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Abstract

Eutrophication is globally a growing concern, as freshwater bodies are becoming more

and more exposed to nutrient pollution. Excessive P loading is often the main cause of

eutrophication, as P is often the limiting nutrient to phytoplankton growth. P pollution

to lakes and reservoirs generally comes both from non-point sources, such as runoff from

agricultural areas, and point sources, such as sewage from wastewater outlets. Abatement

actions regulating the application of fertilisers and ploughing regimes for agricultural

areas, and re-routing of sewage outlets, greatly lowers the P loading to the waterbodies.

As such, eutrophication problems can generally be easily solved given the right incentives.

Lake Vansjø, located in an agricultural district in south eastern Norway, has experi-

enced a continues worsening in water quality over the last 30 to 40 years, as a of result

eutrophication. However, in the case of Lake Vansjø, over 500 million of Norwegian kro-

ner has been spent on sewage infrastructure upgrade and abatement actions over the

years, without achieving the expected improvements. In 2009 the EUTROPIA project

was funded, partly with the aim to improve our understanding of the catchment as a

whole and better understand why the abatement actions have not had the desired affects.

It is this part of the project which is the focus of this study.

The study found that the decline in acid rain over the last 30 to 40 years is one of

the main explanations for why the abatement actions have not had the desired affects.

The decline in acid rain, has resulted in a 3 times reduction in the concentration of labile

Al. The study predicts that the orthophosphate/phosphate concentration in the lake,

in the 1980’s, would have been ≈ 1
5

of the concentration of what is today, due to Al

co-precipitation with phosphate.

Additionally, over the same period there has been a doubling in the concentration of

Dissolved Organic Matter (DOM), partly explained by climate change and partly by the

decline in acid rain. DOM photo- and biodegradation studies were conducted to bet-

ter assess what impact an increase in DOM may have on the lake water quality. The

study found that photodegradation greatly enhances the biodegradability of the DOM:

Photodegradation alone after 20 hours exposure contributed to 26% mineralisation of the

original Dissolved Organic Carbon (DOC). Of the remaining DOC, 3 to 39% was min-

eralised by micro-organism, for 0 to 20 hours exposure, respectively. The study suggests

that humic substances become more biodegradable after irradiation, particularly humic

acids (HA). Fulvic acids (FA) seem to be a product of HA degradation, in addition to

bioavailable DOM fragments. It is postulated that the increase in the DOM concentration

may have a significant impact on the microbial biodiversity in shollow lake basins, such as

Vanemfjorden, Lake Vansjø’s western basin. The reduction in light attenuation, and the

higher degree of low-molecular-weight bioavailable DOM, suggests migration of bacteria

and phytoplankton to the surface in search for energy. However, the production of rad-
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icals from DOM photodegradation most likely will also result in a deathly environment

for micro-organisms. The DGT study in the lake seems to confirms these findings, since

more bioavailable P was found near the surface of the lake than any other depths.

The Diffusive Gradients in Thin films (DGT) were found be useful as passive sampler

for two bioavailable P fractions; Dissolved Reactive Phosphorus (DRP; approx. orthophos-

phate) and Low-Molecular-Weight Organic Phosphorus (LMWOP). The concentration of

LMWOP is approx. equal or larger than orthophosphate in forested steams. If the con-

centration of LMWOP, along with the rest of the DOM, has doubled over the last 30

to 40 years; and considering that 85% of the catchment is forested area, and the largest

contributor of DOM to the lake; then it is highly likely that climate change and acid rain

decline have had an impact on eutrophication.
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1 Introduction

1.1 EUTROPIA

There has been an increasing demand from citizens and environmental organisations in

the European Union (EU) to improve the quality of their water resources. An opinion

poll cast in 25 EU countries, prior to 2000, showed that out of the five main environ-

mental issues, 47% of Europeans were most concerned with water pollution. As such, the

EU set in motion a thorough reconstruction of the European Water Policy, and in 2000

the Water Framework Directive (WFD) was established. WFD is a framework that was

set in place for the protection of inland surface waters, transitional waters, coastal waters

and groundwater. It encompasses defining these different resources, classification of ”good

water quality”, and policies with milestones enforcing; the identification of river basin dis-

tricts and authorities; characterisation of river basins: pressures, impacts and economic

analysis; establishment of monitoring programs; river basin management plan; establish-

ing pricing policies; and meeting future environmental objectives [European Commission,

2010].

As part of the European Economic Area (EEA) agreements, Norway implemented

WFD policies into their framework Den norske vannforskriften. In the wake of stricter

polices and deadlines, there was an increasing amount of pressure placed on improving

the quality of freshwater systems in Norway. An assessment of the quality of freshwater in

Norway from 1980-2008, found that many lakes, especially in Østfold county (SE Norway),

were suffering from eutrophication, with little sign of improvement [Solheim and Moe,

2008]. Lake Vansjø, the largest lake located in Morsa Catchment, Østfold, Norway, had

especially poor water quality, due largely to the close proximity to agricultural land.

However, despite over 500 million kroner spent in sewage infrastructural upgrades and a

large number of abatement actions, including reduction in P runoff from agricultural land

into the waterbodies draining into Lake Vansjø, little improvement was found [Solheim,

2001, Blankenberg et al., 2008].

In 2009, the Research Council of Norway (RCN) funded a four year interdisciplinary

project titled “Watershed EUTROphication management through system oriented pro-

cess modelling of Pressures, Impacts and Abatement actions”, known informally as EU-

TROPIA. The aim of the project was to help meet future demands of WFD for Lake

Vansjø, which requires among other things an integrated approach to managing water

resources. As such, the EUTROPIA project adapted the DPSIR model (Driving forces

Pressures States Impacts Responses) approach to better understand what mechanisms are

driving the eutrophication in Lake Vansjø and what cost-benefit social responses are re-

quired to resolve the problem.
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Figure 1: Work package research strategy for
EUTROPIA project. Source: Adapted from Vogt
et al. [2008].

The project, lead by Prof. Rolf David

Vogt (Department of Chemistry, Uni-

versity of Oslo (UiO)) was an in-

terdisciplinary collaboration between

the Department of Chemistry, UiO;

Department of Biosciences, UiO; De-

partment of Geosciences, UiO; Nor-

wegian Institute for Water Research

(NIVA); Norwegian Institute for Na-

ture Research (NINA); Norwegian In-

stitute for Urban and Regional Re-

search (NIBR); Norwegian University

of Life Sciences (NMBU); and Bio-

Forsk.

The research strategy undertaken

was an integrated approach, where

tasks were assigned to work pack-

ages (WP), 1-5, encompassing differ-

ent fields of science (Fig. 1). Descrip-

tion of WP are as follows: “WP1: De-

velop sampling and analytical meth-

ods for P fractionation in water; WP2:

Describe catchment processes govern-

ing mobilization, transport and nu-

trient flux; WP3: Integrate the de-

veloped system and process under-

standing of the terrestrial and aquatic

environments in the models; WP4:

Use Bayesian network to integrate the

simulation models with probability of

stakeholder response and develop a

better measure of uncertainty in pre-

diction power for future changed pres-

sures; and WP5: Develop system-

atic societal response analysis based

on identified nutrient sources with focus on behavioural modelling the likelihood of im-

plementation of different abatement strategies” [Vogt et al., 2008].

The studies in this thesis were partly funded by the EUTROPIA project and fall under

the tasks of WP1 and WP2.
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1.2 A Historical Overview

To get a better understanding of possibly why abatement actions on reducing nutrient

loading to Lake Vansjø have not had the expected improvements on the water quality,

we need to understand the environmental changes that the Østfold region has undergone

over time.

1.2.1 The End of an Ice Age

Around 23,000 and 19,000 BCE the last ice age was at a point at which the ice sheets

were at their greatest coverage, referred to as the Last Glacial Maximum. Vast parts of

North America, Eurasia, all of Greenland and Antarctica were covered under ice sheets as

thick as 3 - 4 km (Fig. 2), placing enormous weight on the tectonic plates [Bowen, 2007].

G

Ba
K

SL

C

I

B

Figure 2: Illustration of the maximum estimated ice sheet coverage in the northern hemisphere.
L: Laurentide Ice Sheet; C: Cordilleran Ice Sheet; I: Innuitian Ice Sheet; G: Greenland Ice Sheet;
B: Great Britain and Ireland Ice Sheet; S: Scandinavian (Fenno-Scandian) Ice Sheet; Ba: Barents
Sea Ice Sheet; K: Kara Sea Ice Sheet. Source: Adapted from Bowen [2007].

Since that time, the ice sheets have slowly retreated. This has resulted in what is

known as post-glacial rebound, a process in which the land mass rises as the weight of

the ice on top declines with the ice retreat (Fig. 3). Collectively these up and down

elevation shifts in the crustal surface with change in glacial mass is known as glacial

isostasy [Lambeck, 2007].

In the southern part of Norway, land rose up by as much as 200 m. Most of Østfold

is below 200 m.a.s.l. (referred as the marine limit), and was therefore once bellow the

ocean surface. For this reason most of Østfold has soil with marine sediment deposits

3



Figure 3: Modelled global crustal uplift in mm/year [Ivins et al., 1993]: Southern and Northern
Hemisphere loading/unloading described by Ivins and James [2004, 2005], Peltier [2004]. Source:
With permission from Erik Ivins.

[Klemsdal, 2002]. The soil is therefore rich in calcite and phosphate minerals, making it

a naturally fertile land, suited for agriculture. It is also an area in which nutrients from

land and lake sediments naturally provide a rich and diverse lake ecosystem [Spikkeland,

2003]. That being the case, there is very little additional nutrient input to the aquatic

system that is required to tip the scale in the direction of eutrophication.
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1.2.2 Climate Change and Acid Rain

Along with the great advances to civilization, contributed by the industrial revolution,

came also new environmental challenges. One of which was the pollution brought on from

the burning of fossil fuels. As the population and energy consumption grew rapidly over

20th Century, so did the emissions of CO2, SO2 and NOx from burning fossil fuels. The

increasing atmospheric concentration of CO2, a greenhouse gas, has contributed to a rise

in the global mean temperature, resulting in climate change [Collins et al., 2007]. Signifi-

cantly warmer temperatures (Fig. 4) and increased rainfall (Fig. 5) have been observed in

Norway. There are also far more frequent short period (∼1 hour) heavy rainfall episodes

in the entire southern coastal region [Hanssen-Bauer et al., 2015]. The impact of this type

of harsh frequent rainfall is increased erosion in areas with loose soil matter and a lack

of vegetation, such as agricultural land after harvest and ploughing. Furthermore, due

to warmer winters, there are more frequent freezing and thawing episodes which may be

enhancing the erodability of the soil [Kværnø and Øygarden, 2006]. This in turn is result-

ing in increased runoff of particulate bound P from agricultural sites in Morsa Catchment

[Skarbøvik et al., 2016], potentially providing more bioavailable P to the phytoplankton

in the lake. Furthermore, the increase in lake temperatures due to warmer summers

provides generally better conditions for phytoplankton growth, especially cyanobacteria

[Kosten et al., 2012].

Figure 4: Trend in yearly mean temperature for mainland Norway 1900-2014. Change is
presented as deviation (◦C) from the mean temperature of the reference period 1971-2000.
Source: Adapted from Hanssen-Bauer et al. [2015].

While combating CO2 emissions is still a major global challenge, far more progress has

been made on reducing anthropogenic SO2 and NOx emissions. Anthropogenic SO2 emis-

sions come mainly from coal power plants. As SO2 reacts with the H2O in the atmosphere,

5



Figure 5: Trend in yearly rainfall for mainland Norway 1900-2014. Change is presented as
percent deviation from the mean yearly rainfall for reference period from 1971-2000. Source:
Adapted from Hanssen-Bauer et al. [2015].

it produces H2SO4, eventually returning back to land as either dry or wet deposition, the

latter known commonly as acid rain. Anthropogenic NOx emissions come primarily from

internal combustion engines. In a similar manner, anthropogenic NOx emissions react

with H2O producing HNO3, which eventually deposits back to land. Acid rain was a

major environmental problem in Europe and North America. Even Scandinavia, which

did not have particularly high emissions of SO2 and NOx , received acid deposition via

long range transport from industries in Great Britain and Germany [Skjelkv̊ale et al.,

2001b, Odén, 1976, Brown and Sadler, 1981]. This resulted in increased leaching of Al

from acid forested soil, resulting in fish deaths from toxic concentrations of labile Al (Ali)

in the aquatic environment [Gensemer and Playle, 1999, Rosseland et al., 2001]. In 1979,

the United Nations Economic Commission for Europe (UNECE) agreed to enforce regu-

lations to reduce the SO2 emissions in European countries [UNECE, 1979]. Today, this

collaborative agreement among European nations stands testament to one of the most

successful interventions to combating a near environmental disaster. Acid deposition has

dropped dramatically since the 1980’s (Fig. 6).

In southern Norway there has been as much as ∼80% reduction in anthropogenic

SO4
2– deposition from 1986 - 2013. As a result, over the same period there has been a

∼3 times reduction in Ali concentrations in lakes in southern Norway. There has also

been a doubling in the concentration of Dissolved Organic Carbon (DOC) [Garmo et al.,

2014], which is a proxy for Dissolved Organic Matter (DOM), also referred to as Dissolved

Natural Organic Matter (DNOM). The DOC trend has been linked to both the decline

in acid rain and climate change [Weyhenmeyer et al., 2014, Köhler et al., 2013, Arvola

et al., 2010, Haaland et al., 2010, Jennings et al., 2010, Monteith et al., 2007, Roulet and
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Figure 6: Maps showing the extent of change in European ecosystems which are exposed to acid
deposition. The maps presents the exceedance of critical load limits for acidic cation. Source:
Jones [2010] with permission.

Moore, 2006, Hongve et al., 2004, Vogt, 2003, Skjelkv̊ale et al., 2001a,b].

So what does this mean for P bioavailability? Ali is a precipitating agent for phosphate

in wastewater treatment plants and acts as an acute remedy for eutrophic lakes [Hsu, 1968,

Auvray et al., 2006]. It is therefore possible that the decline in Al has resulted in more

bioavailable P, thereby masking the effect of any abatement actions to reduce P loading

to the lake. With regards to DOM, the impact is more complex and therefore more

uncertain. The increase in DOM is potentially followed naturally with an increase in

organic bound P. As mentioned in Sec. 1.2.1, the soil in Østfold is rich in phosphorus.

