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Sulfur Cycling in Swedish Arable Soils. A Chemical Perspective

Abstract

Sulfur (S) is an essential plant nutrient. Decreased S deposition in combination with a
switch to high-analysis N/P-fertilizers has increased the need for S fertilization. Thus,
soil research directed at understanding soil sulfur properties and processes has
intensified. However, the methodology at hand has been insufficient for determining
relationships between soil properties, S cycling and S availability to crops.

In this thesis, recently developed methods were used to study the effect on soil S by
two management systems, livestock production and arable crop production, at five
different locations within a Swedish long-term fertility field experimental series. In an
open incubation study, and a pot trial, where isotopic labeling (*’S) was used to trace S
transformations, S cycling rates were higher in the livestock system, especially in one
soil (Orup). The S delivering capacity of all soils was too low to avoid S deficiency in
ryegrass without mineral S application. Observed differences in S cycling patterns
could not be satisfactorily explained by soil properties; however, multivariate analyses
indicated net S mineralization was negatively related to C/N-ratios and SO,” content.
The extent of organic S stabilization through organomineral association and physical
protection within microaggregates was investigated by an extraction/dispersion method.
The relative distribution between the pools varied between soils, with the residual (non-
extractable) pool always being largest; however, only the physically protected fraction
was negatively related to plant S uptake. All soil organic S pools were involved in S
transformations, although the residual pool was less active than the other pools.
Chemical speciation of S in soils and soil fractions was determined by S K-edge X-Ray
Absorption Near-Edge Structure (XANES) spectroscopy. A new method for fitting
spectra provided reliable quantification of S species by using internally calibrated
spectra of dilute (30mM) model compounds. The response of S speciation to
management system differed between soils, but highly oxidized S dominated in the
organomineral fractions, and intermediate forms of oxidized S in the residual fraction.

In conclusion, soil organic S speciation can be accurately quantified by S K-edge
XANES spectroscopy. The speciation differs between organomineral associated S and
residual S. Treatment effects are dependent on soil type, but S cycling is stimulated by
long-term farmyard manure application, as seen in the livestock system.
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1 Introduction

Sulfur (S), an essential element for all living organisms, is required for the
synthesis of several important biochemical substances, such as the amino acids
methionine, cysteine and cystine, the vitamin biotin, and co-enzyme A.
Nonetheless, for a long time sulfur was mainly associated with negative
phenomena, such as acid rain, toxic substances and to some extent problems
associated with farming on acid sulfate soils. The latter is a serious problem in
some parts of South-East Asia and on the Australian continent (Dent, 1986).
The importance of S as a plant nutrient was largely overlooked in soil science
research, mainly because the incidental supply of S via deposition and S-
containing nitrogen (N) and phosphorus (P) fertilizers was usually sufficient to
match crop demand. However, since concerns about acid rain were raised in
the 1980s, sulfur emissions from fossil fuel burning has decreased remarkably
in western Europe and North America (Figure 1), as smoke stacks
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Figure 1. The dramatic change in sulfur deposition in Western Europe and North America during
the past 140 years, exemplified by annual S deposition in central Sweden. Data from EMEP,
recalculated according to Schopp et al. (2003). Figure kindly provided by Jens Folster,
Department of Water and Environment, SLU, Uppsala, Sweden.
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became equipped with flue gas desulfurization and steps were taken to change
to less S-containing substances. During the same period and within agriculture
in the Western world, the older types of N/P-fertilizers, which contained up to
24% sulfur (in ammonium sulfate), were largely replaced by high analysis
fertilizers containing at most a few percent of S.

The reduced input of S combined with intensified farming and larger S
removal in harvests depleted the S stocks in soils and in the 1990s, sulfur
deficiencies began to be reported (Ceccotti, 1996). Sulfur deficiency can cause
marked yield loss and reduce the quality of crops and forage (Haneklaus et al.,
1992; Wang et al., 2002; 2008; Zhao et al., 2006a). In addition, S deficiency
decreases resistance to pathogens (Dubuis et al., 2005; Falk et al., 2007,
Walters and Bingham, 2007) and reduces nitrogen utilization efficiency
(Ahmad and Abdin, 2000; McGrath and Zhao, 1996; Schnug and Haneklaus,
1993). As S is a relatively abundant and cheap element, fertilization with S has
now become standard over large areas. However, knowledge of how to
optimize the amount and timing of fertilization is still insufficient and there is
evidence of negative impacts of non-optimized S fertilization. For example,
sulfur fertilization can decrease selenium (Se) content in crops, which is
problematic for animal and human nutrition in Se-poor soils (Shinmachi et al.,
2010; Stroud et al, 2010). Sulfur can also induce eutrophication in freshwater
wetlands, as the precipitation of iron sulfide releases iron-bonded phosphates
(Smolders and Roelofs, 1993; Lamers et al., 2002).

In organic farming systems, regulations restrict the use of mineral fertilizers
and stipulate animal feed should be organically grown, without any artificial
additives. Consequently, in these systems it is more difficult to avoid S
deficiency in crops and animals. As interest in organically produced food
increased simultaneously with the emergence of S deficiency problems, there
was a mounted focus on understanding the mechanisms of S supply from soil
and organic S sources to plants.

12



2 Aim

The overall aim of this thesis was to study the long-term influence of farming
management systems on soil S cycling patterns in different soils and to explain
observed patterns in S behavior, primarily through investigating the chemical
properties and dynamics of the soil organic S pool. This work included five
soils from a long-term soil fertility field experimental series, where each soil
hosts two different management systems: livestock production and arable crop
production. The S cycling patterns were studied in a laboratory incubation
experiment and an outdoor pot trial, where carrier-free *>SO4> was used to
trace the S processes.

>

>

The specific objectives were:

To assess the long-term effect of the management systems on net S
mineralization and plant availability of S in different soils (Papers I and II).
To assess the effect of mineral S application on S cycling processes and
crop growth (Paper II).

To determine relationships between observed S cycling patterns, basic soil
properties and degree of physiochemical protection of soil organic S from
microbial processes (Papers I and II).

To develop a reliable method for quantifying organic S species in soil
samples by X-ray Absorption Near Edge Structure (XANES) spectroscopy
(Papers I1I and V).

