C:N 13.5 ± 1.6 16.0 ± 0.7 12.6 ± 0.9 13.7 ± 0.3 
Protein+ (%) 11.8 ± 1.0 8.9 ± 0.3 13.1 ± 0.7 9.5 ± 0.2 
HHV (MJ/kg) 13.6 ± 0.5 11.6 ± 0.4 14.4 ± 0.3 10.6 ± 0.2 
Max BMPth 
(mL CH4/g VS) 335.9 ± 18.0 440.9 ± 28.6 285.4 ± 13.7 430.1 ± 18.3 

BMPex 
(mL CH4/g VS) 112.2 ± 1.4 199.0 ± 11.8 - ± - 216.4 ± 6.4 

BI (%) 33.4 ± 0.1 45.2 ± 0.4 - ± - 50.3 ± 0.3 
*Calculated by difference; +Calculated with co-efficient (4.64) multiplied by nitrogen. 

The trace elemental analysis, presented in Figure 6.2-11, showed that the residue 

contained lower amounts of all elements, with the exception of Al and Na. This was in 

contrast to the protein precipitate which concentrated certain elements. This left some 

elements unaccounted for and therefore suggests that HMs may be concentrated in the 

liquid fraction discarded at the end of the experiments. At this time, the liquid fraction 

was assumed as an acidic waste, however, the presence of HMs could result in a 

greater cost in disposal, therefore, further work must be conducted before this process 

could be commercialised. 
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Figure 6.2-11: Trace elemental comparison of raw biomass and residue from alkali 
acid extraction on cultivated Pune Jun-21 whole plant and leaf samples at 
40°C/1.0M/150 minutes. 

The maximum BMPth of the residue has been shown to increase and suggested that 

the alkali treatment of WH could result in increased biogas yield from AD. Secondly, 

the use of NaOH, as pre-treatment for AD, has been shown to increase methane yield 

from 61% to 71% [354], suggesting that alkali treatment from the AAE would improve 

methane yields. Figure 6.2-12 demonstrates the yields achieved by experimental BMP 

(BMPex): for the cultivated whole sample, the methane yield was increased by over 

77%. The methane yield of the cultivated leaf residue was greater than the whole 

sample. However, due to errors in experimentation, the leaf raw biomass was not 

recorded, however, based on the BI for similar leaf samples, see Chapter 4, it can be 

assumed that the methane yield would be improved. However, the raw leaf biomass 

had a marginally higher BI than the raw whole biomass, so the leaf residue may not 

improve as greatly as the whole residue. The increased methane yield from the residue 

would add value to utilising WH biomass for AAE. 

 
Figure 6.2-12: Experimental bio-methane potential of raw biomass and residue from 
alkali acid extraction on cultivated water hyacinth Pune Jun-21 whole plant and leaf 
samples at 40°C/1.0M/150 minutes. Error bars demonstrate the replicate variation. 
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6.3. Comparison of alkali acid extraction conditions on water lettuce 

AAE from WH and WL demonstrated that WL outperformed WH in terms of total 

precipitate, protein content of the precipitate and protein yield. Secondly, the ash and 

HM content in the WL precipitate was not greater than the WH precipitate, despite 

higher levels of ash and HMs in the raw biomass. Therefore, WL was selected as a 

reference material to understand the impact of the process conditions on the extraction 

of protein. The sample utilised for this investigation was from Indrayani Moshi June 

2019, described in Table 6.2-1. 

The composition of the raw WL biomass, and comparative WH samples, are displayed 

in Table 6.3-1 and Figure 6.3-1. WL had a higher N and protein content than WH and 

subsequently a lower C:N ratio, suggesting that WH would be a better feedstock for AD 

[312]. This was compounded by a lower maximum BMPth for WL. As previously 

discussed, WH had a greater cellulose content than WL, which could lead to reduced 

protein extraction. WH also had a greater hemicellulose content and a lower lignin 

content, however, this was dependent on the location. In the literature, the maximum 

reported lignin content of WH was 26.4, suggesting that the two species could have 

similar lignin contents, depending on the location [54]. With the exception of N, most 

nutrients and HMs overlap between WL and the range given by the different WH 

samples, however, WL appears to have a greater concentration of Al, Ti and Na. This 

was seen in the transfers of metals to the protein where WL had a greater 

concentration of Al and Ti than any of the WH samples, Na was inflated by the addition 

of NaOH. 
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Table 6.3-1: Composition of water lettuce reference material for alkali acid extraction 
and comparative water hyacinth samples. 

Plant Water Lettuce Water Hyacinth 
Location Indrayani Moshi Indrayani Moshi Mula Baner Lake Victoria 
Date of 
Collection Jun-19 May-21 Jun-19 Dec-18 

VM (%, db) 64.2 ± 0.3 67.1 ± 0.8 76.8 ± 1.7 54.1 ± 0.1 
FC (%, db) 8.8 ± 0.0 12.1 ± 0.3 15.3 ± 1.1 8.4 ± 0.3 
Ash (%, db) 26.9 ± 0.4 20.8 ± 0.4 7.8 ± 0.6 37.5 ± 0.4 
C (%, db) 28.7 ± 0.0 36.6 ± 0.2 38.9 ± 0.1 28.0 ± 0.1 
H (%, db) 3.0 ± 0.0 4.5 ± 0.0 4.2 ± 0.3 3.1 ± 0.6 
N (%, db) 3.7 ± 0.1 2.8 ± 0.0 3.2 ± 0.1 2.1 ± 0.0 
S (%, db) 0.3 ± 0.0 0.0 ± 0.0 0.2 ± 0.0 0.2 ± 0.0 
O* (%, db) 37.3 ± 0.0 35.3 ± 0.2 45.7 ± 0.5 29.0 ± 0.6 
C:N 7.8 ± 0.1 12.9 ± 0.2 12.3 ± 0.4 13.1 ± 0.1 
Cellulose (%) 14.1 ± 0.9 - 26.4 ± 0.9 33.2 ± 0.6 
Hemicellulose 
(%) 14.8 ± 0.3 - 16.1 ± 0.2 16.2 ± 0.4 

Lignin (%) 11.7 ± 1.0 - 7.9 ± 0.5 10.6 ± 0.2 
Protein (%) 17.1 ± 0.3 13.1 ± 0.1 14.7 ± 0.5 10.0 ± 0.1 
HHV (MJ/kg) 10.9 ± 0.0 14.4 ± 0.1 15.2 ± 0.2 10.5 ± 0.4 
Max BMPth 
(mL CH4/g 
VS) 

274.7 ± 0.3 412.6 ± 3.7 326.9 ± 11.1 374.7 ± 30.6 

 

    
Figure 6.3-1: Composition of water lettuce reference material for alkali acid extraction 
and comparative water hyacinth samples- a) heavy metals; b) nutrients.  