With increased plant growth, due to warmer summers [Hanssen-Bauer et al., 2015], and

increased DOM leaching from soil, it is highly possible that there is more organic P in

the stream waters. Some of the organic P will be Low-Molecular-Weight (LMW; <1000

Da) molecules that are bioavailable to phytoplankton [Turner et al., 2002]. Furthermore,

High-Molecular-Weight (HMW; >1000 Da), such as humic substances (HS), have P, which

may become bioavailable in the lake through degradation processes of DOM, such as

photodegradation. Furthermore, photodegradation of DOM may also render recalcitrant

DOM more biodegradable, particularly important for heterotrophs. On the other hand, Al

and Fe complexed with HS may become labile with HS photodegradation, and precipitate

with bioavailable P. As such, the role of DOM remains far more unclear.
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2 Scope of Study

The aim of this research is to get a better understanding of what role the changes in

the environment over the last 30-40 years have had on the water quality of Lake Vansjø.

Particular focus is directed towards the water draining from forested catchments. This

is an area that is generally overlooked in regards to eutrophication, as the main source

of nutrient pollution generally derives from anthropogenic activities, such as agriculture,

sewage, etc. However, given that approx. 85% of the catchment draining into the lake

is from forested areas, it cannot be overlooked how changes in these environments may

have influenced the lake water chemistry. Furthermore, a large number of infrastructural

changes and abatement actions have been taken to reduce nutrient loading from sewage

and agricultural practices. Yet, little or less than expected improvements in lake water

quality had been observed, which was incentive enough to explore elsewhere and thereby

get a more complete understanding of the catchment as a whole.

The synopsis of the research presented in this thesis takes a biogeochemical perspective

of the problem, looking particularly into the role of DOM and P fractions in the aquatic

environment. The papers explore chemical processes utilising a variety of scientific tech-

niques:

Paper I assesses the use of Diffusive Gradients in Thin films (DGT) as passive sam-

plers for dissolved P fractions. The paper explores different models to estimate diffu-

sion coefficients of organic P molecules, in order to determine the time-weighted average

(TWA) concentration of the low-molecular-weight organic P fraction (LMWOP < 1000

Da). Furthermore it assess the molecular weight range of the organic P molecules sampled.

Paper II explores how photodegradation of DOM influences the biodegradation of

DOM and the transformation of humic substances (HS). The idea is to simulate the pro-

cesses that are occurring in Lake Vansjø, and thereby assess the impact the rise in DOM

concentration may have. The study utilises a variety spectroscopic techniques, multivari-

ate statistics, and speciation modelling, in order to assess physicochemical changes to

DOM.

Paper III assesses how the mixing of forest and agricultural water, currently (techni-

cally 2015) and back in the 1980’s, affected the bioavailability of P. The study looks into

how mixing at different ratios affect the chemical speciation. The mixing is conducted

both theoretically and experimentally and utilises a variety of physicochemical analysis

methods.

8



3 Materials and Methods

3.1 Sampling Sites

The Morsa or Vansjø-Hobøl Catchment and Lake Vansjø, located in SE Norway (59.4°N
10.8°E), are the study areas which are the focus of the EUTROPIA project. The catch-

ment and the lake are approx. 690 km2 and 36 km2, respectively. Predominantly 85%

and 15% of the land-use, which is draining into the lake, are forest (including bog) and

agriculture (Fig. 7). Approx. 90% of the catchment is below the marine limit [Skarbøvik

et al., 2011]. This study mainly focuses on the stream water from two subcatchments

within the Morsa Catchment, Dalen and Støa, located at close proximity to the lake.

Dalen (area = 0.88 km2) and Støa (area = 0.16 km2) are pure forest and agriculture

subcatchments, respectively. They are chosen specifically, because they are not mixed

and thereby can represent the 85% and 15% land-use water draining into the lake.

Longitude (decimal degrees)

La
tit
ud
e 
(d
ec
im
al
 d
eg
re
es
)

Figure 7: Land-use map of Morsa Catchment. Lake Vansjø is located in the southern part
of the catchment. Source: Data from Norges vassdrags- og energidirektorats (NVE) [2016] and
Kartverket [2016].
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Paper I also studies the stream water from one mixed subcatchment, Huggenes (ap-

prox. 32% forest, 59% agriculture and 9% other land-use), and lake water from Grep-

perødfjorden, a small sub-basin part of Lake Vansjø (Fig. 8). Paper II, only studies the

water from Dalen, since the focus is on DOM from forested areas, which predominantly

is where the DOM in the lake originates from.

Table 1: Morphometrics of Lake Vansjø’s two major basins [Bjørndalen et al., 2007].

Storefjorden Vanemfjorden

Surface area (km2) 23.8 12

Average depth (m) 9.2 3.7

Greatest depth (m) 41 17

Theoretical Water Residence Time (years) 0.85 0.21
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Figure 8: Lake Vansjø Morphology: The lake consist of many basins divided by narrow pas-
sages. It is however usually divided into two main basins, Vanemfjorden the shallow western
basin and Storefjorden the larger and deeper eastern basin [Bjørndalen et al., 2007]. Source:
Data courtesy of Tuomo M. Saloranta, Tom Andersen and Norges vassdrags- og energidirektorats
(NVE) [2016].
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3.2 Passive Sampling of P fractions with

Diffusive Gradients in Thin films (Paper I)

Paper I, deals with the development of using Diffusive Gradients in Thin films for simul-

taneous determination of two P fractions in the aquatic environment: Orthophosphate

(sum of H3PO4, H2PO4
– , HPO4

2– and PO4
3– ) and Low-Molecular-Weight Organic Phos-

phorus (LMWOP). The three main advantage of using DGTs over conventional grab

sample techniques is; A) you get a TWA concentration for a given period; B) because

the DGTs accumulate the species over time you can measure below the limit of detec-

tion (LOD) of conventional methods; C) you separate species from the solution matrix,

thereby reducing interference during chemical analysis (see more on this topic in Sec. 3.5)

Utilising DGTs, for determining the concentration of a specie in the aquatic environ-

ment, requires the diffusion coefficient (D) of that specie. The approach is therefore to first

determine D for orthophosphate and for LMWOP molecules under laboratory conditions.

Orthophosphate D was previously determined by Zhang et al. [1998]. For the LMWOP

fraction, two common LMWOP molecules, adenosine monophosphate (AMP) and inositol

hexaphosphate (IP6) were chosen and had their D determined. DGT application relies

on the principles of Fick’s first law for steady-state diffusion in dilute solutions [Cussler,

2009]. For DGTs the diffusive flux (J ) of the species into the DGT can be calculated by

Eq. 1,

J =
m

t
= AD

c

x
(1)

where m is total mass of the specie collected on the adsorbent, t is the time accu-

mulating the specie, A is the area of the DGT “window” exposed to the solution, D is

the diffusion coefficient, c is the concentration of the specie in the solution, and x is the

thickness of the membrane (∆g) and the diffusive boundary layer (DBL, δ) combined

(Fig. 9). Under laboratory conditions the concentration, c, of the LMWOP molecule in

question, is known. The time of sampling, t, is recorded, and the mass of the species, m,

is determined in accordance with the P analysis method (Sec. 3.5). By rearranging Eq.

1 D for the LMWOP molecules can solved.

When the DGTs are used in the aquatic environment, c is unknown, and Eq. 1 is

rearranged to solve for c. It is however more complicated solving c for the LMWOP frac-

tion as the analytical method for P fractionation (Sec. 3.5) cannot differentiate between

different LMWOP molecules. In Paper I, an assessment of the diffusion coefficient range

for LMWOP molecules was conducted, by theoretically calculating the free diffusion co-

efficient for different LMWOP molecules using various models, calculating the diffusive

membrane restriction on the molecules, estimating a potential molecular weight cut-off
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Figure 9: Left: Schematic design of DGT. Right: Diffusive passive sampling concept, where x
= ∆g + δ. Source: Adapted from Zhang [2005].

(i.e. molecule collected on adsorbent over a certain weight are negligible), and calibrating

the LMWOP fraction D for a particular stream.

All phosphates undergo proton dissociation with changing pH. As such, the distribu-

tion of phosphates change with pH, and D in turn needs to account for the distribution of

the phosphate species. Additionally temperature is important to consider as it also influ-

ences the diffusion coefficients, due to the change in the viscosity of water and the energy

of the species. Paper I addresses both these topics and how they should be corrected for

in field application.

3.3 Photo- and Biodegradation of

Dissolved Organic Matter (Paper II)

Paper II investigates how photodegradation changes the physicochemical properties of

DOM, and how these changes influence the biodegradation that follows. Stream wa-

ter from the forested catchment, Dalen, was used as the DOM source in this study for

the photo- and biodegradation studies. Additionally thoroughly characterised reference

material powder of natural organic matter, from different stream and lake water sites

in Scandinavia, were used to help in the assessment of how the degradation influences

changes in physicochemical properties.

Prior to the photo- and biodegradation experiments, all the raw stream water used

was filtered using sterile 0.2 µm cellulose acetate filter membranes. This removes micro-

organisms, hindering any further biodegrdation of the DOM sample prior to the exper-

iments. It also removes the particulate organic matter fraction, allowing the study to

focus solely on the DOM fraction.

Photodegradation of the DOM samples was done by irradiating the sample in incre-

ments for 0 to 20 hours with artificial sunlight (Q-SUNr Xe-1 Xenon Test Chamber).

The irradiated samples were then followed up by biodegradation, where the samples were

incubated in sealed jars at room temperature in the dark for 25 days with inoculum native
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to the stream. A small vial containing 1M NaOH solution was placed in the jars on a

floating mat. The NaOH solution acts as a CO2 trap, capturing the emitted CO2 from

microbial respiration as CO3
2– . The vials were taken out after 13 days and replaced for

the remaining 12 days. The vials were measured for CO2 (Sec. 3.5.6). Unfortunately

the amount of CO2 captured between the 13th and 25th was below the limit of detec-

tion (LOD), and therefore excluded. The solutions for all degradation combinations are

analysed for pH, conductivity, DOC, UV-Visible absorption spectroscopy (UV-Vis) and

fluorescence excitation-emission matrix (EEM) spectroscopy (Table 2).

Table 2: Brief overview of the photo- and biodegradation experimental setup.

Irradiation Time

0 h 1 h 4 h 8h 12 h 16 h 20 h

Incubation

with

Inoculum

0 days pH, conductivity, DOC, UV-Vis, EEM

13 days CO2

25 days pH, conductivity, DOC, UV-Vis, EEM

3.4 Aquatic Speciation Analysis from

Mixing Water (Paper III)

Paper III studies the water chemistry, from mixing of forest and agricultural stream

water, both experimentally and theoretically.

Water was collected from the forest and agriculture catchment streams, Dalen and

Støa respectively, and mixed at different ratios (Fig. 10).

Figure 10: Schematic diagram of the experimental mixing of forest and agriculture stream
water.
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The mixing experiment was conducted both for the current water chemistry and for a

1980’s water chemistry. Only the forest water chemistry is expected to have changed from

the 1980’s, in which DOC and Ali was half and three times the concentration, respectively,

of what it is today. The 1980’s forest water chemistry was achieved by diluting the forest

water with deionised water and spiking the solution with KAl(SO4)2 · 10 H2O. The solu-

tions were analysed for particulate matter (PM), major and trace cations, major anions,

alkalinity, DOC, and dissolved reactive phosphorus (DRP)/orthophosphate. In addition

the PM is analysed by scanning electron microscopy (SEM) and Energy-dispersive X-ray

spectroscopy (EDX) (see Fig 11 and Sec. 3.5).

Theoretical mixing was done by simulating the mixes with the geochemical speciation

software PHREEQC [Parkhurst and Appelo, 2013] with the humic ion binding model

[Tipping et al., 2011] included (Sec. 3.6.3). Unlike the experimental mixing, the theoret-

ical simulations only account for the mixing of dissolved solutes. The water chemistry of

dissolved solutes is taken from the analytical measurements of pure forest and agriculture

solutions for 2015 and the 1980’s.
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Figure 11: Schematic diagram of sample physicochemical analyses for the mixing experiment.
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3.5 Physicochemical Analysis Methods

3.5.1 Conductivity and pH

In all papers, measurement of conductivity and pH are performed for all the samples.

Both measurements are generally conducted on the raw sample. The exception is in

Paper II, where the samples are pre-filtered with 0.2 µm CA filter membranes, before

any analysis is conducted.

Conductivity was measured with a FiveGoTM (FG3) hand held operating device from

METTLER-TOLEDO Inc. pH was measured using an 8102 ROSSr Combination pH

Electrode combined with an Orion Research Expandable ionAnalyzer EA920 from Thermo

Fisher Scientific Inc.

3.5.2 P fractionation

Only the studies in Paper I and III present measurements for P in the samples. Originally

this was attempted also in the DOM photodegradation study (Paper II), where the

idea was to assess the bioavailability of P with DOM photodegradation. However, P

concentrations were found below the limit of quantification (LOQ) or below LOD such

that further pursuit of answering P bioavailability was dropped.

P fractionation, presented in Fig. 12, mainly results in four P fractions; total reac-

tive P (TRP), total P (TP), dissolved reactive phosphorus (DRP) and total dissolved P

(TDP). All of these P fractions are traditionally measured using the wet chemical spec-

trophotometric molybdenum blue method (MBM) developed by Murphy and Riley [1962].

The method is selective for orthophosphate, and it is the inclusion and exclusion of the

pretreatments, filtration and digestion, that define the four P fractions.

DRP, in which filtration is first conducted followed by MBM, is approx. equal to the

concentration of orthophosphate. Even though the method is selective for orthophosphate,

the reagents used are highly acidic and reducing, which changes the natural equilibrium

in the sample, thereby likely resulting in overestimation of orthophosphate [Rigler, 1973].

For this reason, DRP is a more correct term for the fraction. It is this fraction which is

considered bioavailable.

The TDP fraction has filtration followed by digestion before MBM. Traditionally

potassium persulphate (K2SO4O8) autoclave digestion is used [Jeffres et al., 1979]. This

converts all the dissolved P compound into orthophosphate, thereby allowing for it to

be measured by MBM. It is generally assumed that the fraction of TDP, which is not

measured by DRP, is the dissolved organic phosphorus fraction (DOP ≈ TDP − DRP).