To determine the relative distribution of S species in bulk soil and in
organomineral fractions, as affected by long-term management system and
soil type (Paper IV).
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3 Background

3.1 The Soil Sulfur Cycle

Plants need sulfur in amounts comparable to those of phosphorus and are
almost exclusively dependent on the uptake of inorganic sulfate (SO4>) from
the soil substrate for their S supply. However, in general, more than 95% of S
in soils is in organic form, which means plants are dependent on
mineralization, the transformation of organic S to inorganic SO4, to satisfy
their sulfur requirement. There are two main pathways for mineralization,
biochemical and biological (McGill and Cole, 1981), and both are mediated by
microorganisms. Thus, S supply to plants is dependent on the activity and
composition of the microbial communities in the soil (Kertesz and Mirleau,
2004), which are affected by soil temperature, moisture regime, plant-root
interactions (Maynard et al., 1985; Castellano and Dick, 1991), cropping
system (Eriksen et al., 1995a; Vong et al., 2003; 2004) and, organic matter
quantity, quality’ and availability (Mirleau et al., 2005).

3.1.1 Biochemical Mineralization

Biochemical mineralization is the hydrolysis of sulfate esters (R-O-SOs;)
catalyzed by sulfatase enzymes (Fitzgerald and Strickland, 1987). These
enzymes are normally external to the microorganisms, although intracellular
sulfatases are important in e.g. Pseudomonas species (Kertesz and Mirleau,
2004). Sulfatase activity appears to be negatively correlated with inorganic
SO42' levels (Maynard et al., 1985; Prietzel, 2001; Saviozzi et al., 2006) and as
biochemical mineralization of sulfate esters requires an active energy

1. Organic matter quality is an ambiguous term, which is often used without specific definition.
Here it relates to the composition and degradability of organic substances and the relative
abundance of important nutrients, i.e. the nutritional value for microbes.
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investment from microorganisms, this process is considered as being controlled
by the microbial need for S (Eriksen, 2009). Due to the higher liability for
hydrolysis, sulfate esters are generally considered a transitory group of organic
S (McGill and Cole, 1981; McLaren et al., 1985); however, there are
indications that sulfate esters are less labile than previously considered as they
appear to accumulate during decomposition (Schroth et al., 2007; Solomon et
al., 2005; 2009).

3.1.2 Biological Mineralization

In contrast to biochemical mineralization, which directly provides the
microorganisms with S, biological mineralization is considered a byproduct of
microorganisms decomposing organic matter in search of carbon (C) for
satisfying their energy demand (McGill and Cole, 1981). Some of the S
ingested in this process will be used by the microorganisms for cell synthesis
and only excess S is excreted as sulfate (Freney and Stevenson, 1966). As a
consequence, S mineralized in this way should be dependent on the C/S ratio
of the substrate material and have a close correlation with carbon and nitrogen
(N) mineralization (Kowalenko and Lowe, 1975; Gharmakher et al., 2009;
Tabatabai and Al-Khafaji, 1980).

3.1.3 Immobilization

Concurrent with mineralization of S is an opposite process, immobilization,
whereby inorganic SO, is incorporated into organic compounds by
microorganisms. This process is stimulated by readily available C compounds
(Maynard et al., 1985; Ghani et al., 1992; 1993a; Eriksen, 1997a; 1997b;
Knights et al., 2001; Vong et al., 2003) and nitrogen (Vong et al., 2003) and is
dependent on both the C/N and the C/S ratios of the organic matter. The
immobilization rate also correlates with sulfatase activity (Vong et al., 2003)
and sulfate esters may constitute the first step of both immobilization (Ghani et
al., 1993a; Saggar et al., 1981) and mineralization (Norman et al, 2002).

3.1.4 Organomineral Stabilization

Organic matter can be adsorbed onto clay surfaces via bridging of polyvalent
metal ions. The resulting organomineral complexes play an important role in
soil aggregation (Tisdall and Oades, 1982), but this stabilizing effect means
organic matter is protected from microbial breakdown, especially if it is
contained inside microaggregates, where it is assumed physically inaccessible
for microorganisms (Ladd et al., 1993). Thus, a considerable amount of the
organic S pool is probably passive (Eriksen et al., 1998). The chemical
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properties and dissolution rates of the protected S pool, and its effect on S
cycling processes, are still largely unknown.

3.1.5 Net S Mineralization

The availability of S to crops is dependent on several simultaneous processes
(Figure 2) that are reliant on different factors: this means the assessment of the
net result, i.e. net S mineralization (or immobilization), is complicated. There
have been many attempts to determine correlations between various soil
properties and net S mineralization in order to provide an easy way of
estimating the rate of S supply to crops from organic sources and to make
reliable fertilizer recommendations. However, to date, the only general rule this
work has generated, is that substrate C/S ratios above 400 result in net S
immobilization and ratios below 200 result in net S mineralization (Barrow,
1960; Reddy et al., 2002; Tabatabai and Chae, 1991).

Atmospheric S Fertilizer S J

S

Solution

sulfate
3.1.6

Figure 2. Conceptual model of the soil sulfur cycle in Swedish arable soils. The numbers refer to
the sections in the text where the processes and fractions are described. Dashed arrows depict
processes of uncertain magnitude.
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3.1.6 Fertilizers

In order to provide reliable fertilizer recommendations, it is insufficient to
estimate the rate of sulfate release from the organic pools in the soil. The fate
of fertilizer S has to be known as well; and this is dependent on the type of
fertilizer applied, S cycling and leaching properties of the particular soil, and
the properties of the crop being grown.

Mineral fertilizers generally contain S in the form of inorganic sulfate or
elemental S°. Inorganic sulfate is directly available for plant uptake, but is
prone to rapid leaching in most arable soils. Sulfate can be adsorbed onto
mineral surfaces and temporarily stored in the soil. However, the adsorption is
pH-dependent and in soils with a pH>6, sulfate adsorption capacity is
negligible (Curtin and Syers, 1990). Elemental S” has to be transformed into
sulfate by microorganisms before it can be utilized by the plants; thus,
elemental S° is recommended on e.g. sandy soils prone to leaching. However,
oxidization of S” causes a decrease in pH and can have a negative impact on
the microbial composition and activity (Gupta et al., 1988). Regardless of the
chemical speciation of the mineral S that is applied, there appears to be very
limited build-up of S stocks from mineral fertilizers even long-term (Eriksen
and Mortensen, 1999; Knights et al., 2001).