The extraction parameters considered were extraction time, temperature and total 

amount of alkali; these were suggested as the greatest influences on protein extraction 

by Sari et al. [255], and discussed in section 2.5. 
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6.3.1. Effect of extraction time on alkali acid extraction 

Time is vital parameter in any process; however, the impact of time is dependent on 

the feedstock and conditions applied. Urribarrí et al. demonstrated that extraction yield 

peaked at 30 minutes for Dwarf Elephant grass, under the conditions of calcium 

hydroxide at pH 10, 60°C and a 1:10 solid to liquid ratio [355]. However, yield increase 

was from 33.7 to 34.9%, suggesting that the influence of extraction time was minimal. 

The peak extraction time was similar to that found by Khalil, who found that extraction 

from Guar seed powder peaked at 40 minutes. The increase in yield was dependent on 

the extraction solvent, with the change in protein yield ranging from a 21.7 to 41.3% 

increase [356]. In contrast, Shen et al. demonstrated that extraction from green tea 

leaves at 30°C, 0.06 M NaOH, and a 1:35 solid-liquid ratio, improved extraction from 

below 20% yield to almost 40% [357]. The increase in yield was rapid in the first two 

hours of extraction, before slowing until 5 hours were it appeared to plateau [357]. 

Whereas, Zhang et al. demonstrated that extraction time was insignificant after just 2 

hours of extraction [256].  

To understand how extraction time impacted AAE, extraction was carried out over 

three temperatures (40°C; 65°C; and 90°C) and two alkali concentration (0.1 and 1.0 M 

NaOH). The extraction times considered were 0, 1, 5, 15, 30, 45, 60, 90, 120, 150, 180, 

240 and 300 minutes.  

The variations in precipitate weight demonstrated that for all conditions, other than 

40°C/0.1M and 65°C/0.1M, the precipitate weight peaked before 150 minutes, Figure 

6.3-2. This suggests that these conditions released the protein before 150 minutes and 

further extraction time resulted in either no increase in yield or hydrolysis of the protein. 

The first condition, 40°C/0.1M, demonstrated a large increase from 180 to 240 minutes, 

183.2%, suggesting that this condition had not fully released the protein. The yield 

decreased at 300 minutes in comparison, therefore, another extraction time period was 

added to determine if this decrease was due to error or if a plateau would occur. As 

can be seen in Figure 6.3-2, the protein yield at 360 minutes showed no increase from 

300 minutes, suggesting that a maximum yield had occurred. Whilst the yield from 

65°C/0.1M did not peak before 150 minutes, the increase beyond 150 minutes was 

<8.5%. Therefore, it was assumed that the increase was unlikely to continue beyond 

300 minutes.  

Table 6.3-2 displays the percentage increase from the minimum protein yield for each 

condition. It demonstrates that all conditions had a minimum value after 1 minute, with 

the exception of 40°C/0.1M, which gave a yield of ~0 mg at 1 minute, and 90°C/1.0M, 

which resulted in large reductions in yield after its maximum due to protein hydrolysis. 

However, for the purposes of demonstrating the percentage increase due to extraction 
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time, these values were ignored. Whilst all conditions utilising 1.0 M NaOH resulted in a 

greater maximum protein yield, the initial protein yields were greater than 0.1 M NaOH 

conditions, therefore the percentage change was lower. The same was true for 

temperature: as the temperature increased, the percentage increase reduced. This 

suggests that at conditions that have a greater hydrolysis and protein solubilisation 

potential, higher alkali concentration and higher temperature, extraction time was less 

significant. This was similar to the results found by Khalil, who demonstrated that 

extraction time had a greater impact on extraction utilising distilled water than NaOH 

[356]. 

 
Figure 6.3-2: The effect of extraction time on the precipitate weight from water lettuce 
utilising alkali acid extraction ( - maximum value for condition with data label). Error 
bars demonstrate the replicate variation. 

Table 6.3-2: Percentage change in precipitate weight with respect to extraction time. 
 

Minimum* Maximum Percentage 
increase (%) Yield 

(mg) 
Time 

(minutes) 
Yield 
(mg) 

Time 
(minutes) 

40°C/0.1M 4.7 5 83.7 240 1663.0 
65°C/0.1M 18.5 1 104.1 300 463.6 
90°C/0.1M 24.2 1 125.4 120 418.5 
40°C/1.0M 56.8 1 187.3 150 229.9 
65°C/1.0M 56.0 1 180.6 30 222.8 
90°C/1.0M 87.6 1 176.2 5 101.1 

*Excluding 0 mg yield and yields after maximum 

The total quantity of precipitate is not the only result suggesting success from AAE; 

another indicator is the protein content in the precipitate, see Figure 6.3-3 and Table 

6.3-3. The results suggest that protein content had little variation due to extraction time: 

with the exception of a small number of anomalies, like 51.0% at 5 minutes of 

65°C/0.1M, and all results after 150 minutes of 90°C/1.0M, there was little variation in 

the protein content with respect to extraction time, see Table 6.3-3. This suggests that 
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temperatures were selected: 40°C; 65°C; and 90°C. The increase in temperature 

during AAE has been shown to significantly increase protein solubilisation when 

compared with room temperature [230,256], therefore, 40°C was selected as the base 

temperature. However, increasing the temperature above 100°C can lead to the 

hydrolysis of proteins, particularly above 140°C [240], and cause protein coagulation at 

higher alkalinities. Therefore, 90°C was selected as the maximum temperature in this 

study. 