However, condensed inorganic phosphates and phosphonates are also expected to be found

under the same fraction, despite generally being found at far lower concentrations. The

LMWOP is the fraction of DOP <1000 Da, and is generally considered to be bioavailable.
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Figure 12: Schematic diagram of P fractionation. GF = glass microfibre, CN = cellulose
nitrate, CA = cellulose acetate, and APA = agarose polyacrylamide.

There is also expected to be discrepancies among dissolved fractions depending on

filtration cut-off size. In Paper I, grab samples are filtered by 0.7 µm glass microfibre filter

membranes (Whatmanr, Grade GF/F), and passive sampling by DGTs have an agarose

polyacrylamide (APA) diffusive gel with a cut-off of ≈6 nm. There is therefore expected

some discrepancy in the dissolved fraction, as even colloidal particles and bacteria can

be found below 0.7 µm in size. Paper III uses 0.45 µm filter membranes (Sartorius

AG cellulose nitrate Ø47 mm). The 0.45 µm cut-off is generally considered to be the

operationally defined separation size between particulate and dissolved matter. Again

here there exists colloidal particles and bacteria below this value.

In Paper I, the DRP and TDP measurements for both grab samples and DGT ex-

tracts, were determined using a customized continuous flow auto-analyser (SKALAR

San++ Automated Wet Chemistry Analyser). Paper III follows the more traditional
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MBM in accordance with ISO 6878 [2004]. However, for Paper III measurements of

TDP were omitted due to technical issues.

TP and TRP are two fraction not included in these studies, but are worth mentioning

as they were initially measured during the EUTROPIA monitoring program. TP differs

from TDP in that it includes the particulate P fraction (PP ≈ TP−TDP). TRP represent

the total labile phosphate; i.e. in addition to the free labile orthophosphate (≈DRP),

orthophosphate loosely bound to particulate matter may become labile after the addition

of the MBM reagents. These two fractions were eventually dropped by the EUTROPIA

monitoring program as the continuous flow auto-analyser system ran into complications

due to the particulate matter.

3.5.3 UV-Visible Absorption Spectrophotometry

Absorbency spectrum from 200 - 700 nm was recorded for the samples presented in Paper

II. The spectrophotometer was a Shimadzu UV-1800 fitted with a 10 mm quartz cell.

3.5.4 Fluorescence Excitation-Emission Matrix analysis

In Paper II fluorescence EEM spectrums were captured at 200 - 450 nm (10 nm intervals)

and 300 - 600 nm (1 nm intervals), for excitation and emission respectively, using a Varian

Cary Eclipse Fluorospectrometer with a 10 × 10 mm quartz cell.

EEMs are particularly interesting, because the two dissolved humic substances (HS),

fulvic acid (FA) and humic acid (HA), have peaks in separate regions of the spectrum

matrix (Fig. 13). By analysing the change in the FA and HA peak intensities, it is

possible to assess the transformation DOM undergoes during photo- and biodegradation.

3.5.5 Dissolved Organic Carbon

DOC was determined by analysis of non-purgeable organic carbon (NPOC) after filtration.

NPOC is the measurement of organic carbon as CO2, in which the DOC in the samples

undergoes combustion at 700 - 800 °C after the sample has been first acidified with HCl

and purged with CO2 free air. The acidification removes all carbonate and bicarbonate,

and the gassing purges the sample free of CO2. The process may also result in the loss

of volatile organic carbons. This is however assumed to be a fairly small fraction of the

DOC.

Paper I samples are filtered using 0.7 µm membrane filters (Whatmanr, Grade GF/F

Ø47 mm) and analysed on the Shimadzu TOC-5000A Total Organic Carbon Analyzer.

Paper II samples are filtered using 0.2 µm membrane filters (Sartorius AG sterile cellu-

lose acetate Ø47 mm) and analysed on the Shimadzu TOC-VCPH Total Organic Carbon

Analyzer. Paper III samples are filtered using 0.45 µm membrane filters (Sartorius
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AG cellulose nitrate Ø47 mm) and analysed on the Shimadzu TOC-VCPH Total Organic

Carbon Analyzer.
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Figure 13: Location of Excitation-Emission Matrix peaks for different water samples from
literature. The peaks are found in different regions of the spectrum representing different types
of organic matter. Source: Adapted from Chen et al. [2003].
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3.5.6 CO2 measurements

In Paper II respiration analysis from the biodegradation experiment was conducted by

measuring captured CO2 (Sec. 3.3). An automated customised set-up is used in which a

peristaltic pump draws the NaOH solution from the vial to a reaction chamber, adding

1 M H2SO4. This reacts with CO3
2– releasing the CO2. The CO2 is then carried with

Argon gas to a 14 cm flowcell and measured by infrared absorbency using a LI-820 CO2

Gas Analyzer (LI-CORr). Before reaching the detector, the gas is led through a H2O

trap, containing anhydrous MgSO4, thereby reducing the spectral interference of water.

3.5.7 Total Dissolved Elements / Cations

The total dissolved concentration of the elements Na, K, Mg, Ca, Al and Fe were deter-

mined for sample(s) presented in Paper II and III. In Paper II only the non-irradiated

and non-incubated sample had the elements determined. The purpose of the element

analysis was to theoretically assess the changes to Fe and Al species with photo- and

biodegradation. For Paper III speciation analysis is a fundamental part of the study,

and so every sample is analysed. Element determination was conducted by inductively

coupled plasma optical emission spectroscopy (ICP-OES; Varian Vista AX CCD simulta-

neous axial view), after filtration (0.2 and 0.45 µm for Paper II and III, respectively) and

acidification. The samples were acidified with 1% (v/v) 32.5% (m/v) HNO3 with 50000

ppm Cs. The Cs acts as an ion suppressor in the plasma; reducing the element ionisation,

thereby increasing the intensity of the atomic optical emission lines (particularly Na and

K).

3.5.8 Major Anions

The concentration of the major anions were determined by ion chromatography (IC), for

both Paper II and III, using a Dionex ICS-2000. However, in Paper II determination of

anions was not conducted for the samples undergoing photo- and biodegradation. Instead

measured median values acquired by the EUTROPIA monitoring program, for the same

stream, were used.

3.5.9 Particulate Matter

The concentration particulate matter (PM) mass was determined only for Paper III.

Determination of PM mass concentration was done by filtrating raw samples through

1.2 µm glass fibre filter membranes (Whatmanr Grade GF/C Ø47 mm). The filter

membranes with particles are dried at 105°C for 6 hours, then placed in desiccator for

24 hours and then weighed. The PM mass concentration is determined by taking the

difference in weight of the filter membrane before and after filtration, divided by the
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filtered volume. PM was also collected on 0.45 µm filter membranes for characterisation

(Sec. 3.5.10).

3.5.10 Scanning Electron Microscopy and

Energy-Dispersive X-ray Spectroscopy

In Paper III the Field Emission Gun Scanning Electron Microscope (FEG-SEM; FEI

Quanta 200) equipped with an Energy Dispersive X-ray Spectrometer (EDX; EDAX Pe-

gasus 2200) operating in low vacuum (60-80 Pa) were utilised to study the PM collected

on the 0.45 µm filter membrane. EDX element map images were converted from a ma-

trix of pixels to a vector of pixels, allowing for linear regression correlation between the

vectors. The method allows for identification of correlation between the elements on the

membrane filter.

3.6 Computation, Statistical Methods,

and Visualisation

All statistical methods, calculations and visualisation of the data were conducted using

the statistical computing language R [R Core Team, 2015]. The utilisation of script

based programming language, such as R, made it possible to solve highly complicated

and tedious calculations efficiently. The large number of packages available for R made it

a powerful tool for advanced statistical analysis and visualisation.

3.6.1 The Wilcoxon rank-sum test

In Paper I comparison of P fractions from grab samples and the DGTs was done by

using the Wilcoxon rank-sum statistical test (also known as the Mann-Whitney U test).

The test is a nonparametric test for the null hypothesis of two sample groups originating

from the same population. The main advantage of the Wilcoxon test is its efficiency

and robustness in comparing populations, which are not necessarily normally distributed

and vary in the number of observations, i.e. non-paired test. Since the DGTs are TWA

measurements and the grab samples are momentary measurements, the two sampling

methods cannot be paired and have skewed distributions.

The Wilcoxon rank-sum statistical test was also used in reverse, in which DGT diffu-

sion coefficients (DDGT) for the LMWOP were calibrated by comparing the grab sample

DOP concentrations with the DGT-LMWOP concentrations for different DDGT, in search

of the“best match”/“best fit”.
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3.6.2 Multivariate Statistics

In Paper II multivariate statistical analysis techniques principal component analysis

(PCA), corrgrams, and hierarchical clustering on principal components (HCPC) were

used to compare the physicochemical properties of the reference DOM samples with FA

and HA EEM peaks (Sec. 3.3 and 3.5.4).

PCA is a multivariate statistical technique used to correlate multiple variables with

each other while at the same time reducing the dimensionality, thereby making a simplified

visualisation of the relationship between variables.

Many of the physicochemical properties, in this study, are assessed from nuclear mag-

netic resonance (NMR) and Fourier transform infrared (FTIR) spectroscopy. Regions of

the spectra are related to chemical bonds / functional groups. However, due to much over-

lap between the spectra regions and the chemical properties, visualisation by corrgrams

are mainly used to identify which spectra regions can be combined to reduce the number

of variables.

Finally HCPC is used to cluster the DOM samples with similar physicochemical prop-

erties and determine what physicochemical properties makes the clusters unique from

each other.

Overall these multivariate statistical analysis techniques help in the assessment of

identifying the physicochemical transformations of DOM with photo- and biodegradation.

3.6.3 PHREEQC

Both Paper II and III use the software PHREEQC for chemical speciation analysis.

PHREEQC is a computer program developed for geochemical studies with particular focus

on groundwater chemistry. The software uses different databases, with thermodynamic

data for chemical reactions, in order to calculate the distribution of species in solutions

[Parkhurst and Appelo, 2013].

In Paper II the software was used to theoretically assess the speciation and precipi-

tation of Al and Fe with changing pH due to DOM photodegradation. In Paper III the

software was used far more extensively, calculating the chemical speciation distribution

and precipitation for the mixing of forest and agricultural water at different ratios, both

for 2015 and 1980’s conditions. Additionally in Paper III the highly complex Humic

Ion-Binding Model VII, developed by Tipping et al. [2011], was incorporated into the

PHREEQC Minteq (version.4) thermodynamic database in order to calculate the binding

of metal ions to humic and fulvic acid. In Paper II the humic ion-binding model is

not as advanced, and uses a simplified thermodynamic database by Ball and Nordstrom

[1991], in which humic and fulvic acid perform bidentate metal ion-binding based on

thermodynamic data for oxalic acid.
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4 Results and Discussions

4.1 Passive Sampling of P fractions with

Diffusive Gradients in Thin films (Paper I)

The major findings of Paper I showed that DGTs are suitable for passively sampling

both DRP and LMWOP, and thus two bioavailable P fractions. The study indicated that

�25% of the DOP collected by the DGT, is likely to be HMWOP. Despite the fact that

the two largest fractions of DOP in situ are found to be associate with molecular weight

(Mw) <1000 and >10000 Da [Ged and Boyer, 2013], DGT uptake, i.e DDGT, declines with

increasing molecular size. This is because the free diffusion coefficient in water (DH2O)

and membrane resistance from the APA diffusive gel, decreases and increases, respectively,

with molecular size (Fig. 14).

The models tested to determine DDGT for LMWOP molecules from molecular size and

mass are still in their infancy and require more experimental data for further development.

The development of these models could prove very useful in the future, should there be a

need to determine the concentration of specific LMWOP molecule.

The application of the DGTs in the field study for streams provided a fairly good

match between P fractions for the DGT and the grab samples (The Wilcoxon rank-sum

test found no significant difference; p > 0.05). DDGT of AMP and IP6 seem to be good

estimates for the maximum and minimum DDGT range, since the DOP concentration

from the grab samples fall between the determined upper and lower estimated DGT-

LMWOP concentration. However, upper and lower LMWOP concentration estimates are

impractical. Especially the upper limit, as the LMWOP fraction concentration cannot be

higher than the DOP concentration. For this reason, a practical compromise was found

by determining a “best fit” DDGT for each study site that results in the least significant

difference between the DGT and grab samples. By sweeping through different DDGT a

maximum p-value can be found (Fig. 15).
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Figure 15: Wilcoxon-rank-sum sweep test: By changing DDGT for the LMWOP/DOP fraction,
the“best fit” between the DGT and grab sample DOP concentration can be determined.

The DGT lake study at Grepperødfjorden provided insight into lake P cycling, not

easily achieved, or overlooked, by grab sampling techniques. The DGTs suggested that

the highest concentration of LMWOP/DOP and DRP are found near the surface. The

DGT-DRP was so high it closely matches the concentration found for the stream from the

mixed catchment (Table 3). It was postulated in Paper I, that this may be indication

of photodegradation of DOP (i.e fragmentation of HMWOP into LMWOP and DRP)

and/or phytoplankton death due to damaging UV radiation. In the forest stream more

LMWOP can be found than DRP. Considering that there has been a doubling in the

concentration of DOM over the last 30 years, could also mean that there has been an

equivalent increase in LMWOP. This may have had a significant impact on P cycling,

resulting in more eutrophication.
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Table 3: Summary of P fraction concentrations from DGT field study.

Sampling Site Stat.
DRP-water DRP-DGT DOP-water LMWOP-DGT

(µg P L−1) (µg P L−1) (µg P L−1) (µg P L−1)

Forest
mean 3.2 2.1 6.1 ≥2.7

median 1.7 2.0 4.6 ≥2.6

Mixed
mean 12.3 14.4 8.1 ≥4.0

median 9.0 13.5 7.4 ≥2.8

Agriculture
mean 79.1 48.6 14.9 ≥11.5

median 68.8 44.7 13.1 ≥10.8

Lake (∼0 m )
mean - 11.4 - ≥3.2

median - 7.7 - ≥3.2

Lake (2.5 m)
mean 13.2 2.8 1.9 ≥1.8

median - 2.0 - ≥1.5

Lake (3.75 m)
mean - 1.8 - ≥1.4

median - 2.1 - ≥1.3

Lake sediment (∼4 m)
mean - 6.9 - ≥2.8

median - - - -

4.2 Photo- and Biodegradation of

Dissolved Organic Matter (Paper II)

After 20 hours of irradiating the samples with DOM, as much as 26% of the DOC was

photo-mineralised. Furthermore, the photodegradation greatly enhanced the biodegrad-

ability of the remaining DOM, which enhanced the overall mineralisation rate. Irradiating

the samples from 0 to 20 hours, resulted in a change from 3 to 39% bio-mineralisation of

the remaining DOC, respectively. It is evident from the experiments that there is a syn-

ergistic effect between photo- and biodegradation, in which they together play a crucial

role on the DOM mineralisation rates.