The soil organic S pool can be replenished with long-term supply of
farmyard manure (FYM) or other organic fertilizers (Eriksen and Mortensen,
1999; Knights et al., 2001; Reddy et al., 2001; Singh et al., 2007). However,
the rate of sulfate release from organic fertilizers is dependent on the same
processes as S mineralization from organic S pools in the soil, and is just as
difficult to estimate. FYM appears to stimulate net S mineralization in the
long-term (Knights et al., 2001; Reddy et al., 2001), but it is unclear why and
to what extent this stimulation occurs. There is no indication organic S from
FYM is more readily mineralized short-term than bulk soil organic S (Eriksen,
2009), which emphasizes the importance of long-term experiments for
evaluating different management systems.

3.2 Methodological Background

Predicting the S supply to crops requires an understanding of the mechanisms
and processes of the soil S cycle. This entails identification of soil properties
that affect S transformations and accurate quantification of the identified
properties and of the processes they control.

18



3.2.1 Methods for Quantifying Soil S Mineralization

Incubation experiments are commonly used to estimate the rate of net S
mineralization in soils. However, the correlation of the results with plant
uptake of S appears arbitrary (Maynard et al.,1985; Nzigueba et al., 2005;
2006; Pamidi et al., 2001), which renders the experiments unreliable predictors
of plant S availability. Even so, if correctly planned, it is a relatively quick and
convenient method for determining the potential net S mineralization and
testing the influence of different factors on S cycling rates on a laboratory
scale.

Pot and field experiments yield reliable information about the amounts of
available S and net S mineralization in a field situation (Eriksen et al., 1995a;
Vong et al., 2007). However, these methods are slow and costly and still
provide only limited information about the mechanisms behind the
observations, unless combined with isotopic labeling. The radioactive isotope
S is advantageous for tracing S originating from the soil inorganic sulfate
pool or fertilizer S (Eriksen, 1997a; 1997b; Nzigueba, 2006; Vong et al., 2004),
but recycling of S between different pools within the soil obscures the overall
patterns (Eriksen, 2005). Work that is more specific is therefore needed to
reveal the actual pathways.

Another limiting factor for understanding how soil properties affect S
cycling patterns is that treatment effects, especially long-term effects, on soil S
transformation rates are rarely studied on different soil types simultaneously.
This undermines the possibility of making general conclusions and limits the
value of the information gained in the experiments.

3.2.2 Methods for Determining Soil S Properties

Much focus in agricultural soil S research is put on studying the relationship
between chemical properties of soil organic S and S transformations in soils.
However, when the interest in soil S research began to flourish, it became
evident the existing methods for determining soil S properties provided
insufficient information for explaining the mechanisms and processes behind
observed S cycling patterns. The search for improved methods is still an
ongoing process.

HI/Raney-Ni Reduction Method

For many years, knowledge of the chemical properties of soil organic S was
based on a complicated fractionation procedure in which hydroiodic acid (HI)
reduces organic S (Tabatabai, 1982). HI only reduces sulfur not directly bound
to carbon, resulting in a fractionation between HI-reducible S and C-bonded S
(Table 1). This is generally interpreted as a division between sulfate esters and
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Table 1. Soil organic S fractions by the Hl-reduction method (Tabatabai, 1982). Examples of
functional groups within each fraction according to Freney (1986)

Hl-reducible C-bonded (not reduced by HI)

Raney-Ni reducible Not reduced by Raney-Ni
Sulfate esters, R-O-SO; Disulfides (e.g. cystine), R-S-S-R’ Sulfones, R-SO,-R’
Sulfamic acids, R-NH-SOs;H Thiols (e.g. cysteine), R-SH Aliphatic sulfonic acids,
S-sulfocysteine, Cys-SOsH ~ Thioethers (e.g. methionine), R-S-R” Aliph-SOsH

Sulfoxides, R-SO-R’
Sulfinic acids, R-SOOH
Aromatic sulfonic acids, Aryl-SOsH

C-bonded S, as sulfate esters dominate the HI-reducible group. The C-bonded
S can be further divided into Raney-Ni reducible S and S that is not
reduced by this method. The Raney-Ni reducible S group contains reduced
organic S and some forms of oxidized organic S. The fraction not reduced by
Raney-Ni is considered to comprise unreactive oxidized C-bonded S (Zhao et
al., 1996).

The amount of sulfate ester S in a soil is potentially important for the
mineralization rates, as sulfate esters are susceptible to mineralization external
to microbes and thus, possibly more labile than C-bonded S. Even so, the
information gained by HI/Raney-Ni fractionation is limited and the explanatory
value of the different fractions in terms of S cycling rates and plant-availability
of S is low (Ghani et al., 1993b; Eriksen et al., 1995a; Eriksen et al., 1998;
Knights et al., 2001; Mansfeldt and Blume, 2002). The problem being that the
method is indirect and destructive and the resulting groups are operationally
defined; each group contains several functional S-groups with varying
chemical properties and stability.

X-ray Spectroscopy

In the late 1990s and the beginning of the 2000s, soil S researchers began to
explore the possibility of S K-edge X-ray Absorption Near Edge Structure
(XANES) spectroscopy for determining S speciation in soils (Prietzel et al.,
2003; Solomon et al., 2003; Vairavamurthy et al., 1997; Xia et al., 1998).
XANES is a non-destructive, direct method that provides the opportunity for
determining all oxidation states of the sulfur present in soil and for identifying
different chemical species (functional groups) of S. The principle behind
XANES is that synchrotron generated X-ray radiation is absorbed by the S
atoms: electrons are transmitted to unoccupied or partially occupied higher
energy states (1s—3p) or are ejected into the continuum as photoelectrons.
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This absorption edge occurs at slightly different energy levels depending on the
electronic configuration (or oxidation statez) of the absorbing atom and on the
geometry of neighboring atoms. Thus, the peaks in an S K-edge XANES
spectrum provide specific information regarding which sulfur containing
functional groups are present in the sample (Vairavamurthy et al., 1997). The
species are commonly identified through deconvolution of the spectrum into a
number of Gaussian peaks (theoretically corresponding to the 1s—3p
transmissions) and arctangent step functions (theoretically corresponding to the
ejection of photoelectrons), and then assigning each Gaussian peak to a group
of S species (Solomon et al., 2009; Xia et al., 1998). There are several
problematic assumptions involved in this procedure. One of the more obvious
problems is that all S peaks are assumed to have a Gaussian shape, which is not
true (¢f. Figure 3). This can be avoided by applying another commonly used
method: curve-fitting of actual spectra from model S compounds (Beauchemin
et al., 2002; Vairavamurthy et al., 1997) by least-squares linear combination
fitting (LCF).