Figure 6.3-6 depicts the precipitate weight that was generated using 0.1 M and 1.0 M 

NaOH at the different temperatures. Figure 6.3-6a demonstrates that increased 

temperature had a direct increase in the total precipitate weight: at all time points, 40°C 

was lower than both 65 and 90°C conditions and at all time points (with the exception 

of 300 minutes), 65°C was lower than 90°C. In contrast, Figure 6.3-6b demonstrated 

that at the higher alkalinity, 1.0 M NaOH, temperature had a larger negative impact on 

precipitate weight; 40°C appeared to follow a similar trend to 65°C and 90°C for 0.1 M 

NaOH, demonstrating a steady increase until 150 minutes where the rate plateaus and 

reaches a steady state. Due to the low temperature, there did not appear to be any 

protein hydrolysis, loss of 8.4% weight was marginally greater than the SD. Whereas, 

for 65 and 90°C, the rate of recovery was greater, peaking at 30 and 5 minutes, 

respectively. However, the precipitate weight then decreased substantially, resulting in 

a loss of 32.3% for 65°C and 59.1% for 90°C. 
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90°C/65°C. There is a clear decline of the %RPDt from 5 minutes and a plateau, or 

steady state, from ~30 minutes and onwards for 90°C/65°C, until 240 minutes where 

there is a reduction. In 1.0 M NaOH, there was no relationship that could be discerned 

between the temperatures, however, all reduced with time due to loss or dilution of 

protein. 

 
Figure 6.3-7: Percentage relative difference (calculated via Equation 6-4) between 
precipitate of each condition, with respect to extraction time, for alkali acid extraction. 
Error bars demonstrate the replicate variation. a) 0.1 M NaOH; b) 1.0 M NaOH. 

To understand if the loss in precipitate weight, experienced in the 90°C/0.1M, 

65°C/1.0M and 90°C/1.0M, was due to protein hydrolysis, or loss of non-protein 

compounds from the precipitate, the protein content of the precipitate was analysed. 

Figure 6.3-8a demonstrates that the difference between the protein content was 

minimal for 0.1 M NaOH, with the exception of 65°C/0.1M at 5 minutes. This suggests 

that the rate of recovery of protein was equal to non-protein compounds; it is possible 

that this was due to greater hydrolysis of complex carbohydrate occurring with longer 

time allowances. The lack of decrease at the higher extraction times implies that the 

decrease in precipitate weight of 90°C/0.1M, at 200 minutes, was due to loss of both 

non-protein compounds and protein hydrolysis. 

In contrast, at the higher alkali conditions protein hydrolysis occurred at 90°C from 30 

minutes and onwards, resulting in a up to 15.1% lower protein content (9.14 to 24.3%). 
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The protein content stabilised at 180 minutes, suggesting that the remaining protein 

structures had a greater heat resistance. The shydrolysis of protein was a result of the 

higher temperature and alkali concentration, whilst this was less obvious for the other 

temperatures at 1.0 M NaOH, they both exhibit a reduction in protein content at longer 

extraction times (between 8-9% from peak).  

 
Figure 6.3-8: The effect of temperature on the protein content of protein precipitate 
from water lettuce utilising alkali acid extraction. Error bars demonstrate the replicate 
variation. a) 0.1M NaOH; b) 1.0M NaOH. 

A selected number of precipitate samples were analysed for ash content to determine 

the trend across the whole set, the results are displayed in Figure 6.3-10. The ash 

content at 0.1M shows that, compared to the raw plant biomass, a reduction occurred 

as a result of the extraction, followed by a minor reduction with respect to extraction 

time and temperature. This suggests that AAE at 0.1 M NaOH has a significant 

reduction on ash content, however, it is unlikely that temperature has an impact on the 

ash content at this alkalinity. At 300 minutes, for 40°C/0.1M, there was a slight increase 

in ash content, suggesting that ash plays a role in the increased precipitate weight from 

180 minutes. This is in contrast to all other analysis (C, H, N and S) which showed no 

percentage increase over this extraction time.  
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Figure 6.3-10: The effect of temperature on the ash content from water lettuce utilising 
alkali acid extraction. Error bars demonstrate the replicate variation. a) 0.1M NaOH; b) 
1.0M NaOH. 

Figure 6.3-11a shows that the ash increase was responsible for 27.5% of the increase 

in precipitate weight, at 240 minutes for 40°C/0.1M. Whilst the percentage ash content 

only has a percentage increase of 133%, the ash weight increase by 479%. The 

majority of the increased weight is likely to have come from organic compounds. 

Figure 6.3-11b shows that whilst the percentage ash content increased for 90°C/0.1M, 

the weight did not change, demonstrating that temperature and extraction time had no 

impact on ash weight, but the reduction in protein content or increased organic 

recovery resulted in the increased ash proportion.  
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Figure 6.3-11: The effect of temperature on the total ash weight from water lettuce 
utilising alkali acid extraction. Error bars demonstrate the replicate variation. a) 0.1M 
NaOH; b) 1.0M NaOH. 

The results of the impact of temperature on AAE suggest that at conditions of high 

hydrolysis potential, both high temperature and alkalinity, temperature had the greater 

impact on the precipitate weight and protein content, than at conditions of lower 

hydrolysis potential. Secondly, temperature can cause protein hydrolysis at long 

exposure extraction time or high alkalinity. Prolonged periods of high temperatures can 

be costly and cause protein hydrolysis/coagulation, resulting in lower yields for a 

greater price, therefore lower temperature must be considered where possible. 

6.3.3. Influence of alkali concentration on alkali acid extraction 

It has been suggested that the absolute amount of alkali has the defining role in in 

alkali-acid extractions [256]; this is in relation to the pH/agent concentration and solid-

liquid ratio [240]. For the purposes of comparing extraction conditions, the solid-liquid 

ratio was maintained at 40 ml to 1 g feedstock, as suggested by Shen et al., whereas 

the pH/agent concentration was varied.  

Two concentrations were selected: 0.1 and 1.0 M of NaOH. The precipitate weight 

variations are depicted in Figure 6.3-12; this highlights the impact of increased 

alkalinity, however, this impact appears to be variable, depending on extraction time 

and temperature. At 40°C, the percentage increase of the precipitate weight appears to 
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be greater than at 65 or 90°C, across the whole of the experiment. To illustrate the 

increase, the %RPDt was calculated and displayed in Figure 6.3-13; this confirmed the 

assumption, whilst also suggesting that there was no significant difference between this 

impact of agent concentration at the higher temperatures. As suggested by 

temperature, the increase in precipitate weight was greater during shorter experiments 

before the increase plateaued from ~15 to 180 minutes.  