Analysis of the simultaneous changes in UV-Vis absorbency and DOC suggested there

are fluctuations in the photodegradation rates of DOM singular and double bonds. This

seems to be linked to fluctuations in direct and indirect (radicals) photodegradation. The

photochemical reactions additionally caused the rise in pH. UV-Vis absorbency spec-

tra analysis and theoretical speciation calculation with PHREEQC indicate that this

resulted in the production of colloidal Fe(OH)3 and Al(OH)3. It can therefore be postu-

lated whether DOM photodegradation may have a negative impact on P bioavailability,

considering that Fe(OH)3 and Al(OH)3 are likely to co-precipitate with phosphates.

Fluorescence EEM analysis suggest that FA is a product from the photo- and biodegra-

dation of HA, and possibly other non-humic substances. FA is a product which contin-

uously increases with photo- and biodegradation, which suggests that it is a recalcitrant

fraction resulting from HA degradation. The findings are supported by the statistical PCA
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and HCPC analysis of reference material. However, the results from the multivariate

Figure 16: Conceptual diagram of humic sub-
stance degradation pathways based on findings,
where major and minor pathways are indicated
by the size of the arrows. (Photo = Pho-
todegradation, Bio = Biodegradation, LMWOM
= Low-Molecular-Weight Organic Matter)

analyses also reflect that the nature of

DOM is fairly complex, and that spec-

tral properties to a large degree overlap.

Furthermore, considering that there is in-

creased biodegradability of the remain-

ing DOM after photodegradation, suggests

that in addition to FA production, there is

also a production of fairly labile aliphatic

LWM organic matter (LMWOM) (Fig.

16).

In the natural environment the daily

and seasonal cycles will likely have a sub-

stantial role in regulating the DOM degra-

dation rate. The impact is likely to be

greater in the western basin of Lake Vansjø,

Vanemfjorden, due to the shallow water

depth (average depth of 3.7 m). However,

overall it is difficult to assess the impact

DOM degradation has on eutrophication as

there is no data on P bioavailability in this

paper. However, HS contain N and P, two

elements essential for microbial growth. By

degrading HS, both N and P may become

more bioavailable to phytoplankton. For

bacteria and other heterotrophs, the rise

in DOM over last 30 years, will likely be

contributing to more bioavailable C. An-

other aspect is the decline in light attenu-

ation due to the increasing colour of the

water, brought on by the rise in DOM.

This will likely force the phytoplankton

to move closer to the surface in order to

get enough light, which could put them at

risk of becoming damaged from exposure

to UV. Overall there are a large number of processes occurring together in the lake dur-

ing DOM photo- and biodegradation, which illustrates the complexity of the system as a

whole.
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4.3 Aquatic Speciation Analysis from

Mixing Water (Paper III)

The theoretical and experimental results from the forest and agriculture stream water mix-

ing study, found that there was substantially far less bioavailable P (DRP/orthophosphate)

in the 1980’s than in 2015 due to the environmental impacts of acid rain. The theo-

retical results from PHREEQC mixing indicated that precipitation of Al along with P

(Al1.4PO4(OH)1.2) would have occurred during the 1980’s for a 90%/10% - 35%/65% for-

est / agriculture mix ratio, but not during 2015. At an 80%/20% mix ratio, >50% of the

P was found to be precipitated out as Al1.4PO4(OH)1.2.

The experimental mix results not only confirmed precipitation at that ratio, but found

it to be even greater: Orthophosphate concentrations in the 1980’s were found to be only
1
5

of what it was in 2015.

The SEM images suggest that there is considerable flocculation of humic substanses

for the 1980’s 80%/20% mix, which is resulting in co-precipitation with Al and other PM

(Fig. 17). EDX image correlation confirm that there is a stronger correlation between

P and Al, Fe and Si for 1980’s 80%/20% than any other mix (not including the pure

agriculture solution).

The particular importance of the 80%/20% mix ratio finding is that the land-use

distribution, in the Morsa catchment, is approx. 85% forest and 15% agriculture. It is

therefore highly likely that a similar water mix ratio will be found in Lake Vansjø.
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5 Conclusion

Our research looked into different aspects of DOM and P fraction processes and their

impact on eutrophication at Lake Vansjø in relation to a changing environment over the

last 30-40 years. Paper III clearly shows that acid rain in the 1980’s, which contributed

to considerable Al leaching from forested catchments, is highly likely to have kept the con-

centration of orthophosphate in the lake (and possibly all phosphates including LMWOP),

substantially lower (≈ 1
5
× ) than today. With orthophosphate almost always being the

limiting nutrient for phytoplankton growth (particularly cyanobacteria) [Schindler, 1977],

there should be little doubt that eutrophication was strongly inhibited by the environ-

mental impacts of acid rain. In other words, the reduction in acid rain over the last 30

years, has masked or countered the affects of the abatement action to reduce P runoff to

the lake.

The impact the doubling in DOM concentration has had on eutrophication remains

more uncertain. The findings of Paper II suggest that photodegradation greatly enhances

the biodegradability of DOM. The increase in DOM can therefore cause a shift in the

biodiversity of microbial organisms, increasing the dominance of certain bacteria. This in

turn may result in more nutrients becoming available to phytoplankton, either through

excretion or eventual cell death of the bacteria. The production of radicals from the

DOM photodegradation, creates a high-risk environment for microorganism near the lake

surface. Furthermore, because of the exponential light attenuation downward in the water

column, which is further enhanced by DOM, phytoplankton attempt to get closer to the

surface, where they risk death due to the harmful UV radiation and radials. The increase

in DOM over the last 30 to 40 years, may in fact be shifting the water column microbial

food-web cycle towards the surface. The DGT study at Grepperødfjorden (Paper I)

suggests that this type of cycling may be occurring, as more bioavailable P was found

near the surface of the lake than any other depth. The DGT study also suggests that

there is more LMWOP than orthophosphate in the forested water. If the concentration

of LMWOP has doubled, along with the rest of the DOM, then potentially the forested

areas (≈85% of the catchment) are contributing substantially more bioavailable P to Lake

Vansjø, than they were in the 1980’s.
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S. J. Köhler, D. Kothawala, M. N. Futter, O. Liungman, and L. Tranvik. In-lake processes

offset increased terrestrial inputs of dissolved organic carbon and color to lakes. PloS

one, 8(8):e70598, jan 2013. ISSN 1932-6203. doi: 10.1371/journal.pone.0070598. URL

http://journals.plos.org/plosone/article?id=10.1371/journal.pone.0070598.

S. Kosten, V. L. M. Huszar, E. Bécares, L. S. Costa, E. Donk, L.-A. Hansson, E. Jeppesen,

C. Kruk, G. Lacerot, N. Mazzeo, L. Meester, B. Moss, M. Lürling, T. Nõges, S. Romo,
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Long-term laborious and thus costly monitoring of phosphorus (P) fractions is required in order to provide

reasonable estimates of the levels of bioavailable phosphorus for eutrophication studies. A practical

solution to this problem is the application of passive samplers, known as Diffusive Gradient in Thin films

(DGTs), providing time-average concentrations. DGT, with the phosphate adsorbent Fe-oxide based

binding gel, is capable of collecting both orthophosphate and low molecular weight organic phosphorus

(LMWOP) compounds, such as adenosine monophosphate (AMP) and myo-inositol hexakisphosphate (IP6).

The diffusion coefficient (D) is a key parameter relating the amount of analyte determined from the DGT to

a time averaged ambient concentration. D at 20 �C for AMP and IP6 were experimentally determined to be

2.9 � 10�6 cm2 s�1 and 1.0 � 10�6 cm2 s�1, respectively. Estimations by conceptual models of LMWOP

uptake by DGTs indicated that this fraction constituted more than 75% of the dissolved organic phosphorus

(DOP) accumulated. Since there is no one D for LMWOP, a D range was estimated through assessment of

Dmodels. The models tested for estimating D for a variety of common LMWOPmolecules proved to be still

too uncertain for practical use. The experimentally determined D for AMP and IP6 were therefore used as

upper and lower D, respectively, in order to estimate minimum and maximum ambient concentrations of

LMWOP. Validation of the DGT data was performed by comparing concentrations of P fractions determined

in natural water samples with concentration of P fractions determined using DGT. Stream water draining

three catchments with different land-use (forest, mixed and agriculture) showed clear differences in relative

and absolute concentrations of dissolved reactive phosphorus (DRP) and dissolved organic P (DOP). There

was no significant difference between water sample and DGT DRP (p > 0.05). Moreover, the upper

and lower limit D for LMWOP proved reasonable as water sample determined DOP was found to lie

in-between the limits of DGT LMWOP concentrations, indicating that on average DOP consists mainly

of LMWOP. “Best fit” D was determined for each stream in order to practically use the DGTs for estimating

time average DOP. Applying DGT in a eutrophic lake provided insight into P cycling in the water column.
Environmental impact

It is well known that eutrophication is a continuous growing environmental problem, as the increase in human activity associated with urbanization and
agricultural practices results in nutrient pollution in the aquatic and marine environment from point and non-point sources. However, a less known issue is the
possible impact climate change and acid rain reduction may have on eutrophication in many Nordic countries with marine clay soil becoming phosphorus rich
(due to the rising of land from the sea during the post-glacial period). This paper focuses on the monitoring of dissolved reactive phosphorus (DRP) and
dissolved organic phosphorus (DOP), and especially the DOP subfraction low-molecular-weight organic phosphorus (LMWOP), which are known to be
bioavailable. The method chosen for monitoring is passive sampling by using Diffusive Gradients in Thin-lms (DGTs).
o, Norway. E-mail: c.w.mohr@kjemi.uio.

VA), Oslo, Norway

o, Norway

hemistry 2015
1 Introduction
1.1. The role of background P ux in eutrophication

Deterioration of water resources due to the increased rate of
eutrophication has been a large and increasing environmental
Environ. Sci.: Processes Impacts, 2015, 17, 711–727 | 711
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problem in most parts of the world. The problem is related to
excessive input of nutrients (mainly phosphorus (P) and
nitrogen (N)) from human activities: agriculture, industry, and
sewage disposal. Abatement actions used in order to reduce the
anthropogenic nutrient loading to water bodies have been
shown to counter eutrophication.1,2 However, the progression in
resolving the eutrophication problems is generally very slow,
such as in the lake Vansjø, south-eastern Norway. Despite
numerous and costly abatement actions, such as redirecting
sewage wastewater and reducing the P input from agricultural
sites in the catchment, the water quality remains poor. This has
brought attention to the role of the background ux of P.3 The
main natural transport mechanism of P from forested water-
sheds to surface waters is associated with Dissolved Natural
Organic Matter (DNOM). With 85% of the Vansjø catchment
being forested, and approx. 90% of the land being below the
marine limit, it is found that this background ux accounts for
39% of the total P ux to the lake.4 The contribution of P to
DNOM is thus a considerable portion of the total P ux to the
lake. Moreover, the concentrations of DNOM in streams have
increased signicantly in the southern parts of the Nordic
countries since the 1980's.5–7 It is hypothesized that this has
caused an increased ux of P bound to the DNOM, and that this
partly compensates for the decreased anthropogenic P loading –
thereby disguising the effect of abatement actions.3 It is
furthermore likely that a considerable fraction of the P associ-
ated with DNOM is bioavailable low-molecular-weight (molec-
ular weight <1 kDa)8 organic phosphorus (LMWOP)
compounds. Nucleic acid derivatives, phospholipids, sugar
phosphates and inositol polyphosphates are all bioavailable
LMWOP species commonly found in the soil and water.9–16 The
concentrations of these molecules, as well as the inorganic
orthophosphate species, uctuate, but are generally held low
even in eutrophic freshwaters. This is due to rapid xation by
algae and other microorganisms as well as precipitation/co-
precipitation with aluminium, iron, calcium and manganese.
The uctuating and very low concentrations of these
compounds present major challenges in the monitoring of the
bioavailable P fraction by standard methods.
1.2. Diffusive gradients in thin lms

The use of Diffusive Gradient in Thin lms (DGTs), a passive
sampler based on diffusive uptake, represents a major break-
through in environmental water-chemistry monitoring for a
number of chemical species commonly present in concentra-
tions close to the limit of detection. The DGTs' ability to accu-
mulate specic chemical species linearly over time (within
limits) makes it possible to determine the time average
concentrations of specic species. Furthermore, because DGTs
accumulate the analyte, even species with concentrations near
the detection limit can be determined with good precision and
accuracy.17

The DGTs' linear uptake of an analyte is based on Fick's law
for steady-state diffusion in dilute solutions.18 The diffusion ux
(J) over the permeable thin-lm membrane of the DGT
is dependent on the area of cross-section (A), the diffusion
712 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
coefficient (D) and the concentration gradients across
the membrane and diffusive boundary layer combined (dc/dx)
(eqn (1)).

J ¼ �AD
dc

dx
(1)

The analyte that has diffused across the membrane is rapidly
and completely bound to the binding gel. The concentration of
dissolved analyte in the binding gel is thus practically zero,
simplifying the ux equation (eqn (2)).

J ¼ m

t
¼ AD

c

x
(2)

in which m is the accumulated mass on the binding gel over a
period of time (t), c can be simplied to the ambient solute
concentration outside the membrane and x is the thickness of
themembrane and thediffusiveboundary layer combined.17This
equation implies that the linear slope of m as a function of time
will be linearly proportional to the ambient concentration (c).

DGTs tted with Fe-oxide binding gel have been shown to
adsorb phosphate, arsenate and selenate.19,20 The strong affinity
of Fe-oxide for phosphate makes it a suitable adsorbent also for
many LMWOP compounds. Fe-oxide binding gel has been
tested in regards to some organic and condensed phosphates
that are commonly encountered in the aquatic environment.21

These ndings are strongly supported by a review of organic P
sorption studies by Celi and Barberis.22 In this study LMWOP
compounds were shown to adsorb to ferric oxide surfaces in the
soil. Moreover, the sorption properties were linked to the
phosphate functional group. Similar sorption–desorption
properties were found to be common with the well-studied
orthophosphate.