S K-edge XANES spectroscopy has become popular in soil S research and
has successfully been used to determine S speciation in extracts of humic and
fulvic acids (Morra et al., 1997; Xia et al. 1998), and in particle size separates
(Solomon et al. 2001), where S concentration is higher than in the original bulk
soil samples. As the technique developed, enhancement of the S concentration
became unnecessary and it is now possible to measure untreated bulk soil
samples (Prietzel et al., 2007), which greatly improves the reliability of the
results. The method is now generally accepted for qualitative determination of
soil S species and has been used to demonstrate changes in S chemistry both
during changes in land use (Solomon et al., 2003; 2005; Zhao et al. 2006b) and
during organic matter decomposition (Schroth et al., 2007). The non-
destructive, direct nature of the method, in combination with a more detailed
determination and functionally based grouping of S species, provides the
potential for explaining observed S cycling patterns.

However, problems still exist, with the most obvious being the need for a
synchrotron facility to perform the analyses: this limits applicability in
everyday research. In addition, it is difficult to distinguish between S species
with similar oxidation states, e.g. inorganic sulfate/sulfate esters, or
thiols/sulfides (Prietzel et al., 2003; 2007; Waldo et al., 1991). Another issue,
which will be addressed in this thesis, is that in order to use XANES data in

2. The formal oxidation states of sulfur can range between —II and +VI, but are ambiguously
assigned. Thus, it is more accurate to speak of electronic configuration or oxidation indices
(Vairavamurthy, 1998).
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statistical tests and correlation analyses, the relative abundance of different S

spe

cies has to be determined; however, reliable quantification of S species is

more difficult than qualitative analysis for several reasons, including:

1.

Self-absorption of the signal within the sample can be a problem in high-
concentration samples. Self-absorption alters the shape of the peaks making
them broader with reduced amplitude (Figure 3). This can cause
overestimation of the contribution from certain species, when high-
concentration model spectra are used to fit low-concentration sample
spectra.

The peaks change depending on factors such as pH (Pickering et al., 1998),
complex formation with metal ions (Jalilehvand, 2006) and, whether the
compound occurs in solution or in solid state (Pickering et al., 1998). Thus,
the model compounds need to be in the same chemical and physical state as
the corresponding compounds in the sample, which can be difficult to
achieve.

. In a sample with more than one S-containing compound, a reduced S

compound of the same concentration as an oxidized S compound will have
a smaller peak area. This is the result of a stepwise increase in absorption
intensity as an electron is ejected into the continuum when the irradiation
energy increases above the binding energy of the core electron (i.e. post-
edge). The magnitude of the change in peak area is often assumed
proportional to the number of ejected electrons (i.e. the number of 3p
vacancies) (Waldo et al., 1991). However, the assumption that the step size
is independent of the structural composition surrounding the S atom
introduces uncertainty into the fit (< 15% according to Waldo et al., 1991),
which can cause notable errors in the estimation of relative abundance.

—30mm b —30mM c —30mm
0.75m 100 mM

—Liquid

intensity (a.u.)
intensity (a.u.)

Relative

2470

2475 2480 2485 2475 2480 2485 2490 2475 2480 2485 2490
E(ev) E(ev)

Figure 3. Absorption spectra for a) DMSO ((CHj3),SO, liquid and in aqueous solutions) b) sodium
sulfate (Na;SO4 10H,0, solid and in aqueous solutions) and c) organic sulfate (Chondroitin
sulfate ester, C14H;9NO4SNa,, sodium salt and in aqueous solution).
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Methods for Determining Physical and Chemical Protection of Organic S

Organomineral stabilization is important, and can explain the refractory
behavior of a large part of the organic S pool (Eriksen et al., 1995b; 1995c;
Eriksen, 1997a). This notion led to the development and use of several
techniques for studying organic matter based on its susceptibility to microbial
processes. These techniques include particle size separation (Hinds and Lowe,
1980; Anderson et al., 1981; Eriksen, 1996) and molecular weight (MW)
fractionations (Keer et al., 1990; Eriksen et al., 1995¢). Another technique is to
use acetylacetone to break the organomineral bonds and disperse the
microaggregates by ultrasound treatment; thereby releasing physically
protected S (Keer et al., 1990; Eriksen et al., 1995b; 1995¢; Eriksen, 1997a).
The methods have provided evidence that a majority of the organic S in soils is
passive due to physical protection within the microaggregates (Eriksen et al.,
1995b; 1995c¢; Eriksen, 1997a) or association with clay mineral surfaces (Hinds
and Lowe, 1980; Anderson et al., 1981; Eriksen, 1996) and/or high MW
compounds (Keer et al., 1990; Eriksen et al., 1995¢). Moreover, sulfate esters,
as determined by HI-reduction, appear to be overrepresented in fractions
associated with clay and high MW compounds (Keer et al., 1990; Eriksen,
1996); this could explain the low contribution of sulfate esters to S
mineralization (Ghani et al., 1992; Zhou et al., 2005), despite them presumably
being labile compounds.