Utilising 1.0 M NaOH appears to be the optimal choice based on precipitate weight, 

however, the optimal temperature is still unknown. At 40°C/1.0M the precipitate weight 

peaked at 187.25 ±7.85 mg; 65°C/1.0M reached 180.58 ± 16.47 mg; and 90°C/1.0M 

peaked at 176.16 ± 4.56 mg. The error observed demonstrates that all three 

temperatures overlap, therefore the protein content and recovery must be analysed. 

 
Figure 6.3-12: The effect of alkali concentration on the precipitate weight from water 
lettuce utilising alkali acid extraction. Error bars demonstrate the replicate variation. a) 
40°C; b) 65°C c) 90°C. 
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Figure 6.3-13: Percentage relative difference (calculated via Equation 6-4) between 
precipitate of 0.1 and 1.0 M of NaOH, with respect to extraction time. a= 0.1 M NaOH; 
b= 1.0 M NaOH. Error bars demonstrate the replicate variation. 

The agent concentration appeared to have the greatest impact, of the three parameters 

studied, on the final precipitate protein content, see Figure 6.3-14. At all temperature 

conditions, the 1.0 M concentration demonstrated a lower percentage protein content 

within the precipitate, with 90°C demonstrating the lowest content, likely due to the 

hydrolysis caused by higher temperatures and alkalinity.  
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Figure 6.3-14: The effect of alkali concentration on the protein concentration of the 
protein precipitate from water lettuce utilising alkali acid extraction. Error bars 
demonstrate the replicate variation. a) 40°C; b) 65°C c) 90°C. 

The impact of alkalinity on protein content of the precipitate, had a dramatic effect on 

the protein recovery. Whilst the precipitate weight was similar for the peak at each 

temperature for 1.0 M, the protein yield was not. Figure 6.3-15 shows that the recovery 

peaks at 34.50 ± 1.80% for 40°C/1.0M; 28.07 ± 3.28% for 65°C/1.0M; and 25.06 ± 

1.33% for 90°C/1.0M. The recovery was not higher for 1.0 M at all temperatures: the 

peak recovery at 40°C was 34.50% for 1.0M compared with 20.23% for 0.1M, and 

shows an %RPD of 12.5% recovery yield, across all time points. In comparison, 65°C 

had a peak recovery of 28.07% for 1.0M compared with 22.55% for 0.1M, with an ARD 

of 2.52%. At 90°C, the impact of higher alkalinity reversed, resulting in a greater 
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recovery at 0.1 M: the peak recovery for 1.0 M was 25.06% compared with 29.14% for 

0.1 M, and showed an ARD of -7.35%. The increased hydrolysis potential at high 

temperatures and alkalinities would result in a greater and more rapid release of 

protein, therefore, the protein was exposed to higher temperatures and alkalinities for 

greater periods of extraction time, which can result in hydrolysis and coagulation. 

 
Figure 6.3-15: The effect of alkali concentration on the protein recovery from water 
lettuce utilising alkali acid extraction. Error bars demonstrate the replicate variation. a) 
40°C; b) 65°C c) 90°C. 

The decreased protein content at 1.0 M did not result in a lower protein recovery, at 

lower temperatures. This was likely due to the increased precipitate weight and 

increase of non-protein compounds. This was evidenced by the increase of ash content 

in 1.0 M, in comparison to 0.1 M, see Figure 6.3-16. During precipitation, greater 



 

226 

 

H2SO4 was required to acidify the solution, due to the presence of more OH- ions, 

therefore, a greater amount of sodium sulphates formed.  These salts are likely to 

cause the increased ash content at 1.0 M; evidence of this came from the proximate 

analysis via TGA. The selected precipitates were ashed at 550°C, rather than the 

standard 900°C, to ensure no evaporation of Na or K [137]. As a comparison, a select 

number of samples were analysed at 900°C as an estimation of Na content. However, 

due to the presence of Na and S, low melting point sodium sulphates [358], and 

possibly higher melting point sodium-aluminium silicates (due to high Ca content) [359], 

were likely to be present. These formed a glass like substance in the base of the 

crucible, see Plate 6.3-1. The result produced an increase in weight during ashing and 

voided the results. Therefore, further analysis was conducted on the fate of heavy 

metals within the extraction through elemental analysis. 

 
Figure 6.3-16: The effect of alkali concentration on the percentage ash content of 
protein precipitate from water lettuce utilising alkali acid extraction. Error bars 
demonstrate the replicate variation. a) 40°C; b) 65°C c) 90°C. 
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Plate 6.3-1: Product formed in the thermo-gravimetric analysis crucible at 900°C. 

6.3.4. Fate of trace nutrients and heavy metals in water lettuce 

As demonstrated in section 6.2.3, the precipitate did not contain high levels of HMs, 

however, it did contain high levels of Na and S. However, it is possible that the different 

conditions may not have followed this rule. Figure 6.3-17 demonstrates the HM content 

of four precipitates. These were selected as the peak precipitate weight from each 

condition, that contained enough product to fulfil a single replicate, with the exception 

of 40°C/1.0M/150 which as conducted in duplicate. Therefore, these results must be 

interpreted with caution. 

The results demonstrated that the HM content of the precipitate followed a similar trend 

as demonstrated by 6.2.3: the HMs were contained within the residue, with a smaller 

proportion located in the precipitate. However, the whole samples were above the MPL 

for human consumption [343] and whilst there was little legislation on animal feed, it is 

likely these values would be considered dangerous, due to the high levels of Cr (3.3-

12.5 ppm), Cu (38.6-70.3 ppm), Pb (3.5-5.7 ppm) and Zn (22.7- 65.5 ppm). In 

comparison, the Na and S content was greatly increased. Whilst it was not possible to 

estimate the impact of each parameter, due to the variances of extraction time between 

each sample, it was clear that increased agent concentration resulted in a greater Na 

and S concentration. The results of HMs and Na and S, suggest that this was not a 

suitable for human of animal consumption at current levels. Secondly, the recovery 

yields were relatively low, though this is not unexpected for alkali acid extractions, 

therefore, optimisation of the extraction may be possible to improve both the inorganic 

content and the yield. 

Glass-like 

sodium complex 

residues 
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Figure 6.3-17: Elemental composition of precipitate from water lettuce utilising alkali 
acid extraction at a variety of conditions- temperature (°C) / alkali concentration (M) 
time (minutes). a) low concentration elements; b) high concentration elements. 