OtherDGTphosphate binding gelmaterials, such as titanium
dioxide23 and amorphous zirconiumoxide,24have been assessed.
Both produced promising results regarding dissolved reactive
phosphorus (DRP) in terms of sorption capacity and binding gel
stability over time. Zirconium oxide has also been shown to
adsorb LMWOP.25 It is therefore likely that titanium dioxide also
adsorbs LMWOP, due to its similar properties to zirconiumoxide
in binding to orthophosphate. However, a minimum elution
strength of 1 M NaOH is required in order to efficiently extract
phosphate from both titanium dioxide and zirconium oxide.23,24

In the case of zirconium oxide this has been shown to increase
the risk of hydrolysis for some P compounds.25 In this study only
the Fe-oxide binding gel has been studied, based on its well-
established record as a phosphate adsorbent and commercial
availability (DGT Research Ltd).

Employing DGTs to sample LMWOP is not novel in itself, as
both Moorlegham et al.21 and Sun et al.25 have studied the
adsorption of LMWOP by the DGTs. However, the question how
to use the amount of analyte determined from the DGTs to
predict the ambient concentration of LMWOP is yet unresolved.
In the study by Dougherth et al.26 it was shown that total dis-
solved phosphorus (TDP) runoff from peat soil could be
empirically estimated from time average measured DRP in soil
pore water using soil deployment DGT with Fe-oxide binding
gel. However the application of this study in a real world
This journal is © The Royal Society of Chemistry 2015
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scenario is limited to risk assessment of runoff from peat soil,
and not actual monitoring of water bodies for a variety of land-
use. Furthermore in the study only an inorganic fertilizer was
applied to the peat soil, which makes it highly likely that the
relationship found between TDP in the runoff and DRP from the
DGTs is actually fundamentally a relationship between DRP in
the runoff and DRP from the DGTs, since TDP in this case is
likely approx. equal to DRP. This is not always the case, since
different land-uses will have different DRP to dissolved organic
P (DOP ¼ TDP � DRP) ratios as will be presented in the eld
studies in Chapter. 4.7.

Operationally dened, LMWOP is the fraction of organic
molecules containing P that are small enough to diffuse
through the APA-gel of the DGT and accumulate in the Fe-oxide
binding gel. LMWOP is operationally determined as the differ-
ence between the TDP and the DRP, based on the amounts
extracted from the DGT binding gels, see Chapter 2.4. The
average ambient concentration of a phosphorus species (c) is
calculated by solving eqn (2) in regards to c (eqn (3)), using the D
determined for the specic molecular compound.

c ¼ mx

tDA
(3)

LMWOP constitutes a continuum of a poorly dened group
of compounds that exhibit large spatial variation.11 This repre-
sents a challenge when converting the amount of LMWOP
measured in the binding gel to the ambient concentration of the
LMWOP fraction. A single diffusion coefficient for the LMWOP
fraction cannot be applied since diffusion coefficients are
species specic. A more accurate perspective would be to view
the concentration of LMWOP (cLMWOP) as the sum of the
concentration of the individual LMWOP species (ci; eqn (4)).

cLMWOP ¼
Xn

i¼1

ci ¼
Xn

i¼1

mix

tDiA
(4)

where mi and Di are the accumulated amount in the DGT
binding gel and diffusion coefficient of the individual LMWOP
species (i), respectively. The problem is that this is not practi-
cally possible since the specic distribution of LMWOP species
in the gel and most of their Di are unknown. In this study the
suggested and applied approach for assessing cLMWOP is instead
to rst estimate the possible range of LMWOP concentrations.
This is achieved by estimating the upper and lower diffusion
coefficient values for the LMWOP molecules in water. The
estimated range is compared with the measured concentration
of DOP fraction in the water samples. This comparison is based
on the assumption that high molecular weight DNOM (>1 kDa;
such as much of humic substances (HS)) contributes minimally
to the overall amount of DOP accumulated by the DGT. This
assumption, which is based on that compounds with a large
molecular size will not pass through the DGT membrane, is
assessed and found valid in this study through eld measure-
ments and experimentally and theoretically determined DGT
diffusion coefficients.

Using a LMWOP D range is to some degree impractical for
the application of monitoring water bodies by DGT, as it only
This journal is © The Royal Society of Chemistry 2015
results in giving a possible LMWOP concentration range.
However for the sake of practicality it is possible to estimate a
“best t” D for the entire DOP fraction by testing different D
values until the bulk temporal distribution of monitored DGT
LMWOP matches the bulk temporal distribution of monitored
water sample DOP. This makes it possible to “tailor” the
LMWOP D for a specic water body, i.e. a form of calibrating the
D for time average determination of DOP. In this study the
Wilcoxon rank-sum statistical test was used to search for a “best
t” D. The test was also used for the validation of DGT DRP data,
discussed in depth in Chapter 4.7.
2 Materials and methods

All DGTs used in this study were solution deployment style
DGTs purchased fromDGT Research Ltd. Each unit consisted of
a piston-cap with a 2.0 cm diameter sampling window tted
with 0.12 mm thick cellulose nitrate membranes and 0.8 mm
thick agarose polyacrylamide (APA) diffusive gel situated over
the Fe-oxide binding gel.17 All data were processed using R
statistical soware.27
2.1. Experimental determination of the range of LMWOP
diffusion coefficients

Adenosinemonophosphate (AMP)and inositolhexakisphosphate
(IP6; or phytic acid) were selected as model compounds since the
sizes of these two compounds spanmost of the molecular weight
range of LMWOP. Moreover, they represent nucleoside poly-
phosphates and inositol polyphosphates, two LMWOP
compounds commonly encountered in the environment.11

The diffusion coefficients (D) for these model compounds
were experimentally determined by placing the DGTs in a 40–45
L solution containing the model compounds. The DGTs were
mounted on 3 central rotating disks in the container and
submerged face down into the solution. The rotor was set to a
xed rotating speed of 6 rpm (equivalent speed of 5–10 cm s�1

depending on the mounting distance from the center point) to
ensure a low laminar diffusive boundary layer (<0.1 mm) during
the experiments.28

The DGTs were collected from the AMP solution over a
period of 19 days at intervals of approx. 2 days (2 replicates). The
sampling scheme for the DGTs in the IP6 solution was daily
samples for 8 days (1 replicate). Aliquots of 30 mL test solution
were sampled along with the DGTs for determining the
concentration of P fractions in the test solution. Temperature
was measured during DGT and test solution sample collection
and was shown to remain relatively constant (22.4 � 0.6 and
23.6 � 0.5 �C for the AMP and IP6 solution respectively).
Collected DGTs and water samples were refrigerated at 4 �C and
kept in the dark until extraction and analysis of P fractions.
Non-exposed DGTs were used as DGT blanks for background
correction and determination of the limit of detection (n ¼ 4).

The 45 L test solution containing 25 mg P/L AMP was
prepared by dissolving disodium adenosine-50-monophosphate
salt (C10H12N5Na2O7P, brand: Merck, purity: $99%) in deion-
ized water. In order to match natural water pH and ionic
Environ. Sci.: Processes Impacts, 2015, 17, 711–727 | 713
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Fig. 1 P fractionation scheme for water samples.
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strength (IS), the pH was adjusted to 5.0 by adding 0.1 M
ammonium acetate (CH3COONH4) and IS was increased by
adding NaCl to a nal concentration of 1 mM.

In a similar manner the 40 L test solution containing 32 mg
P/L IP6 was prepared by dissolving phytic acid dipotassium salt
(C6H16O24P6K2, brand: Sigma-Aldrich, purity: $95%) in deion-
ized water. The pH in the tank was buffered to 5.5 by adding 1M
sodium acetate/acetic acid buffer (CH3COO

�/CH3COOH). The
IS was increased by adding NaCl to a nal concentration of
1 mM. Both solutions were le to stabilize for 24 h prior to the
experiment.

2.2. Monitoring of P fractions in stream and lake water with
DGTs

The concentration of dissolved reactive phosphorus (DRP; i.e.
mainly orthophosphate) and LMWOP in streams was measured
using DGTs. The DGTs were placed in three 1st order streams
draining catchments which differ in land-use; Dalen is a boreal
forested catchment (Forest), Huggenes is a mixed catchment
(Mixed), comprised of approx. 32% forest, 59% agriculture and
9% other land-use, while Støa is an agricultural catchment (Agri-
cultural).29 The streams drain into the eutrophic western basin of
Vansjø, a lake located south of Oslo, Norway. The concentrations
of P fractions in the stream water were monitored as a part of the
Eutropia research project.3 The streams were therefore known to
differ in the level and composition of P fractions. All DGTs were
deployed in the streams for 1 to 2 week intervals over a period of
approx. 3 months from June to September, 2011. Water temper-
ature was measured at the time of deployment and collection to
correct diffusion coefficients for temperature differences. Water
samples for the determination of P fractions were collected along
with the deployment and collection of DGTs, and occasionally
more frequently during increased runoff periods. Evaluation of
compliance between the DGT measured DRP and grab sample
DRP was performed using the Wilcoxon rank-sum test.

A practical performance study using DGTs was performed in
Grepperødorden, a shallow sub-basin of lake Vansjø. DGTs were
placed at depths�0m (i.e. just below the surface), 2.5 m, 3.75 m
and in the sediment at �4 m (DGT window faced down into the
sediment under buoy anchor). The DGTs were deployed in
replicates of 3 at each depth, except in the sediment in which
only a single DGT was used. All DGTs placed in the lake water
were tted with a nylon net mesh coated with an antifouling
agent (Seajet 034 spray, Sola Shipping AS) situated a few mm
from the DGT window. The purpose of the net was to reduce
algae growth on the DGT window. The DGTs were placed in the
lake for 13 days during mid-August, 2012. Water samples at 2.5
m depth were collected and water temperature proles were
measured during deployment and collection of the DGTs.
Differences in P fractionation between depths were analyzed by
one-way ANOVAs on log-transformed variables. Log-trans-
formation was necessary to stabilize variances.

2.3. Elution of P from the DGT binding gel

DGTsweredissembled and theFe-oxidebinding gelswereplaced
in polypropylene tubes. 0.7mL deionized water was added to the
714 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
tube, followed by 0.3 mL of 4 M H2SO4, giving an initial
concentration of 1.2MH2SO4. The binding gels were le for 24 h
ensuring a complete dissolution of the Fe-oxides in the binding
gel. Thenal acid concentrationwas adjusted to 0.04MH2SO4by
dilution with deionized water, matching the acid concentration
of the standards used for the phosphate determination.
2.4. Phosphorus fractionation and analysis

The two P fractions, Total Dissolved P (TDP) and Dissolved
Reactive P (DRP), were determined in the water samples by
combining potassium peroxodisulfate (K2S2O8) digestion30 and
non-digestion of ltered (0.7 mm Whatman® glass microber
lters, Grade GF/F) samples as pre-treatment steps prior to the
determination of DRP by the molybdate blue method (MBM)31

(see Fig. 1). 0.7 mm Whatman® glass microber lters (Grade
GF/F) were employed as this was required for the concurrent
monitoring within the Eutropia research project for studying
the characteristics of particulate matter. TDP and DRP fractions
in the DGT extracts were analyzed in a similar manner, though
without the ltration step. Still, only dissolved P compounds are
sampled by DGTs as only molecules smaller than 5–10 nm pass
through the APA diffusive gel of the DGTs. Discrepancies are
expected between TDP determined in the water samples and
DGTs due to the smaller pore-sizes of the DGT membranes (700
nm versus 5–10 nm), causing size exclusion of the fraction of
large dissolved molecules by the DGT.

MBM is considered a wet chemical selective method for the
determination of orthophosphate. However studies have shown
that the reagents added in the MBM method alter the natural
equilibrium in the water sample, resulting in an overestimation
of the orthophosphate.32 It is nevertheless assumed here that
the DRP fraction is approximately equal to the free aqueous
orthophosphate concentration in solution.

The concentrations of TDP and DRP in the water and
DGT samples were determined using a customized
This journal is © The Royal Society of Chemistry 2015
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continuous ow auto-analyzer (SKALAR San++ Automated Wet
Chemistry Analyser), with online digestion prior to analysis of
TDP. pH was measured and dissolved organic carbon (DOC)
was determined in all water samples. DOC was determined
using a Shimadzu TOC-5000A total organic carbon analyzer
aer 0.7 mm ltration. pH measurements were used to
determine the protonated distribution of orthophosphates,
and correct the orthophosphate diffusion coefficients for this
distribution.
Table 1 Molecular weight and P content of commonly found organic
P compounds and fractionsa

Substance M (Da) P content (w/w%) P/C mass ratio

G6P 260 12 0.431
AMP 347 9 0.258
ATP 507 18 0.775
DLPA 536 5.8 0.095
IP6 660 28 2.584
FA (average) 500–2800b �0.004c �7.6 � 10�5c

HA (average) 1300–6500b �0.013c �2.5 � 10�4c

a ATP, adenosine tri-phosphate; G6P, glucose 6-phosphate; DLPA, 1,2-
dilauroylphosphatidic acid. b Perdue and Ritchie.37 c IHSS: Suwannee
River FA and HA fractions.44
3 Modelling
3.1. Relating range in size, mass and charge of P fractions to
DGT diffusion coefficients

The Stokes–Einstein equation (eqn (5a)) can be used to theo-
retically predict diffusion coefficients of organic molecules in
liquid media:

D ¼ kBT

f
(5a)

where f is the friction coefficient, T the temperature and kB is
Boltzmann's constant. The Stokes–Einstein equation simplies
the diffusion process by treating the organic molecules as
spherical particles moving at a constant velocity. The f for
a spherical particle can be calculated by Stokes' relationship
(eqn (5b)):

f ¼ 6phr0 (5b)

where h is the viscosity of the media/solvent and r0 is the solute
radius of the spherical particle.18,33 The problem when using the
Stokes–Einstein equation is that there is no simple way to
determine the solute size of a molecule based on its chemical
structure. Major shortcomings are that molecules are generally
not spherical and they interact with each other, the solvent and
other solutes. These factors which affect the diffusion coeffi-
cient are not accounted for in the calculation of the friction
coefficient. Molecular interactions are especially important for
charged molecules in polar solvents. DNOM has a net negative
charge at the pH range of natural waters due to the large
number of weak acid functional groups. This is especially the
case with LMWOP, due to the negatively charged phosphate
group. This net negative charge of LMWOP molecules produces
a hydration sphere, thereby increasing the solvent radius.33 IP6,
with 6 phosphate groups, may carry a charge ranging from 0 to
�12 depending on the pH. Within the pH range of 5–7,
commonly found in natural water, IP6 speciation is dominated
by species charged in the range of �6 to �8, with overlapping
distribution.34 The pH is therefore likely to be highly inuential
on the solute radius of IP6, but also, to a varying degree, for all
LMWOP molecules. However, with sophisticated molecular
geometry computational models it is possible to estimate the
solvent accessible surface area (SASA).35,36 Assuming a spherical
surface area it is then possible to calculate a solute radius (r0)
(eqn (6)) that can be used in eqn (5) to calculate the diffusion
coefficient.
This journal is © The Royal Society of Chemistry 2015
r0 ¼
ffiffiffiffiffiffiffiffiffiffiffiffiffi
SASA