The combined determination of chemical properties (MW and HI-
reducibility) and physiochemical protection of soil organic S provides valuable
information, but does not satisfactorily explain differences in S cycling rates
between soils. One of the main issues is the low resolution of organic S
speciation provided by the destructive, indirect, operationally based
determination. Thus, the possibilities to reveal relationships between the
processes and properties of soil organic S would improve, if the functional
groups of chemical S species in organomineral associated fractions could be
more accurately identified and quantified, e.g. by S K-edge XANES
spectroscopy.
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4 Materials and Methods

4.1 Long-term Field Treatments and Soils

The Swedish long-term soil fertility field experimental series (Carlgren and
Mattsson, 2001) provides a unique possibility for studying long-term
management and fertilization responses among different soil types. The
experimental series was initiated between 1957 and 1966 on ten locations in
south and central Sweden. There are two main treatments, a livestock
production system and an arable crop production system, with two field
replicates at each site. The only differences between the two systems are that in
the livestock production system, ley replaces oilseed rape in the crop rotation,
FYM is applied to the field, and crop residues (CR) are removed. Thus, the
organic matter input quality differs between the systems. Within each
management system there are several sub-treatments with varying application
levels of mineral N, P and K fertilizer. Sulfur is not included in the fertility
study, and mineral S has been applied to all fields across all treatments since
1998 to avoid S deficiency in the crops. As the aim of this project was to study
the effect of the management systems on soil S cycling patterns, only the main
treatments were relevant. However, when the field experiments were initiated,
the older types of mineral NPK fertilizers were used, and these contained large
amounts of mineral S (e.g. 13% in mono-superphosphate). In order to isolate
the effect of management system on organic S quality, it was considered
necessary to minimize the historic input of inorganic S. Thus, only the sub-
treatment with no PK and normal N fertilization (to avoid problems due to N
deficiency in the microbial community) was sampled in each main treatment.
The specific details of the management systems are presented in Table 2 and
the systems are henceforth referred to by their organic matter source, i.e. FYM
(livestock production) and CR (arable crop production).
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Hégisa South-
Vreta Kloster Central
South

Table 3. Experimental sites and soil types

Five locations with different soil types
were selected from the ten sites that
compose the field experimental series
(Table 3, Figure 4). All five soils were
included in the incubation experiment
(Paper I), four were selected for the
pot trial (Paper II) and three for the
chemical speciation study (Paper 1V).
Before each experiment, soil samples
(10 per plot) were taken from the
plough layer (0-20 cm), and the sub-
samples from the two field replicates
were combined into one composite
sample for each treatment at each site.
More  detailed  descriptions  on
sampling and storing procedures are
given in Papers I and II.

Figure 4. Location of experimental sites. The
management practices differ slightly between
South and South-Central sites due to climatic
adaptations (Table 2).

Site Latitude Texture Sand Silt Clay Classification Included
%) (%) (%) in papers

Fjirdingslov ~ 54°24’ N Sandy Loam 55.1 25.9 19.1 Oxyaquic Hapludoll L1I
Haplic Phacozem”

Fors 60°20° N Silt Loam 28.3 549 16.9 Udic Haploboroll® LI, IV
Calcaric Phacozem”

Hogésa 58°30’ N Sandy Loam 754 17.3 7.4 Humic Dystrocryept’ LIL IV
Arenic Umbrisol®

Orup 55°49°N Sandy Loam 60.2 29.0 10.8 Aquic Haploboroll* LILIV
Haplic Phacozem”

Vreta Kloster  58°29° N Silty Clay 8.1 49.1 429 Oxyaquic Haplocryoll® 1

Haplic Phaeozem®

*Soil Taxonomy (Carlgren and Mattson, 2001)
®World Reference Base (Carlgren and Mattson, 2001)
¢Soil Taxonomy (Kirchmann et al., 2005)

4 World Reference Base (Kirchmann et al., 2005)
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4.2 Experiments

4.2.1 Incubation Experiment (Paper I)

An open incubation technique was selected for determining net S
mineralization potential and its relation to soil properties. In open incubation,
the sulfate produced by mineralization is continuously leached and collected
for analysis. The leaching is supposed to simulate plant removal of sulfate
(Maynard et al., 1983; Tabatabai and Al-Khafaji, 1980; Valeur and Nilsson,
1993) and provides the possibility to follow the net S mineralization over time.

In preparation for the incubation study, the fresh soil samples were sieved
(£ 2 mm) and mixed with glass-beads (@ 2 mm) at a 3:2 ratio, before being
placed in drained Plexiglas tubes (3 replicates) (Figure 5). After two weeks of
pre-incubation (18°C, soil moisture at -10 kPa), the initial sulfate content was
removed by leaching with 0.016 M KH,PO,. Thereafter, artificial sulfate-free
“rain water” was used to remove excess phosphate and regenerate a realistic
salt concentration in the soil. The soils were incubated for 95 days in the same
conditions as the pre-incubation and leached every two weeks with the
artificial “rain water” to remove any SO42’ that had formed. At the end of the
experiment, the soils were leached with 0.016 M KH,PO, to ensure all SO42'
that had formed during the incubation period was removed.

All leachates were filtered (Millipore 0.45 pm filter) and analyzed for
sulfate content by anion chromatography.

Figure 5. Experimental set-up of incubation experiment (left) and pot trial (right).

3. Ton concentrations in pmol per liter: K™: 5, Na™: 60, Ca™": 15, Mg2+:10, NH,": 60, NOs™: 30
and CI: 145.

28



4.2.2 Pot Experiment (Paper Il)

The incubation experiment was followed-up by a pot trial to measure actual S
delivery from soil to plants. To simulate as natural climatic conditions as
possible, the pot experiment was conducted outdoors in a restricted area with
full-height netted walls and a glass-roof (Figure 5); to avoid wet deposition of
S and access by animals and unauthorized people. The inorganic sulfate pool in
the soil was labeled with isotopic sulfur (*°S) to enable better tracing of gross
mechanisms. Additionally, the selection of ryegrass as the experimental crop,
allowed for two harvests and, thus, further improved the possibilities of
monitoring S mineralization (as measured by plant S uptake).