6.3.5. Residue analysis in water lettuce 

The residue analysis in section 6.2.4, demonstrated that the residue had increased 

BMPex and decreased HM content; the same analysis was conducted on WL. Table 

6.3-4 demonstrates that WL residue followed a different trend to the WH samples: the 

VM, C, N, and O were all reduced, whereas the FC, ash, H, C:N and maximum BMPth 

increased. The increase in ash content was 34% for WL compared with over 100% for 

both of the WH samples. The N content reduction was also significantly different: the 

reduction of WL N was 56% compared with an average of 26% for the WH samples. 

The larger N decrease resulted in a greater C:N ratio increase, in comparison to the 

WH samples. Whilst the maximum BMPth increased, it was less than shown by the WH 

samples, increasing by 18% compared with 31 and 51% for the WH whole and leaf 

samples, respectively. 
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Table 6.3-4: Composition of raw biomass and residue from alkali acid extraction on 
water lettuce at 40°C/1.0m/150 minutes. 

Sample Raw Biomass Residue 
VM (%, db) 64.2 ± 0.3 46.6 ± 0.9 
FC (%, db) 8.8 ± 0.0 13.6 ± 0.3 
Ash (%, db) 26.9 ± 0.4 35.5 ± 0.3 
C (%, db) 28.7 ± 0.0 26.4 ± 0.2 
H (%, db) 3.0 ± 0.0 3.2 ± 0.3 
N (%, db) 3.7 ± 0.1 1.6 ± 0.4 
S (%, db) 0.3 ± 0.0 0.0 ± 0.0 
O* (%, db) 37.3 ± 0.0 33.3 ± 0.9 
C:N 7.8 ± 0.1 16.6 ± 3.5 
Protein+ (%) 17.1 ± 0.3 7.6 ± 1.6 
HHV (MJ/kg) 10.9 ± 0.0 10.2 ± 0.3 
Max BMPth (mL CH4/g VS) 274.7 ± 0.3 324.5 ± 19.5 
BMPex (mL CH4/g VS) 227.9 ± 0.0 181.1 ± 11.6 
BI (%) 83.0 ± 0.0 55.8 ± 0.6 

*Calculated by difference; +Calculated with co-efficient (4.64) by N 

The trace elemental content also differed from the WH residues: the Ca, Fe and Mg 

concentrations increased, and the concentration of Al decreased. These were opposite 

the results found by the WH samples. Secondly, the increase in Na and decrease in K 

content was significantly lower than shown for WH. These results suggests that metal 

distribution and association was different in WL as to what was observed in WH. The 

decrease in Fe content in WH was likely due to the weak association between Fe and 

the surface of WH roots [149], it is possible that WL had a stronger uptake of Fe. This 

hypothesis was corroborated by the high TF of Fe by WL: Kumar et al. demonstrated 

that WL had a TF of ~1 under a range of conditions, in comparison, this study showed 

that WH had a TF of <0.5 for all but one sample, see Chapter 4. This suggests that Fe 

within WL was associated more strongly than the surface adsorption of Fe by WH, 

therefore it was not removed by an alkali treatment. Al showed the opposite trend, it is 

a HM associated with weak adsorption to WH roots, and therefore would likely be 

reduced by alkali treatment. Whilst this occurred with WL, it did not occur with the WH 

samples. In comparison, Ti was reduced by 75%; this was a greater reduction than 

WH, although this was likely due to the higher concentrations of Ti in the WL sample 

than WH, therefore, further analysis of a WH sample from the same river would be 

required for comparison to be made. 
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Figure 6.3-18: Trace elemental comparison of raw biomass and residue from alkali 
acid extraction on cultivated water lettuce at 40°C/1.0M/150 minutes. low concentration 
elements; b) high concentration elements. 

The high lignin and low cellulose content of WL suggests that it would be a poor choice 

for AD [137,319], however, the BMPex of raw WL was over twice what was shown by 

raw WH, 228 and 112 mL CH4/g VS, respectively. This did not translate to improved 

methane production from the WL residue, which showed a 21% decrease as compared 

with raw biomass, Figure 6.3-19.  

 
Figure 6.3-19: Experimental bio-methane potential of raw biomass and residue from 
alkali acid extraction on water lettuce at 40°C/1.0M/150 minutes. Error bars 
demonstrate the replicate variation. 

6.3.6. Optimisation of extraction 

To optimise the extraction, three experiments were conducted: removal of sodium 

sulphate contaminants; precipitation pH; and solid-to-liquid ratio. All optimisation 

experiments were conducted at the optimum protein recovery yield: 40°C/1.0 M/150 

minutes.  

6.3.6.1. Removal of sodium sulphate contaminants 

The elemental and proximate analysis of the protein precipitate demonstrated that the 

precipitate contained high concentrations of Na and S, as well as HMs above the MPL 
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for human consumption. Removing these HMs could be challenging, as it is possible 

that these HMs were not directly associate with protein, but have formed compounds, 

like aluminosilicate [359], that have an extremely low solubility [360]. Therefore, the 

target of this experiment was to remove sodium sulphate compounds, which have a 

high solubility in water [361]. After the solution was centrifuged and decanted, to 

separate the precipitate, the precipitate was washed with warm water, shaken and 

centrifuged. Table 6.3-5 displays the analysis of the raw biomass, precipitate and the 

precipitate after it had been washed. 

This demonstrated that some precipitate was removed/lost during the washing process; 

some of this loss was protein, with a reduction in recovery by 7.6%, however, the 

protein content was increased by over 10%. This was due to the substantial reduction 

in ash content, which was reduced by over 30%. This demonstrated that the washing of 

precipitate could be a vital part of the process for producing protein via alkali acid 

extraction to ensure the protein is of sufficient quality. The precipitate was then 

analysed for elemental composition to understand if the HM, Na or S content had been 

reduced as part of the washing process. 

Table 6.3-5: Analysis of protein precipitate after washing in comparison to reference 
and raw biomass. 