4p

2

r
(6)

This theoretical approach is explored in order to estimate the
D for a number of LMWOP molecules lacking experimentally
derived D, and thereby help assess the upper and lower diffu-
sion coefficient values for the LMWOP molecules.
3.2. Assessing humic substance uptake by DGT

The main DNOM fraction in water is humic substances (HS),
constituting approx. 60% of the total organic carbon (TOC) in
freshwater.37 The molecular size of HS are generally on average
larger than the low molecular weight (LMW) compounds,38

comprising LMWOP, and thereby considered as a high molec-
ular weight fraction (HMW). HS are also assumed to contain P,
though themass percentage of P inHS is relatively low compared
to LMWOP compounds (e.g. nucleoside phosphates, inositol
phosphates, some phospholipids, etc., see Table 1). Still, the
abundance of HS implies that this fraction constitutes not only a
signicant amount of the high molecular weight organic P
(HMWOP), but also the total DOP in surface waters. It is there-
fore necessary to assess to what degree HS may be adsorbed by
the DGTs. Depending on the size, some of the HSmay be able to
pass through the APA membrane owing to the molecular cut-off
of 5–10 nm.39 If successful in passing the membrane they are
assumed to be efficiently adsorbed by the Fe-oxide binding gel,
as HS and phosphate strongly compete for adsorption sites on
Fe-oxide.40 A theoretical solute radius for HS cannot be deter-
mined using eqn (6) as there is no specic chemical structure.
Therefore, it is not possible to determine a theoretical diffusion
coefficient for the HS using the Stokes–Einstein equation (eqn
(5)). The diffusion coefficient can instead be semi-empirically
estimated using eqn (7), developed by Buffle,41 providing a
relationship between molecular weight (M) and D in water at
20 �C (eqn (7)).42 The coefficient in this equation is based on a
study of a number of organic molecules in the molecular weight
range of 200–105 Da. The friction coefficient, f/f0, is ideally
equal to one, however it has been shown to increase with
molecular size. For HS a friction coefficient of 1.16 was found to
Environ. Sci.: Processes Impacts, 2015, 17, 711–727 | 715
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Fig. 2 Probability density plot of the molecular weight distribution of
FA and HA calculated from a log-normal model (eqn (9)) based on the

37
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give the best t,43 and has thus been used in this study for the
calculation of diffusion coefficients for HS.

D ¼
f0

f
3:3� 10�5

ffiffiffiffiffiffi
M3

p (7)

HS in freshwater consists of mainly fulvic acids (FA) and
humic acids (HA). Their number- and weight-average molecular
weights (Mn and Mw respectively) given in the literature vary
greatly, mainly due to variations in sampling sites and the
operationally dened analytical techniques used for their
determination. In a comprehensive review by Perdue and
Ritchie37 the combined range of Mn and Mw for FA and HA was
found to range from approx. 500 to 2800 and 1300 to 6500 Da,
respectively.

The smaller molecular weight FA fraction will have a higher
diffusion coefficient, and can therefore accumulate at a higher
rate than the larger molecular weight HA fractions. It is there-
fore necessary to assess both the ambient concentration of both
FA and HA bound P and the molecular weight distribution of
these two humic fractions in order to calculate the total amount
of accumulated HS bound P.

The concentrations of FA and HA bound P (cFA-P and cHA-P)
are calculated using eqn (8a) and (8b), based on dissolved
organic carbon (DOC) concentration in the collected water
samples, weighted by the relative fractions of HA and FA (fFA-C ¼
46 and fHA-C ¼ 13% from Perdue and Ritchie37) and their P to C
ratio (P/C) for FA and HA (Table 1).

cFA-P ¼ DOC � fFA-C � P/C (8a)

cHA-P ¼ DOC � fHA-C � P/C (8b)

It has been shown that the molecular weight distributions of
FA follows a log-normal distribution. A log-normal Gaussian
distribution of the molecular weight can be calculated only if
Mn and Mw

45 are known (eqn (9a)):

fi ¼ 1

s
ffiffiffiffiffiffi
2p

p e
�
�
log

Mg

Mi

�2.
2s2

(9a)

where fi is the molar frequency of the ith molecular weight
fraction, Mi. s and Mg are calculated according to eqn (9b) and
(9c):

s ¼
ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
log

Mw

Mn

�
2:303

s
(9b)

Mg ¼ Mn

ffiffiffiffiffiffiffi
Mn

pffiffiffiffiffiffiffiffi
Mw

p (9c)

Due to the polydisperse nature of HS it is presumed that HA,
like FA, also follows a log-normal distribution. On the basis of
this assumption themolecular weight distribution of freshwater
FA andHA can be calculated by taking themeanMn andMw for a
number of observations derived from different analytical
716 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
methods (vapour pressure osmometry (VPO), cryoscopy (CRY),
size exclusion chromatography (SEC), UV scanning ultracentri-
fugation (UV-UCGN) andoweld-ow fractionation (FFF)) from
the review paper of Perdue and Ritchie.37 The mean Mn and Mw

are weighted for the number of observations for each analytical
method. A probability density plot for the molecular weight is
then created based on the determined molar frequency (Fig. 2).

Using the probability density data the probability of every
molecular weight fraction, p(xi), from 100 to 10 000 Da can be
calculated for both FA and HA by multiplying p(xi) with the
calculated concentration of FA and HA bound P (cFA-P and cHA-P,
respectively), with the assumption that the P content in FA and
HA is constant for the molecular weight distribution within
each fraction (eqn (10a) and (10b)).

FA-Pi ¼ p(xi) � cHA-P (10a)

HA-Pi ¼ p(xi) � cHA-P (10b)

The total ux of FA-P and HA-P across the DGT membrane is
then calculated using eqn (11):

Xn

i¼1

mi

t
¼

Xn

i¼1

ADi

ci

x
(11)

where ci and Di are the P concentration and diffusion coeffi-
cient, respectively, of the ith molecular weight fraction. Di is
calculated using Buffle's equation (eqn (7)) for the mean
molecular weight of the ith fraction, followed by the DGT APA
membrane retention correction (eqn (17)) and then tempera-
ture correction (eqn (14)). ci is FA-Pi and HA-Pi calculated from
eqn (10a) and (10b). The total ux of FA and HA is the summed

accumulated mass
�Xn

i

mi

�
of each molecular weight fraction

divided by time (t).
3.3. Accounting for diffusion retention by the DGT APA
membrane

Zhang et al.20 measured a 29% lower diffusion coefficient (D) for
H2PO4

� using DGT compared to Dmeasured in water. This was
mean Mn and Mw data from Perdue and Ritchie.

This journal is © The Royal Society of Chemistry 2015
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explained by phosphate retention due to positively charged sites
on the APA diffusive gel.20 Similar reduced diffusion in DGTs is
thus likely to be a factor for all negatively charged compounds.
Furthermore, as the molecular size increases there is likely to be
an increase in friction as themolecular size approaches the pore
size (5–10 nm) of the APA membrane. It is therefore important
that the free-diffusion in water, as calculated by the Stokes–
Einstein (eqn (5)) or Buffle's equation (eqn (7)), is corrected for
the reduced diffusion caused by the APA membrane. Three
empirical regression t models, y ¼ ax + b, y ¼ axb and

y ¼ ax2

1þ bx
, were tested on experimentally determined free and

DGT restricted D in order to assess the best model for D
correction.
Fig. 3 DGT uptake of AMP and IP6 with time.
3.4. Theoretical determination of diffusion coefficients for
LMWOP molecules

The molecular composition of the LMWOP fraction (Mw < 1
kDa) in any specic surface water is generally unknown as it
varies in time and space. A single averaged diffusion coefficient
can therefore not be theoretically calculated or directly derived
from experimental data for the LMWOP fraction. Instead the
adopted approach is to determine the upper and lower diffusion
coefficients, covering the range of LMWOP compounds expec-
ted to be encountered in surface waters. As introduced in
Chapter 1.1 the most dominant group of LMWOP compounds
are nucleic acids, phospholipids, sugar phosphates and inositol
polyphosphates. Some of the most common as well as most
studied LMWOP compounds in soil and water are presented in
Table 1.11 The exception is DLPA (1,2-dilauroylphosphatidic
acid), which only serves as a representative of a small phos-
pholipid, of which there are numerous varieties.

Three conceptually based models were used for theoretically
estimating the upper and lower diffusion coefficients:

� Buffle's model: estimation by Buffle's semi-empirical
equation (eqn (7)), where molecular weight is the only variable
and the friction coefficient (f/f0) is set by default to 1.

� ChemAxon-Stokes–Einstein model: estimation using
the Stokes–Einstein equation (eqn (5)), based on the friction
coefficient (f) achieved using the solute radius (r0), which was
based on the computational model for determining SASA from
the chemical structure, pH and the radius of the solute water
molecule (radius ¼ 1.4 Å). pH was used to calculate the domi-
nant molecular species. SASA was calculated at pH 5 since the
pH in the experimental determination of diffusion coefficients
for AMP and IP6 was 5.0 and 5.5, respectively (Chapter 2.1).

� ChemAxon-Wilke–Chang model: estimation by the
Wilke–Chang correlation46 (eqn (12a)):

D ¼ 7:4 � 10�8 ðfMÞ1=2T
hV 0:6

(12a)

whereD is the diffusion coefficient, f is the association parameter
(2.6 for water),M is themolecular mass of the solvent molecule in
Daltons (18 Da for water), T is the temperature in Kelvin, h is the
viscosity in centipoise (1 centipoise¼ 10 kg m�1 s�1) and V is the
molecular volume given in cm3 mol�1. SASA is used to calculate
This journal is © The Royal Society of Chemistry 2015
the molecular radius (eqn (6)) used for estimating the assumed
spherical volume (eqn (12b)):

V ¼ 4pr0
3N/3 (12b)

where N is Avogadro's constant.
Evaluation of the three models was done by comparing the

modelled D of AMP and IP6 with the experimentally derived D.
4 Results and discussion
4.1. Experimental determination of diffusion coefficients

In Fig. 3 the accumulated amounts of TDP and DRP by DGTs are
plotted against their deployment time in the test solutions.

The results presented in Fig. 3 show a clear linear uptake of
AMP and IP6 with time, where all TDP measurements are
above LOD (1.7 mg P L�1). Based on correlation slopes the uptake
rates for AMP and IP6 were found to be 182� 2.7 ng P day�1 (p <
10�11) and 150 � 7.0 ng P day�1 (p < 10�6), respectively.

In theAMPexperiment theamountofDRP found in theextract
remainedbelowLOD(1.2mgPL�1),withnoclear increasing trend
with time (0.15 � 0.27 ng P day�1, p ¼ 0.58). This indicates that
there was negligible or no AMP degradation in the tank or when
bound to the DGT binding gel, or during the extraction step. The
IP6 experiment, on the other hand, showed a slight indication of
an increase inDRP concentrationwith time (3.0� 1.5, p¼ 0.086).
This may be due to degradation. However, this is conceptually
unlikely since IP6 had a shorter experiment time than AMP. A
possible explanationmay instead lie in the relatively lower purity
of the IP6 chemical reagent compared to the AMP chemical
reagent ($95% vs.$99% purity, respectively). Nevertheless DRP
measurements for IP6 experiment were below LOD.

Uptake ux rates for the two experiments cannot be directly
compared due to different concentrations of analyte and
temperatures. In order to compare the uptake of AMP with IP6
the diffusion coefficient (D) for each TDP measurement pre-
sented in Fig. 3 must therefore rst be calculated by eqn (13),
derived by rearranging eqn (3).

D ¼ mx

tcA
(13)

Moreover, the concentration of analytes (measured as TDP)
in the tanks decreased over time during both experiments.
Environ. Sci.: Processes Impacts, 2015, 17, 711–727 | 717

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
http://dx.doi.org/10.1039/c4em00688g


Environmental Science: Processes & Impacts Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

5 
M

ar
ch

 2
01

5.
 D

ow
nl

oa
de

d 
on

 0
9/

12
/2

01
6 

20
:0

5:
50

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
Interpolation through linear regression was therefore used to
estimate the time average concentration (c). D needs to be cor-
rected for different ambient temperatures. The correction is
calculated by eqn (14) (derived from the Stokes–Einstein equa-
tion, eqn (5)), in which DT1

is the diffusion coefficient for
temperature T1, h1 is the viscosity of water at temperature T1, DT2

is the diffusion coefficient for temperature T2, and h2 is the
viscosity of water at temperature T2, where temperature is given
in Kelvin and viscosity in kg m�1 s�1.