Four soils were selected for the pot trial. Vreta Kloster, with its high clay
content, was excluded to avoid technical problems, such as clogging and
difficulty separating roots from soil. Fresh soil samples, equivalent to 7 kg dry
soil each, were used in the pots and the pots were kept at field capacity. The
original inorganic sulfate pool was labeled with isotopic sulfate (carrier-free
H,%*S0,) for determining the sources of plant S and flow between S pools
within the soil. After two weeks of soil pre-incubation, Italian ryegrass (Lolium
multiflorum cv. SW Fredrik) was sown and fertilized with a basal dressing of
N, K, P, Mo, Mg, Mn and Cu to ensure no deficiencies apart from S deficiency
would occur. Two experimental treatments were applied: no S fertilization (-S)
and “optimized” mineral S fertilization (+S) (15 mg S per kg dry soil); with six
replicates for each soil within both FYM and CR. In total there were 96 pots: 4
soils x 2 experimental treatments x 2 management systems X 6 replicates.

The grass was harvested twice during the experiment. At the first harvest
(41 days after sowing), only shoots (= 6 cm above soil surface) were removed.
At the end of the experiment (73 days after sowing), shoots, stubble (0-6 cm
above the soil surface), and roots (from three of the six replicates) were
harvested. Soil samples for post-trial analyses were collected from the three
replicates where roots were not harvested. Thus, there were six replicates for
above-ground plant variables and three replicates for soil, root and total
variables.

4.2.3 XANES Experiments (Papers Il and V)

The S speciation in bulk soil from three sites (Fors, Hogésa and Orup) and
extracts of organomineral associated S from two sites (Fors and Hogésa) was
determined by S K-edge XANES. The selection of soils was made to maximize
the differences in total S and distribution of S between organic fractions.

In order to obtain reliable quantification of S species in the samples, the
problems associated with self-absorption and compound-dependent post-edge
intensities needed to be minimized (see section 3.2.2). Therefore, a new
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method was developed for data treatment of spectra from natural samples with
a low S concentration. The fitting of sample spectra was by model spectra
rather than Gaussian curves, the model compounds were diluted to avoid self-
absorption, and the peak areas were internally calibrated by combining model
compounds of the same concentration to ensure that post-edge intensities were
accurate.

4.3 Analytical Methods

4.3.1 Basic Soil Properties

Basic soil properties were determined at the beginning of each experiment with
standard methods described in Papers I and II. The averages between the two
sampling occasions are presented in Table 4. In the pot experiment, total S was
determined again after the experiment (data not shown), to allow for mass
balance calculations.

Table 4. Basic soil properties, averages between the two sampling occasions (Papers I and I1)

Soil Field pH* SO,*° Total S° Total C* Total N®  Anaerobic N
treatment mineralization®

(mgkg' (mgkg' (gkg' (gkg'  (mgday'ke’
dry soil) drysoil) dry soil) dry soil) dry soil)

Fjardingslov ~ FYM 6.91 1.4 244 15.7 1.80 1.4
CR 6.93 1.7 209 12.7 1.55 1.1
Fors FYM 7.66 2.0 490 229 2.11 1.0
CR 7.79 1.6 468 20.2 1.74 0.4
Hogasa FYM 6.12 22 250 20.6 1.81 2.3
CR 6.43 23 239 19.6 1.73 2.0
Orup FYM 5.44 2.0 280 22.6 2.11 1.2
CR 5.86 1.8 281 19.9 2.07 1.1
Vreta Kloster” FYM 6.88 22 351 20.4 2.40 1.4
CR 6.87 1.7 320 18.2 227 0.7
*n H,O

°H,0-extraction, ion chromatography

‘HNO3/HCIO, digestion, ICP-AES

%dry combustion in CHN analyzer

“indication of microbiological activity (Drinkwater et al. 1996), only measured in Paper I
‘soil only included in Paper I
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4.3.2 Physically Protected S

The degree of organomineral stabilization and physical protection of S within
microaggregates was determined on fresh soil by ultrasonication and extraction
in acetylacetone, according to a method originally proposed by Keer et al.
(1990), and later modified by Eriksen et al. (1995a; 1995b). The
determinations were done before the incubation experiment and both before
and after the pot experiment. Soil samples were extracted sequentially in three
steps (Figure 6) and each step was repeated once before proceeding to the next
step. This resulted in three fractions of decreasing degree of availability to
microbes and one residual, inextractable fraction (OrgS-Res). The steps of
extraction and resulting fractions were:

1. 0.016 M KH,PO,4— Inorganic and easily dissolved organic S (Sol-S)

2. 0.2 M acetylacetone — Physically unprotected organic S in organomineral
complexes (organic S extracted from non-dispersed soil, OrgS-ND)

3. Ultrasonication (1800 J ml™") in 0.2 M acetylacetone — Physically protected
organic S in organomineral complexes (organic S extracted from dispersed
soil, OrgS-D)

All extracts were analyzed for total-S by ICP-AES, but the acetylacetone

extracts were digested by HNO; prior to analysis, as acetylacetone extinguishes

the flame of the ICP-apparatus. The S speciation in extracts from the Hogasa
and Fors soils was determined by S K-edge XANES spectroscopy, as
previously described.

4.3.3 Plant Analyses

All plant samples were dried, weighed, and ground. Total S was determined in
all plant parts by ICP-AES after digestion with concentrated HNO;. Total N
was analyzed in shoots (dry combustion in a CHN analyzer) to ensure N
deficiency had not occurred.

4.3.4 Radio-Isotope Analyses

The post-trial samples from the pot experiment analyzed for total S (i.e. plant
parts, bulk soil and extracts from the physically protected S fractionation) were
also analyzed for *°S activity by liquid scintillation counting.
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Figure 6. Overview of the fractionation of soil S according to organomineral association and
physical protection and the determination of organic S speciation in bulk soil and organomineral
fractions.