Sample Reference Precipitate 
Weight (mg) 

Protein 
Recovery (%) 

Protein 
Content (%) 

Ash  
Content (%) 

Raw Biomass - - 17.1 ± 0.3 26.9 ± 0.4 
40C/1.0M/150 154.1 ± 19.9 31.4 ± 2.6 34.1 ± 2.8 36.6 ± 0.0 

40C/1.0M/150 Wash 84.0 ± 13.2 23.8 ± 3.3 45.5 ± 0.7 3.8 ± 0.6 
 

Figure 6.3-20 compares the three samples for the elemental composition. The 

extraction process reduced the concentration of Al, Ca, Cr, Fe, Mg, Ni, K, Ti and Zn, 

however, the concentrations of Cu, Na, Pb and S were increased. The washing step 

resulted in an increase of Al, Co, Cu, Fe, Ni, Pb, Ti and Zn; the most important of the 

changes were Cu (54% increase); K (87% decrease); Na (92% decrease); Ni (117% 

increase); Pb (49% increase); and S (81% decrease).  

The washing step clearly decreases the sodium sulphates that formed during the 

precipitation step, resulting in a 92 and 81% decrease in Na and S, respectively. 

However, both of these were still higher than the raw biomass, 104 and 311%, 

respectively. It may be possible to reduce this by further utilising higher temperature 

water, multiple rinses or longer residence time; further investigation would be required.  
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The impact of precipitation pH was exaggerated for protein recovery: at 0.1 M NaOH, 

the increase was 240%, whereas for 1.0 M NaOH, the increase was just 24%, from pH 

5 to pH 3. This demonstrated that the optimal pH for precipitation of WH protein was 

between pH 3-4; further investigation would be required to narrow this range.  

 
Figure 6.3-21: The impact of changing the precipitation pH. Error bars demonstrate the 
replicate variation. a) precipitate weight; b) protein content; c) protein recovery. 

6.3.6.3. Solid-to-liquid ratio 

The absolute amount of alkali has been stated as the critical parameter in AAE [256], 

the concentration of the alkali was selected to understand this impact, however, the 

solid-to-liquid ratio (S:L ratio) must also be investigated. A low S:L ratio is unlikely to be 

implemented on a industrial scale due to the high running costs [255], unless the 

recovery could be drastically increased. Shen et al. demonstrated that decreasing the 

S:L ratio from 1:20 to 1:40 (g/mL) doubled the protein recovery, however, from 1:40 to 

1:50 there was only a marginal increase [357]. Three S:L ratios were selected, 1:20, 

1:40 and 1:60, see Figure 6.3-22. 

The precipitate weight showed a linear increase as the S:L ratio was decreased, the 

overall increase was 143%. In contrast, the protein content peaked at 1:40, then 

decreased at 1:20 and 1:60. This was reflected by the protein recovery which was 

lowest at 1:20, then showed little difference between 1:40 and 1:60, similar to what 
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Shen et al. demonstrated when decreasing the S:L ratio beyond 1:40. Therefore, it is 

likely that 1:40 would be utilised at scale to reduce costs. 

 
Figure 6.3-22: The impact of changing the precipitation pH. Error bars demonstrate the 
replicate variation. a) precipitate weight; b) protein content; c) protein recovery. 

6.4. Conclusions 

This chapter aimed to investigate the potential for protein extract from WH and WL, via 

alkali solubilisation and acidic precipitation. Including, the determination of the effect of 

feedstock variation on protein yield; understanding the effect of extraction conditions on 

protein yield; and investigating the potential for improving the extraction yield. 

A selection of 24 samples were selected for AAE at 40°C and 1.0 M NaOH for 150 

minutes. These samples had varied plant parts, with the majority focussing on leaf and 

whole plants. The samples originated from a variety of locations, including: Pune, both 

harvested from a river and cultivated samples; West Bengal pond samples; Murchison 

Bay samples harvested from different locations in the bay within Lake Victoria; IBERS 

cultivated samples, both wet and dry samples; and a sample of WL from Pune. The 

residue, from the alkali treatment, and the precipitates, from the alkali acid treatment, 

were analysed to understand the protein yield, ash content and the fate of heavy 

metals. The optimal sample was then selected for condition analysis, to understand the 

impact of varying conditions. This sample then underwent extraction optimisation via 
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the removal of sodium sulphates, varying the pH of precipitation and the solid-to-liquid 

ration. 

Several samples were selected for a small-scale biochemical analysis comparison, this 

showed that the petiole would most likely be the plant tissue that yielded the poorest 

protein yield, based on the high cellulose and low protein content, followed by the root 

and finally the leaf. The experimental results showed that the leaf had the highest 

protein recovery, whilst the root and petiole showed no significant difference. However, 

the petiole did show the greatest protein increase in content from raw biomass to the 

precipitate. 

The location study showed a high variability in both structural fibre content and protein 

content. This suggests that environmental conditions play a significant role in structural 

fibre ratios and protein content. The WL sample had a more optimal structural fibre 

ratio and protein content, as compared with the WH samples, demonstrating a low 

cellulose content and high lignin and protein content. The range in biochemical analysis 

was mirrored in the results of AAE; the precipitate showed a range of 77.5 and 68.1 mg 

over the whole and leaf samples, respectively. The protein recovery showed a lower 

percentage error, the range was 5.6 and 12.7%. The comparison of biochemical 

analysis across the locations indicated that lignin content had a statistically significant 

positive impact on precipitate weight. However, when the sample size was increased to 

include different parts of the plant, this relationship was insignificant. In contrast, the 

impact of raw plant protein content on the precipitate weight and the precipitate protein 

content, and the cellulose content on protein content and protein recovery, were 

significant. However, the limited sample size and assumption of a linear relationship 

means that further research should be conducted. 

The comparison of dry and wet biomass demonstrated a greater protein recovery for 

the dry leaf and whole plant, however, further information on the energy balance of 

drying the biomass may illuminate this further. 

The comparison of HMs, in the protein precipitate from different tissues, indicated that 

the leaf and petiole contained similar concentrations of all trace nutrients and HMs, with 

the exception of Na which was attributed to the methodology error. In contrast, the root 

precipitate contained over twice the total concentration of trace elements, excluding 

Na, largely due to the presence of Pb and Ti. This suggests that roots are not an 

appropriate feedstock for AAE. The cultivated WH leaf sample demonstrated the lowest 

concentrations of trace elements, however, it contained high enough levels of Cu that 

>500g of precipitate could be considered toxic to adult humans. WH precipitate was a 

poor substitute for human and animal consumption, in comparison with pea protein and 

soybean meal, respectively. However, as an invasive and damaging plant, WH could 
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be attained cheaply and easily, whilst the removal also provides ecosystem services to 

local areas, therefore, it could be considered an alternative, especially if the 

improvements to local ecosystems could be quantified. 