DT2

DT1

¼ T2h1

T1h2

(14)

The water viscosity is calculated using a quadratic empiri-
cally based equation (eqn (15)), where T is the temperature given
in Kelvin. The constants a ¼ 5.53 � 10�7, b ¼ �3.51 � 10�4 and
c ¼ 5.65 � 10�2 were determined using a second degree
regression model (R2 ¼ 0.998) to t the equation to measured
viscosities for water at different temperatures (0 to 40 �C in 5 �C
increments) taken from Zwolinski and Eicher.47 Eqn (15) is only
applicable for temperatures between 0 and 40 �C.

h ¼ aT2 + bT + c (15)

From these equations the diffusion coefficient at 20 �C was
calculated. The average D for AMP and IP6 were found to be 2.9
� 0.4� 10�6 cm2 s�1 and 1.0� 0.3� 10�6 cm2 s�1, respectively.
4.2. Elution efficiency from DGT

The elution of AMP and IP6 from the Fe-oxide binding gel was
conducted using 1.2 M H2SO4. This acid concentration is far
stronger than the 0.25 M H2SO4 recommended by Zhang et al.20

The higher acidity was used to ensure a total recovery of
orthophosphate, which has been shown to increase with
increased acid concentration.20 Since organic phosphates and
orthophosphate have similar adsorption/desorption chemistry
(Chapter 1.2) it is fair to assume complete elusion. On the other
hand, a high sulphuric acid strength increases the risk of
Fig. 4 Three regressionmodels fitted to diffusion coefficients in water an
and AHA respectively), peat derived HA (PHA) (Zhang and Davison39) and
for 20 �C. Water diffusion coefficients for AFA, AHA and PHA are calculate
on the Mw for the fractions (2400, 6300 and 16 500 Da respectively).49

718 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
hydrolysis (i.e. of the ester-bonds linking phosphate to the
adenosine or inositol molecule) decomposing the organic
compounds. As addressed in Chapter 4.1 the DRP concentra-
tion remained low in the test solution (Fig. 3), which documents
that AMP and IP6 were not signicantly hydrolysed. However,
the study by Moorlegham et al.21 suggests that a few LMWOP
compounds are susceptible to hydrolysis under strong acidic
conditions (pH # 0). It is therefore perceivable that some
LMWOP compounds accumulated by the DGT from the natural
aquatic environment may have hydrolysed during elusion.
4.3. DGT APA membrane resistance

The plots presented in Fig. 4 show the relationship between the
determined D for water (DH2O) with the determined D for DGTs
with APA diffusive gel (DDGT). Out of the three models pre-
sented, the linear regression t model, y ¼ ax + b (le plot),
shows the strongest correlation with the D data (R2 ¼ 0.9997),
with the estimated values for parameters, a and b, highly
signicant for explaining the variations (p < 0.001). It should be
noted that the linear empirical model is not applicable for
correcting all DH2O, as it intersects the x-axis at DH2O ¼ 0.71. The
non-linear model, y ¼ axb (centre plot), also shows a strong
correlation with the data (R2 ¼ 0.9967). However it remains the
weakest correlation of the three plots. The advantage of the
equation y ¼ axb is that as DH2O decreases towards 0, DDGT also
decreases towards 0, making the model applicable for all DH2O.

The third model, y ¼ ax2

1þ bx
(right plot), is a combination of a

quadratic and linear equation (R2 ¼ 0.9989). The choice of this
equation is because it supports the linear trend as DH2O

increases
�
lim
x/N

ax2

1þ bx
¼ a

b
x
�
, while allowing a non-linear

trend towards 0 as DH2O decreases
�
lim
x/0

ax2

1þ bx
¼ 0

�
, thereby

making the model applicable for all DH2O.
The main difference between the linear model and the two

non-linear models is the conceptual understanding of the
d DGT data for H2PO4
� (Zhang et al.20), aquatic derived FA and HA (AFA

cAMP in water (Dworkin and Keller48) with AMP for DGTs, all corrected
d using Buffle's equation (eqn (7), with friction coefficient¼ 1.16) based

This journal is © The Royal Society of Chemistry 2015
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Fig. 5 Comparison of the three regression fit models, where the
diffusion coefficient in water is plotted against DGT APA membrane
resistance. The additional x-axis denotes the solute radius and
molecular weight scale calculated by Stokes–Einstein and Buffle's
equations (friction coefficient ¼ 1) in order to show the change in
membrane resistance as a function of molecular size.
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relationship between DH2O and DDGT as a result of membrane
resistance. Presented in Fig. 5, where membrane resistance
(MR) can be calculated from DH2O and DDGT (eqn (16)), the linear
model presents the cut-off point (100% retention) for DH2O ¼
0.71, while the non-linear models show a continuous increase
in retention only reaching 100% once DH2O ¼ 0.

MR ¼
�
1� DDGT

DH2O

�
� 100% (16)

Using the Stokes–Einstein equation (eqn (5)) the molecular
radius can be calculated to be approx. 3 nm for DH2O ¼ 0.71.
This is a diameter of approx. 6 nm, which is within the range of
the pore size, 5–10 nm, for the APA membrane. It seems
therefore likely that molecules larger than �6 nm in diameter
are unable to diffuse through the APA membrane. This is a
molecular weight of approx. 64 000–100 000 Da calculated by
Buffle's equation (eqn (7)) for a friction coefficient ¼ 1.16–1,
respectively. On the basis of this concept and the good t with
the data, the linear model (eqn (17)) is chosen for correcting the
free D for MR.

DDGT ¼ 0.7907DH2O
� 0.5621 (17)

4.4. Assessment of the amount of adsorbed humic
substance P and HMWOP by DGT

Based on themodel approach presented in Chapter 3.2 followed
by MR correction, an assessment was made to estimate the
amount of phosphorus associated with HS accumulated by the
DGT. Mean concentrations of DOC in the water samples (Table
2) were used in eqn (8a) and (8b) to determine the amount of FA
and HA bound P (FA-P and HA-P) for each of the three studied
sites (Table 2).

The mean total ux of DOP was calculated by taking the
accumulated amounts of DOP (TDP–DRP) adsorbed and
dividing by the eld deployment time of the DGTs. The mean
HA-P and FA-P ux could then be calculated, in accordance with
eqn (7)–(11), (14) and (17), as a fraction of the mean total DOP
ux for each study site. The non-HS DOP, which is presumed to
be accounted for by the LMWOP, was calculated by subtracting
the HA-P and FA-P ux from the total DOP ux. The results
given in Table 3 show that the amounts of HA-P and FA-P (i.e.
comprising HMWOP) accumulated by the DGTs are negligible
compared to the LMWOP fraction.

The negligible contribution is mainly attributed to the
extremely low P/C ratio reported for the FA-P and HA-P fractions
(Table 1). These data are based on HS that were isolated using
the XAD solid phase column extraction method and fraction-
ated by precipitation of FA at pH < 1 (IHSS Suwannee River FA
and HA fractions44). It is possible that the XAD alters the natural
equilibrium of phosphate bound to Al and Fe complexed by HS.
The low pH (1–2) and high pH (13) used in the XAD extraction
method may desorb phosphate bound to the Al and Fe (ref. 50
and 51) on the HS. In the review by Copper et al.,52 it was shown
that even aer isolating HMW organic matter (>1 kDa) from
This journal is © The Royal Society of Chemistry 2015
natural waters, the large majority of organic phosphorus species
determined for this fraction by mass spectrometry techniques
were below 1 kDa. The confounding result was assumed to be a
result of disruption of ionic interaction between large humic-
like substances and LMWOP species, due to the electrospray
ionization step, i.e. they were separated before analysis, despite
being naturally found to be weakly linked together in natural
waters. A study of freshwater from the Everglades, by Ged and
Boyer8 showed that approx. 40% of their DOP was associated
with compounds larger than 10 kDa. That being said the study
also showed that approx. 44% of the DOP was associated with
low molecular weight species (<1 kDa), leaving only �16% DOP
in the molecular weight fraction between 1 and 10 Da. Based on
these DOP data a rough estimated calculation of DOP uptake by
the DGTs can be conducted in which the ux is calculated using
the concentration of DOP for each fraction (c) and D of the
middle molecular weight of each molecular weight fraction.
Unfortunately, no middle molecular weight can be estimated
for >10 kDa, so a “worst case scenario” is used in which the
average molecular weight for the >10 kDa fraction is assumed to
be equal to 10 kDa. The results presented in Table 4 show that
despite the relatively high concentration of DOP associated with
HMW compounds, the relative ux of >10 kDa DOP into the
DGT is only 16% vs. approx. 75% being associated with <1 kDa.
However unlike the rst assessment made from Table 3, where
HS are shown to be negligible, these data show that >1 kDa or
HMWOP may account for approx. 25% of the accumulated DOP
fraction. Sincemuch of DNOM larger than 1 kDa is HS, it cannot
be exactly concluded to what degree HS contributes to the
Environ. Sci.: Processes Impacts, 2015, 17, 711–727 | 719
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Table 2 Statistical data of the determined concentration of dissolved
organic carbon at the studied sites

Location

Dissolved Organic Carbon (DOC)

Mean (mg C L�1) Stdev (mg C L�1) RSD (%) n

Forest 38 2.5 6.7 26
Mixed 17 3.3 20.2 8
Agricultural 12 1.4 11.5 12

Table 3 The FA and HA fraction of the DGT DOP flux

Site HA-P (%) FA-P (%) LMWOP (%)

Forest 0.21 0.31 99.46
Mixed 0.03 0.05 99.91
Agricultural 0.02 0.04 99.94
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fraction of DOP adsorbed by the DGT. Instead it can be
concluded that more than 75% of the DOP accumulated by the
DGT is associated with LMWOP.
4.5. Assessment of ambient LMWOP from adsorbed DOP by
the DGT

Diffusion coefficients at 20 �C for ve LMWOP compounds
(Table 5) were calculated using the three theoretically based
methods discussed in Chapter 3.4, and corrected for MR using
the linear empirical model derived in Chapter 4.3 (eqn (17)).

The estimated lower and upper D ranges were found to be
2.4–3.5, 1.2–2.6 and 1.2–4.7 for Buffle, ChemAxon-Stokes–Ein-
stein and ChemAxon-Wilke–Chang models, respectively.
ChemAxon-Wilke–Chang gave a much larger range, with a
difference of 3.5 from the lowest to the highest D, compared to
the spans of Buffle and ChemAxon-Einstein–Stokes (1.1 and 1.4,
respectively). Overall, Buffle produced slightly higher D values
than ChemAxon-Einstein–Stokes. All three models show G6P to
have the highest D. The lowest D, however, varies among the
Buffle and ChemAxon models. The Buffle equation indicates
that IP6 is the slowest molecule, because it has the largest mass
of the ve compounds. However based on the molecular
structure the largest r0 is DLPA, which is why the ChemAxon
model indicates that this compound has the lowest D. This
Table 4 DGT DOP flux assessment based on data from Ged and Boyer

Molecular weight
fraction (kDa)

Middle molecular
weight (kDa)

<1 0.5
1–3 2
3–5 4
5–10 7.5
>10 10a

a Worst case scenario of 10 kDa is chosen. b Diffusion coefficients for the

720 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
reects the weakness of using Buffle's equation for LMWOP.
Buffle's semi-empirical equation is based on that the organic
molecules have a mole fraction dominated by the atoms 12C, 1H,
16O and small amounts of 14N. This generates rather similar
molecular densities for the organic molecules. However, mole-
cules dense in 31P, such as IP6, have considerably higher
molecular density. However, the phosphate groups cause the
compound to have a relatively high net negative charge,
producing a large hydrodynamic radius (possibly not accounted
for by the ChemAxon model) and retention by the DGT APA
membrane. IP6 has a strong negative charge of �6 to �8 at the
pH range of 5–7 (Chapter 3.1), encountered in the studied water
bodies. This results in a high absolute charge to mass/size ratio,
explaining the relatively lower diffusion coefficient than what
might be expected considering mass and size based on
structure.

Deviations between experimentally measured diffusion
coefficients for AMP and IP6 (Chapter 4.1) and their three
theoretically derived constants are given in Table 6. The diffu-
sion coefficients of AMP and IP6 are assumed to cover the range
of D values encountered by LMWOP. Estimated D based on
Buffle's equation deviates only 9% from the observed value for
AMP, while both the ChemAxon models have an absolute error
of 23%. Moreover, all models perform extremely poorly in
estimating D for IP6. The estimated values using the Chem-
Axon-Stokes–Einstein model is slightly closer, with only 81%
deviation, though still too high to be useful for any meaningful
prediction of D. Apparently, retardation of the charged IP6 by
the slightly positively charged APA gel (Chapter 3.3) consider-
ably reduces the diffusion of the molecule causing the experi-
mentally observed D value to be signicantly lower than the
modelled D estimates.

ChemAxon-Wilke–Chang appeared to be the poorest model
in this test. The other two models performed slightly better, but
were also poor predictors for lower and upper D of LMWOP.
However, the combined D range of Buffle and ChemAxon-
Stokes–Einstein models for the ve studied compounds (1.2–
3.5; Table 5) does not deviate much from the experimental D
range of 1.0–2.9, captured by measuring IP6 and AMP.

The experimentally derived values of D for AMP and IP6 will
be used for determining the ambient LMWOP concentration in
the catchment study (Chapter 4.7) since they span the theoret-
ically derived D values based on a set of LMWOP with large
differences in physiochemical characteristics.
8

Relative DOP concentration (%) DOP uxb (%)

44 74.9
2 1.9
4 2.7

10 4.7
40 15.9

ux were calculated using Buffle's eqn with a friction coefficient ¼ 1.

This journal is © The Royal Society of Chemistry 2015
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Table 5 Buffle and ChemAxon estimated and MR corrected DGT diffusion coefficients for five selected LMWOP at pH 5

Substance M (Da) Solute radius (Å)

Estimated DDGT (10�6 cm2 s�1)

Buffle ChemAxon-Stokes–Einstein ChemAxon-Wilke–Chang

G6P 260 5.3 3.5 2.6 4.7
AMP 346 6.1 3.2 2.2 3.5
ATP 507 7.1 2.7 1.8 2.5
DLPA 535 9.7 2.7 1.2 1.2
IP6 656 7.1 2.4 1.8 2.5
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4.6. pH correction of dissolved reactive phosphate (DRP)

The common D constant used for determining ambient DRP
from DGT measurements is 5.28 � 10�6 cm2 s�1 for H2PO4

�

(Zhang et al.20). The problem however is that H2PO4
� is not the

dominant species at all pH commonly encountered in the
environment. E.g., the median pH during the monitoring period
for the Forest, Mixed and Agricultural catchment streams was
4.4, 6.9 and 7.8, respectively. Within this range the dominant
species of orthophosphate differ between H2PO4

� and HPO4
2�.