4.3.5 S K-edge XANES Spectroscopy

The S K-edge XANES Spectroscopy was performed at beamline 1811 at the
MAX-laboratory, Lund University, Sweden. All spectra were recorded in
fluorescence mode, using a Lytle detector, and with a helium atmosphere at a
slight over-pressure to minimize noise related to the absorption and scattering
by air. The energy was calibrated by recording the S K-edge spectrum of solid
sodium thiosulfate pentahydrate (Na,S,03-5H;0) (Aldrich) immediately before
or after every sample, and assigning the maximum of the first peak in the
spectrum to 2472.02 eV (Williams et al., 1997). The raw XANES spectra were
background-subtracted by a linear function extrapolated from the pre-edge
region, and, if necessary, the same procedure was performed after the edge
region to achieve a slope of zero in the post-edge region (E>2500 eV).
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Model Compounds

Reference solutions (30 mM) for a number of model compounds (Table 5)
were prepared by combining each model compound with dimethyl sulfoxide
(DMSO), sodium sulfate or thiosalicylic acid. Using dilute solutions
minimized the problems with self-absorption and 30 mM was found to be an
optimal concentration for this purpose (Figure 3, section 3.2.2). The
combination of two compounds at equal concentrations and well separated
absorption peaks enabled internal calibration of post-edge intensities and
relative maximum intensities. Internally calibrated model spectra were
obtained by normalizing the peak intensity of DMSO at 2476.4 eV to 1.00 and
linear regression fitting the individual spectra for the two combined
compounds to the reference solution spectrum (Figure 7). DMSO was used as
the primary internal calibration reference compound because it is chemically
stable, soluble in both polar and non-polar solvents, and its absorption edge is
clearly separated from typical reduced and oxidized S forms. Sodium sulfate
and thiosalicylic acid, with edge peaks 2482.4 and 2473.4 eV respectively,
were calibrated against DMSO and then used as internal calibration reference
compounds when the absorption edge of a model compound coincided close to
DMSO. In this manner, the maximum K-edge intensities of all model
compounds were related to the normalized DMSO peak (Table 5, Figure 7).

2.5

= Combined sample
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g
o
I

—— Sodium sulfate
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Figure 7. Normalized S K-edge XANES spectrum of an aqueous solution of DMSO (30mM) and
sodium sulfate (30mM), with separation of the substances according to best fit with linear
regression. Residuals from the linear regression are indicated by the dashed line.
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Sample Data Treatment

A sub-set of bulk soil samples and acetylacetone extracts from the physically
protected S fractionation for the incubation experiment (Paper I) were freeze-
dried and used for determination of S speciation by S K-edge XANES
spectroscopy (Figure 6, section 4.3.3). The spectra were baseline corrected and
normalized by setting the intensity at 2490 eV to 1.0. Thereafter, a least
squares LCF regression method used the internally calibrated spectra of model
compounds (Table 5) to fit the sample spectra. Model S species that
contributed less than 2%, according to the preliminary fit, were excluded in the
final fits. The quantification of contributing S species was through three groups
of model compounds: reduced S (peak energy <2475), intermediate forms of
oxidized S (peak energy 2475-2479), and highly oxidized S (peak energy
>2479) (Table 5). The division corresponded to the three main absorption
peaks in the sample spectra (Figure 8). The fit in the post-edge region was used
as an internal quality control to ensure the model compounds included in the fit
were representative of those in the sample.

Reduced S Inter- : Highly oxidized S
mediate
S

Relative intensity (a.u.)

Cimm e amn, A i e e S
-y

2465 2470 2475 2480 2485 2490
Energy (eV)

Figure 8. Sulfur K-edge XANES spectrum for Hégasa FYM bulk soil (black line) with best LCF
fit (dashed black line) of model spectra (lines as described in Table 5). The divisions of model
spectra into groups depending on their electronic configuration are depicted by dashed vertical
lines.
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4.3.6 Statistical Analyses

The differences between treatments and soils were investigated at a 95%
confidence level with one-way and two-way analyses of variance (ANOVA),
followed by paired t-tests between treatments within soils, and between soils
within treatments. One-way ANOVA was used throughout Paper I (due to an
imbalanced data set caused by a failed incubation tube) and for S treatment
effects in Paper II. Two-way ANOVA was used for management system and
soil effects in Paper II. Single linear regression and partial least squares
regression (PLS) analyses were used to determine relationships between
different soil properties and net S mineralization in Paper I. MINITAB release
15.1 was used for all statistical analyses, except PLS, where SIMCA-P version
11.0 was used. The fitting of the XANES spectra in Papers III and IV was done
in Microsoft Excel with the LINEST function.
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5 Results and Discussion

5.1 Soil Sulfur Cycling

Sulfur mineralization was higher than S immobilization in all cases, when no
mineral S was added to the soils, resulting in net S mineralization in all tubes
during the incubation (Paper I) and all pots within the —S treatment during the
pot trial (Paper II) (Table 6). Furthermore, averaged over all sites, net S
mineralization rate was higher in the FYM treatment than in the CR treatment,
both in the incubation experiment (p=0.012) and in the —S treatment in the pot
trial (»<0.001). With the addition of mineral sulfate (+S treatment in the pot
trial, Paper II), transformation rates based on S uptake varied arbitrarily (Table
6); net S immobilization occurred in five out of eight cases and net S
mineralization in the remaining three cases. There was no significant difference
in the rate of S uptake between the management systems in the +S treatment,
suggesting that when mineral S was applied, the uptake rate depended on
factors other than S supply.

For individual sites, the difference between FYM and CR was only
significant (p<0.05) in the —S treatment of the pot trial, and not at all in the
Hogasa soil. There were some differences between the soils (Table 6),
especially within FYM; in particular Orup FYM had a higher net
mineralization rate than the other soils, especially in the pot trial. The
conditions in the —S treatment of the pot trial clearly stimulated S
mineralization in Orup FYM compared with the incubation experiment,
whereas in the other soils, mineralization rates in the two experiments were
similar regardless of management system. However, there was no correlation
between the net S mineralization estimates in the two experiments; therefore,
open incubation could not be validated as a prediction method for plant S
availability in these soils.
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Table 6. Net sulfur mineralization rates (ug S per kg dry soil per day + SE, n=3). Negative values
indicate net S immobilization. Different lower-case letters within the same column denote
significant differences between soils within that treatment (paired t-tests, p<0.05)

Incubation’ Pot trial’"
-S +S

Soil FYM CR FYM CR FYM CR
Fjardingslov 48ac+1 50+10"" 33ab+1 24ab+1 -37a+20 36a+10
Fors 46a+1 40a+1 39a+5 24a+3 -32a+5 -30b+10
Hogasa 38b=+1 37a+2 49b+5 48b+5 32b+8 -14b£16
Orup 59c¢+2 46a+3 107c+6 60abt11 57ab+32 -4ab+5
Vreta Kloster 47abc+3 41a+0 Not Not Not Not

included included included included
Average 48+2 41+£1 5749 3945 515 -34+9

TCalculated from accumulated SO*-S collected in leachates, Paper I
fiCalculated from total plant S uptake plus net change (post-trial minus pre-trial) in soil sulfate pool in -S

treatment, Paper 11
o

n=2 due to clogging of one tube, soil not included in statistical analyses or total average calculations

The isotopic labeling of the original inorganic sulfate pool in the pot trial
provided the possibility of tracing S from this pool as it moved through the
soil-plant system (Figure 9) and calculate net S flow within the system (Table
7). The transformation rates estimated from isotopic S-flow (Table 7) were
generally higher than the net calculations (Table 6), because they were closer
to the gross processes. Both immobilization and mineralization occurred in all
soils and S cycling rates were always considerably higher in pots containing
soil from Orup FYM than in the other pots.