The analysis of residues from the AAE demonstrated that the alkali treatment improves 

the BI of the biomass and therefore improves the BMPex by >77% for whole samples. 

This would increase the value of the extraction: if all energy use could be offset by 

biogas production from the residue. However, the N and K concentrations in the 

residue were lower than the raw biomass, suggesting that the digestate produced may 

be a poor source of nutrients. This could be offset by digesting leaf residue with raw 

petioles and roots, of which the former contained high levels of N. 

In the comparison of extraction conditions on AAE from WL, it was shown that 

extraction increased with extraction time up to 150 minutes for 5 out of 6 conditions 

studied; the final condition had the weakest hydrolysis potential and therefore required 

longer time for hydrolysis to occur. At lower alkalinity, 0.1 M NaOH, temperature 

improved AAE over all extraction time points; however, at increased alkalinity, 1.0 M 

NaOH, the higher temperature caused protein hydrolysis as time progressed. The 

impact of alkalinity appeared to have the greatest impact at lower temperatures, with 

the greatest increase in yield, between 0.1 M and 1.0 M NaOH, occurring at 40°C. 

There appeared to be little variation between the conditions analysed for trace element 

concentration, the largest difference occurring between the different alkali conditions, 

where 1.0 M NaOH produced a precipitate with significantly more Na and S content 

than 0.1 M NaOH. The residue analysis was different to that shown by WH: the 

elemental analysis showed that Fe content increased in the residue, resulting in a 

greater total concentration of the selected HMs. The concentration of N and K was still 

low, however, the BI was reduced and a lower BMPex achieved for the residue in 

comparison to the raw biomass. 

The optimisation of the extraction showed that sodium sulphate compounds could be 

easily removed with a warm water wash, however, trace elements, like Cu and Ni, were 

increased by the wash. The variation of precipitation pH demonstrated that pH 3 and 4 

showed little variation, whereas pH 5 performed poorly. The solid to liquid ratio 

demonstrated that there was little variation between 1:40 and 1:60, whereas 1:20 

showed an 80% reduction in protein recovery. It is likely that 1:40 would be utilised at 

scale to reduce production costs. 

The overall research aim of examining AAE from WH and WL was achieved, and it was 

demonstrated that both WH and WL were suitable feedstocks for alkali acid extraction, 

however, WL out performed WH.
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quantity of digestate was utilised, this impact could be reduced. The size of the 

cultivation systems would be too small to consider protein extraction, therefore, only 

anaerobic digestion was considered for these systems. Large scale cultivation was not 

considered due to the high start up costs. 

7.2. Scenario description 

There were two categories of scenarios: wild harvested WH; and cultivated under semi-

controlled conditions. It was assumed that all systems within the scenarios were 

closed, therefore, any material that was added to the systems would be retained in the 

final products or wastes. 

7.2.1. Wild harvested scenarios 

Under the wild harvested scenario, two locations were considered: Kampala, Uganda; 

and Pune, India. Two biorefineries were suggested for each location; the first is 

described in Figure 7.2-1. This displays a flow chart for the process of a WH biorefinery 

utilising wild harvested WH biomass for AD, labelled as scenario wild anaerobic 

digestion (W-AD). This would require the use of a WH harvester, shredder/chopper, 

and an anaerobic digestion unit. The whole plant would be harvested and shredded to 

produce material for digestion. Due to the difficulty of obtaining fresh WH plants, only 

dried plants were examined, however, this would be a poor option for WH utilisation. 

Therefore, the dry methane potential was utilised whilst the loading rate assumed to be 

the FW. 

 
Figure 7.2-1: Process flow of water hyacinth biorefinery, utilising wild harvested, dried 
and shredded biomass to produce biogas via anaerobic digestion. Green= raw plant 
biomass; blue= end product. 

The second process utilised AAE to produce a protein product, followed by AD of the 

solid residue, see Figure 7.2-2, labelled scenario wild alkali acid extraction (W-AAE). 

This would require the use of a WH harvester, shredder/chopper, mechanical dryer, 

solid-liquid separation unit, bioreactor and an anaerobic digestion unit. The process 

was split into four scenarios as comparison: scenario 1 utilised the whole biomass in 
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the alkali extraction and used the residue for biogas production; scenario 2 utilised just 

the leaf then added the residue to the raw petiole biomass for biogas production; 

scenario 3 utilised just the leaf then added the residue to the raw petiole and root 

biomass for biogas production; and scenario 4 just utilised the whole biomass for 

biogas production (the same as scenario W-AD, Figure 7.2-1). The biomass would be 

harvested, and separated depending on the scenario, then shredded and dried. The 

selected biomass would then undergo an alkali extraction, including filtering to remove 

the residue, followed by a solid-liquid separation to produce a liquid and solid residue. 

The solid reside would undergo treatment by AD, alongside the raw petioles and/or 

roots depending on the scenario. In Chapter 6, the residue was dried before digestion, 

however, this was due to logistics rather than as a process, it was assumed that the 

drying of the residue would have minimal impact on the methane yield due to the low 

moisture content of the feedstock. The liquid fraction would be acidified, to ~pH 3.75, to 

form a protein precipitate which would be extracted via a solid-liquid separation. This 

would produce a solid precipitate and a liquid waste; the liquid waste would either be 

recycled into the process as an acid, or neutralised and added to the digestate as a 

nutrient source. The first option would be dependent on the level of contamination in 

the acid and further investigation into the number of iterations would be required. The 

second option would be dependent on the acid and alkali used in the process: in 

Chapter 6 sodium hydroxide and sulphuric acid were used, these would be poor 

additions to digestate due to the high levels of sodium sulphate. However, if different 

agents were used, for example phosphoric acid; acetic acid; or potassium chloride, 

then the liquid waste would be more applicable as a fertiliser addition. Further 

investigation should be conducted here; for the purposes of this study, it was assumed 

that acid could be recycled back into the process with limited contamination. This would 

need to be confirmed experimentally, however, a nutrient and mass balance of the 

process indicated the levels of contamination.  