As each of these species has its own D the distribution of
H2PO4

� and HPO4
2� with pH needs to be accounted for. The

distribution (a) for each species can be calculated from eqn (18)
and (19), where the pKa values for H3PO4, H2PO4

� and HPO4
2�

are 2.16, 7.21 and 12.3, respectively.

a1 ¼ Ka1½Hþ�2
½Hþ�3 þ Ka1½Hþ�2 þ Ka1Ka2½Hþ� þ Ka1Ka2Ka3

(18)

a2 ¼ Ka1Ka2½Hþ�
½Hþ�3 þ Ka1½Hþ�2 þ Ka1Ka2½Hþ� þ Ka1Ka2Ka3

(19)

In the forest catchment stream, with pH 4.4, 99.3% (a1) is in
the form of H2PO4

� and 0.2% (a2) is HPO4
2�. In the mixed

catchment stream, having pH 6.9, 63.2% is in the form of
H2PO4

� and 36.8% is HPO4
2�, while for the agricultural catch-

ment stream, with pH 7.8, only 34.9% is in the form of H2PO4
�

and 65.1% is HPO4
2�. The challenge is that there exists no

experimentally DGT determined D value for HPO4
2�. There is

however a water determined D for HPO4
2� (6.40 � 10�6 cm2 s�1

at 20 �C),53 which aer correction for DGT retardation due to
MR (eqn (17)) is calculated to be 4.50 � 10�6 cm2 s�1. One can
then calculate a pH adjusted D for DRP at any given pH by
multiplying the fractional contribution of the two species, with
their corresponding D and adding the two products (eqn (20)).
Table 6 Validation of the DGT diffusion coefficient modelsa

Compound
Observed DDGT

(10�6 cm2 s�1)

Estimated DDGT (10�6 cm2 s�1)

Buffle C.A.-Stokes–Einstein C.A.

AMP 2.9 3.2 2.2 3.5
IP6 1.0 2.4 1.8 2.5

a C.A.: abbreviation for ChemAxon.

This journal is © The Royal Society of Chemistry 2015
D1;2 ¼ D1

a1

a1 þ a2

þD2

a2

a1 þ a2

(20)

It should be noted that the reason eqn (20) does not use the
fractions directly is due to the fact that the forest catchment
stream, with a median pH of 4.4, also contains the H3PO4

species (0.5%). There is however a lack of available data on D for
H3PO4, making it difficult to employ for this special case.
4.7. Field study of DGTs in stream water

Median, mean, variation and range in DRP and DOP concen-
tration, derived from DGTs and water samples collected from
the streams draining Forest, Mixed and Agricultural catch-
ments, are shown in Fig. 6. As expected the drainage from
agricultural catchment shows a considerably higher concen-
tration of DRP compared to the mixed and forested catchment.
The agricultural stream shows also a greater concentration of
DRP compared to DOP, while the opposite is the case for the
forest stream. The reason is without doubt the large amount of
inorganic phosphate fertilizer used in the cultivation of the
agriculture sites, governing the higher DRP to DOP ratio. In
forest catchments the DRP is kept low as it is efficiently
consumed by the perennial forest vegetation. It is the leaching
of DNOM from the forest soil which contributes most to the
DOP found in the Forest stream. The stream water from the
Mixed catchment has inherently a DRP to DOP ratio that lies
between the ratios found for the Forest and Agricultural
streams.

Validation of the DGT's ability to measure time average
concentrations of DRP was performed by comparing the DRP
concentrations derived from DGTs with the DRP measured
directly in water samples collected from the streams during the
DGT deployment period. The Wilcoxon rank-sum statistical test
(also known as the Mann–Whitney U test) is a nonparametric
Deviation (%)

-Wilke–Chang Buffle C.A.-Stokes–Einstein C.A.-Wilke–Chang

8.8 �23 23
144 81 152
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test for the null hypothesis of two sample groups originating
from the same population. The main advantage of the Wilcoxon
test is its efficiency and robustness in comparing populations,
which are not necessarily normally distributed and vary in the
number of observations, i.e. non-paired test. This is practical,
considering that DGTs are time average measurements, while
grab samples are only momentary measurements. For good
comparison more grab samples than DGT measurements are
required. The test does not require an interval dataset, only that
the data is ordinal, which is necessary since sampling intervals
varied during the period (Chapter 2.2). The statistical test found
no signicant difference (p < 0.05) between DRP from DGTs and
water samples for the Forest, Mixed and Agricultural catchment
streams (p ¼ 0.053, p ¼ 0.39 and p ¼ 0.078, respectively).
Fig. 6 Boxplots comparing concentrations of P fractions from the DGT
agricultural, during the period from June to September. The black star d

722 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
However it should be noted that both the Forest and Agricul-
tural catchments were borderline to failing the null hypothesis.
It is important also to note that without pH correction (Chapter
4.6) the Wilcoxon rank-sum test would have predicted a
signicant difference (p ¼ 0.032) for the Agricultural catchment
stream. From the boxplots in Fig. 6 it can be seen that the
median values of the forest DRP values for DGT and water
sample are close (2.0 mg P L�1 and 1.7 mg P L�1 respectively), but
that the bulk distribution of measurements overlap poorly. The
DGT time average measurements show an overall slightly
higher DRP concentration than the water samples. For the
stream draining the Agricultural catchment there is good
agreement between the two distributions of DGT and water
sample DRP measurements. However, the DGT show a far
s and water samples collected from the study sites, forest, mixed, and
ot (*) denotes the mean value.

This journal is © The Royal Society of Chemistry 2015
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Table 7 “Best fit” diffusion coefficients for minimum difference
between DGT LMWOP and water sample DOP, using the Wilcoxon
rank-sum test

Location D (10�6 cm2 s�1) p-value

Forest 1.6 0.959
Mixed 1.15 0.936
Agricultural 2.45 0.973
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narrower spread in measurements as these are time averaged
values. All the water sample DRP measurements from the
median to the 3rd quartile are higher than the main bulk
distribution of DGT DRP measurements. It is possible that this
larger DRP concentration in the water sample is a result of over-
estimation, possibly contributed by P lightly adsorbed to
colloid-particles bypassing the 0.7 mm lter (see Chapter 2.4).

Overall there is clearly far less difference between the two
methods of DRP determination (i.e. DGT and water sample),
relative to the difference in DRP concentration between the
three catchment streams.

Validation of DOP by comparing signicant deviations
between DGT determined LMWOP and water samples deter-
mined DOP is not sound for the following two reasons:

(1) DOP in the water sample may also contain a signicant
fraction of HMWOP (Chapter 4.4).

(2) Only minimum andmaximum concentrations of LMWOP
can be determined. The actual amount remains unknown until
further information is acquired regarding the relative distri-
bution of DOP molecular species for the streams draining the
different catchments. It can however be assumed, based on the
ndings in Chapter 4.4, that the large majority of the DGT
accumulated DOP is LMWOP (>75%).

For all streams the maximum LMWOP concentration
determined is higher than the DOP concentration determined
from the water sample. This simply reects that on average
not all of the DOP molecular compounds in the water
samples are as large or have a D as low as IP6. The minimum
LMWOP concentration has to be smaller than or equal to the
DOP in the water samples, since LMWOP is a fraction of the
DOP fraction. Based on the good match between DOP in the
water sample and the minimum LMWOP concentration in
the Agricultural stream it appears that the average size of the
DOP molecules in the agricultural runoff is of the size of
AMP. The mixed catchment shows closer match with the
larger molecular compounds, such as IP6. For the forest
stream the DOP on average consists of a medium sized
LMWOP. The results clearly show that streams draining from
catchments with different land-use have different distribu-
tions of LMWOP.

For the practical application of using DGTs to monitor time
average DOP we need to determine a “best t” D, which results
in the best match between DGT determined LMWOP and water
determined DOP. Using the same Wilcoxon rank-sum test,
which was used to validate the DRP data, we can compare the
DGT LMWOP with the water sample DOP data for different D
from 1.0 to 2.9 in 0.05 increments. The D resulting in the
highest p-value for the test will indicate minimum signicant
difference between the two datasets (Table 7). It should however
be noted that this serves only as a practical means of using the
DGTs to determine time average DOP, because there is an
assumption that the relative distribution of LMWOP/DOP
compounds remains constant within each stream, despite
changes in the overall LMWOP/DOP concentration. However
even if the assumption of constant relative distribution is likely
correct, the D determined by this stream calibration method is
likely smaller than the true unattainable number average D for
This journal is © The Royal Society of Chemistry 2015
LMWOP, because the DOP concentration in water samples (also
containing HMWOP) is always larger than LMWOP.
4.8. Field study of lake water DRP and LMWOP using DGT

The DGT study at the lake basin Grepperødorden provides some
insight into the dynamics of P bioavailability through the water
column (Fig. 7). Temperature showed a fairly minor and
constant decline with depth, from 21.3 to 18.7 �C. The lake
basin is shallow and was non-stratied due to mixing by water
turbulence. This is however not always the case, as the lake
basin occasionally experiences stratication and hypoxia in the
hypolimnion. During the summer and early autumn periods
(the warmest months) the lake experiences algae blooms,
dominated mainly by Gonyostomum semen (phytoplankton
fraction approx. 60–80%).54 This phytoplankton species is typi-
cally found in humic lakes and is capable of diel vertical
movement (DVM). This means it is able to migrate towards the
surface for enough light for photosynthesis during the day and
migrate towards the sediments for a source of P, typically during
the night.55,56 It would be expected that the DVM of phyto-
plankton and lack of stratication would result in a fairly even
distribution of DRP and LMWOP concentration through the
water column. The DGT results presented in Fig. 7 show
however that DRP decreased signicantly with depth (p < 0.05),
while there was no signicant difference between depths for
LMWOP (p > 0.05). The highest concentrations of both DRP and
LMWOP were found near the surface. Based on conventional
grab samples the levels of bioavailable P species in the photic
zone are commonly found to be close to the detection limit even
in eutrophic lakes, due to efficient phosphorus assimilation by
phytoplankton during the day. On the other hand, DGTs
capture the time average concentration, and thus integrate out
diurnal variation, while grab samples are usually only taken
during the day. This may mean that biochemical processes that
may give the net production of DRP and LMWOP during the
night are not detected by the conventional sampling method.
For instance, it is known that macrozooplankton migrate
towards the sediments during the day to avoid predation due to
reduced visibility in deeper, darker waters. During the night
however they are safe to migrate back towards the surface where
they can feed on phytoplankton in the warmer epilimnion.57 As
a result of sufficient food and warmer temperatures, their
metabolic rate increases, which results in the release of DRP
and LMWOP through excretion.14 The second explanation for
the high DRP and LMWOP near the surface is cell death, which
is common near the surface due to the intense solar radiation.
Environ. Sci.: Processes Impacts, 2015, 17, 711–727 | 723
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Fig. 7 Bar graph illustrating the variation in average DGT determined P fractions at different depth regions through the water column of the
Grepperødfjorden lake basin (n ¼ 3 for 0 m, 2.5 m, 3.75 m and n ¼ 1 for sediment) and average determined P fractions from the water sample
from 2.5 m depth (n ¼ 2). Error bars represent the standard deviation for the replicates.
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Phytoplankton are dependent on getting sufficient photosyn-
thetically active radiation (PAR, �380–710 nm), which declines
exponentially with depth, known as vertical light attenuation.
Furthermore UV-radiation, but also wavelengths (WL) in the
blue spectrum of PAR, decline exponentially with increase in
DNOM.58 In humic water bodies, such as Grepperødorden, this
results in a thin euphotic zone at the surface of the water.
Minimal change in distance from the surface results in large
changes in the amount of available PAR. A little too far below
the surface results in insufficient photosynthesis to balance
their energy demand for metabolic activity.59 A little too near the
surface and the high intensity of light, in particular UV-radia-
tion, result in DNA damage and cell death, not to mention that
photo-degradation of DNOM results in reactive oxygen species
toxic to biota.58,60 Cell death is followed by lysis, which results in
the release of DOP to the water. In addition many of the
enzymes capable of hydrolysing phosphate from DOP are also
released as a result of cell lysis, which may explain the high DRP
concentration in the surface waters.14

At the deeper depths of the water column it appears that P
uptake keeps the P concentration low, and the reduced UV-
radiation keeps the phytoplankton safe from harmful exposure.
Finally the DGT placed in the sediment measures high
concentrations of both P fractions, as would be expected due to
internal loading from the sediments.

It remains unclear why DRP measured from the water
sample collected at 2.5 m is far greater than the DGT deter-
mined DRP at 2.5 m. DOP from the water sample remains near
the LMWOP determined concentrations.
724 | Environ. Sci.: Processes Impacts, 2015, 17, 711–727
5 Conclusion

The solution type DGTs tted with Fe-oxide binding gel proved
to be successful in the linear uptake of AMP and IP6, and will
therefore most likely capture other LMWOP, and thus
bioavailable, compounds in a similar manner. Modelling of HA-
P and FA-P uptake indicated that the DGTs only collect negli-
gible amounts of P associated with HS. Even using higher P/C
ratios reported by Ged and Boyer,8 less than approx. 25% of the
DOP that was accumulated could be over >1 kDa. It should be
noted that a negligible amount of this is associated with HS as
this is the largest DNOM fraction. More studies are needed to
better quantify the distribution of DOP with molecular weight
for a variety of catchments with different land-use. Nonetheless,
the results remain fairly conclusive that more than 75% of the
DOP accumulated by the DGT is LMWOP.

Both the Buffle and the ChemAxon-Stokes–Einstein models
are still in their infancy in regards to predicting DGT diffusion
coefficients (D) of LMWOP molecules. This is partly because
there is currently insufficient observed/experimental data
available to develop good models. More LMWOP molecules
need to have their D determined experimentally so that better
calibration and validation can be performed. There is little
doubt that charge plays an important role in the diffusion of
molecules through the DGT APA membrane. It is therefore
inherent that the D needs to be determined at different pH, in
order to compensate for the changes in negative charge as a
result of protonation and de-protonation of phosphate and
other weak acid functional groups.
This journal is © The Royal Society of Chemistry 2015
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The catchment study indicates that there is a reasonable
match between the dissolved P fractions determined from water
samples and by DGTs, and that molecular weight distribution of
LMWOP/DOP is different for the three study sites. However,
accurate determination of the concentration of the LMWOP
fraction remains infeasible without knowing the distribution of
LMWOPmolecules in the streams. The application of DGTs will
not be practical for the determination of the time average
LMWOP fraction if one needs to determine the relative distri-
bution of the LMWOP molecules each time the DGT is used. A
practical compromise was however found by determining a
“best t” D for each study site that results in the least signicant
difference between the two datasets, DGT LMWOP and the
water sample DOP. In this way “tailored” D for the individual
water bodies can be determined as a means to roughly assess
the time average DOP.

The lake study clearly shows the strengths of the DGT as a
better means of capturing the spatial variation of DRP and
LMWOP in the lake. Further studies are still required to better
explain P cycling in the lake. Nevertheless, the use of DGTs
provides a far better ambient approach to monitoring bioavail-
able P concentrations than the conventional grab sample,
which oen fails to capture long-term diel, seasonal and spatial
variations due to the practical restraints of sampling.
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