Due to the difficulty to obtain fresh WH plants, only dried plants were examined in the 

BMP experiments, therefore, to compare dry against wet it was assumed that there 

was no impact on the digestion of residue when the alkali extraction feedstock was 

fresh. Further experimental work should be conducted to confirm this. 
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Figure 7.2-2: Process flow of water hyacinth biorefinery, utilising wild harvested, dried 
and shredded biomass to produce protein extract and biogas via alkali acid extraction 
and anaerobic digestion. Green= raw biomass; grey= interim product; blue= end 
product; orange= potential waste; broken line= potential flow. 

7.2.2. Cultivated scenarios 

The cultivated scenarios were viewed on a small-scale where a single family was 

cultivating and processing the biomass. The scenarios, demonstrated in Figure 7.2-3, 

were split into three, depending on the source of nutrients: digestate; CM; and 

domestic wastewater. The digestate setup demonstrated a closed system where the 

WH was harvested, labelled as scenario cultivated anaerobic digestion (C-AD), then 

chopped or shredded and then processed in an AD unit. The resulting digestate is then 

fed back into the WH system as a source of nutrients. The CM setup follows a similar 

design, labelled as scenario cultivated cow manure (C-CM), where the WH mulch is 

used to supplement the diet of a ruminant, assumed to be a cow; the manure is then 

fed back into the WH system as a source of nutrients. The next setup utilises digestate 

as a nutrient source, but co-digests WH alongside cow manure, likely externally 

purchased, labelled as scenario cultivated co-digestion (C-CoD). 
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Figure 7.2-3: Process flow of water hyacinth biorefinery, utilising wild harvested, dried 
and shredded biomass to produce biogas via anaerobic digestion. Green= raw 
biomass; grey= interim product; blue= end product; dark blue= external product. a) 
scenario cultivated anaerobic digestion; b) scenario cultivated cow manure; c) scenario 
cultivated co-digestion. 

Whilst wastewater was not directly analysed by this study, literature has demonstrated 

that WH can be used to reliably treat domestic or urban wastewater [33,57,96,101]. It 

could be assumed that WH would reduce the nutrient content of domestic wastewater 

to levels that would allow the water to be utilised for farm-based irrigation or 

discharged, whilst the suspended solids would settle during the treatment and could be 

removed from the base of the tank. The sludge at the base of the tank could be utilised 

as an AD feedstock or as a fertiliser. The domestic wastewater setup could utilise any 

of the previous processes, labelled as scenario cultivated domestic wastewater 

anaerobic digestion (C-DoAD), scenario cultivated domestic wastewater ruminant feed 

(C-DoRF) and scenario cultivated domestic wastewater co-digestion (C-DoCo), see 

Figure 7.2-4. The biomass would be fed nutrients in the form of domestic wastewater, 

over a period of time the biomass would reduce the pollutant concentration in the 

water, resulting in a nutrient rich sludge at the bottom of the cultivation pond/tank; 

water that could be used in non-potable scenarios; and the cultivated biomass. The 

biomass would then be chopped or shredded and utilised in AD or as feed supplement. 
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The sludge could be used as a fertiliser or as an addition to the feedstock for AD. Due 

to the lack of experimental data on this scenario, the growth rate and methane potential 

could not be estimated and would result in no costings difference to scenarios C-AD, 

C-CM and C-CoD, other than the cost of nutrient material in C-CoD. Therefore, only the 

cultivation and cleaning of this step were analysed. However, it should be noted that 

this scenario could reduce the costs of domestic wastewater treatment and further 

analysis of the cultivation of WH with domestic wastewater should be conducted, as 

well as the influence of the sludge on digestion capabilities. 

Information on growth rate was only available from India, therefore, no other location 

was considered. It was assumed that the surrounding area of Pune would have similar 

growth rates to the experimental results in Chapter 5.  

 
Figure 7.2-4: Process flow of water hyacinth biorefinery, utilising wild harvested, dried 
and shredded biomass to produce biogas via anaerobic digestion. Green= raw 
biomass; blue= end product; brown= external nutrient source; dark blue= external 
product; broken line= potential flow. a) scenario cultivated domestic wastewater 
anaerobic digestion; b) scenario cultivated domestic wastewater ruminant feed; c) 
scenario cultivated domestic wastewater co-digestion. 
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7.3. Cost assumptions 

Assumptions for the capital and operational costs are presented here. Assumptions for 

the value of the products are also presented here. 

7.3.1. Capital cost 

In the scenarios described, there were four types of equipment required: a WH 

harvester; industrial drying unit; AD unit; and protein extraction vessel. Quotes were 

obtained from suppliers in Uganda, India or China (where necessary). 

There were two types of harvester considered, the modified clam-bucket device 

described by Wolverton and McDonald [33], and a harvester similar to the boat and 

cutter described by Dar [127] and Valk [55].  

The cost of the modified clam-bucket device was determined by assuming that the 

modification of a 21 ton excavator would be nominal compared with the cost of the 

excavator, as suggested by Wolverton and McDonald [33]. Quotes for an excavator are 

displayed in Table 7.3-1 and Table 7.3-2. Assuming that the excavators were utilised 

for 3 months of the year, it would take 10- 14.5 years to make purchasing an excavator 

worth the investment. However, the excavators could be rented out during the off-

season to recoup the investment, therefore, purchasing was chosen and a value of INR 

6- 7.8 million was attributed to the value in India and UGX 320- 365 million in Uganda. 

Table 7.3-1: Quotes for heavy duty excavator for use in Pune, India. 

Unit Details 
Hire Purchase Diesel 

Consumption 
(L/hr) 

Reference Rs/ 
month 

£*/ 
month 

Million 
INR £* 

CAT336E - - 6 58,200 - [362] 
Hyundai 245LR - - 7.8 75,660 - [363] 
Volvo EC210DL - - 7.5 72,750 24-27 [364] 
Hitachi EX200 200,000 1,940 - - 14-16 [365] 
Hitachi EX200 180,000 1,746 - - 14-16 [366] 
JCB 245XR 195,000 1,892 - - - [367] 

*Based on 1 INR: GBP £0.0097 [368] 

Table 7.3-2: Quotes for heavy duty excavator for use in Kampala, Uganda. 

Unit Details UGX £* Fuel Consumption 
(L/hr) 

Reference 

Komatsu PC220 365,000,000 80,300 - [369] 
CAT320C 365,000,000 80,300 23.4 [370,371] 
CAT320B 320,000,000 70,400 13.3 [372] 

*Based on UGX 1: GBP £0.00022 [373] 
































































































































