Table 7. Net flow of soil S in the —S treatment in the pot experiment (ug S per kg dry soil per day)

Inorganic to Organic to plant S Inorganic to organic S°
plant S$* (mineralization) (immobilization)
Soil FYM CR FYM CR FYM CR
Fjardingslov 2 5 42 43 2 4
Fors 3 1 56 41 2
Hogésa 5 10 61 62 5 7
Orup 41 17 92 66 25 9

*Total **S activity in plant divided by specific activity of original sulfate in fresh soil
"Total plant S minus S from inorganic pool (*)
“Total **S activity in organic soil fractions divided by specific activity of original sulfate
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Figure 9. Relative distribution of initial inorganic sulfate within soil fractions (textured cells) and
plant parts (solid cells) in the different soils after the pot trial (Paper II), calculated as total **S
activity in a fraction divided by initial sulfate activity (isotopic decay accounted for). The line
indicates 50% of initial labeled inorganic sulfate.

During the experiment, all fractions of soil organic S were involved in the S
transformations, as indicated by the incorporation of isotopic *°S into all pools
(Figure 9), although net changes in pool sizes were generally small and
insignificant (Figure 10). Furthermore, there was no correlation between net S
mineralization and any organic S fraction (OrgS-ND, OrgS-D and OrgS-Res)
(Paper I), suggesting small differences in transformation rates between the
pools. However, the physically unprotected part of organic S in organomineral
association (OrgS-ND) correlated positively with total S in biomass (p=0.009,
R’=70%, df=7) (Paper II) and had the highest average ratio of °°S
incorporation relative to total S in the organic fractions (Figure 11), suggesting
a higher turnover rate in this pool. Conversely, the residual organic S pool had
a disproportionately low incorporation of - (Figure 11). Thus, there was
some evidence for physical protection reducing S mineralization and the
residual organic S pool having a slower turnover rate than the bulk of soil
organic S (Ladd et al., 1993; Eriksen et al., 1998), albeit not to the extent
previously considered. As the residual pool was only characterized by its
hydrophobic nature (not extractable in acetylacetone), the pool was probably
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Figure 11. Percentage of total *°S in soil recovered in each soil fraction after the pot trial plotted
against percentage of total soil S recovered in the same fraction. Squares indicate —S treatment
and triangles +S treatment. The line indicates a 1:1 ratio. The average incorporation ratios over
both treatments were 3.2 for Sol-S, 1.8 for OrgS-ND, 1.5 for OrgS-D, and 0.7 for OrgS-Res.

heterogeneous with varying degrees of activity. The active part most likely
consisted of microbial S and fresh organic matter, such as recently dead
microbes, plant roots, and fresh plant litter.

The inorganic and easily dissolved organic S pool (Sol-S) was the only soil
S pool with a net change during the pot trial, according to paired t-tests over all
sites and both management systems within S treatment (p<0.05) (Figure 10).
Evidently, this pool was being depleted in both S treatments, meaning that the
rate of plant uptake of inorganic sulfate was higher than the mineralization rate.
The PLS analyses (Paper I) revealed a negative relationship* between Sol-S
and net S mineralization (Figure 12), suggesting S mineralization was
stimulated when Sol-S availability was low. This implies biochemical
mineralization, directly aimed at providing S to the microbes. In addition, PLS
indicated net S mineralization was positively related to total N content and
negatively related to C/N ratio and total C (Figure 12), suggesting
mineralization through the biological pathway or, at least, co-mineralization

4. In a PLS loading scatter plot, correlations between variables are indicated by the angle
between lines drawn from the variables to the origin: 0° - positive relationship, 180° - negative
relationship and 90° no relationship.
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with N. Thus, both mineralization pathways were active in the soils, although
biological mineralization was probably dominant, as C/S ratios were within the
57-85 range normally found in microbial biomass’ (Scherer, 2001).

The single regression analyses (Paper I) revealed no significant correlations
between any basic soil property (Table 4, section 4.3.1.) and net S
mineralization. However, total C, C/N ratios and microbial activity (as
indicated by anaerobic N mineralization) were higher in FYM than in CR in all
soils, although the differences were not significant. This may partly explain the
higher S cycling rates in FYM, even though the data did not provide statistical
support for it.
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Figure 12. Loadings scatter plot for the Partial Least Squares regression. Variance in the
X-variables (soil variables) was used to explain the variance in the Y-variable (S-AccMin,
accumulated net S mineralization). Orup FYM data was excluded from the analysis, as
this soil was identified as an outlier (Paper I). Variables as described in the text, with the
addition of the following: N-PotMin = anaerobic N mineralization (microbial activity),
SO4-Ads = initial adsorbed sulfate and S-Res = OrgS-Res. Sol-S%, Org-SND%, Org-
SD% and S-Res% all refer to the percentage of total S recovered in the respective fraction.

5. As a substantial part of the C ingested by microbes is respired, the consumption ratios can be
expected to be considerably higher than the incorporation ratios, resulting in mineralization of the
surplus S.

42



5.2 Sulfur Supply and Plant Growth

Sulfur mineralization was vital for plant S supply in all treatments and soils
(paper II). The isotope analyses revealed at least 70% of S uptake by ryegrass
originated from the organic S pool, even when “optimal” amounts of mineral S
were applied (+S treatment). Moreover, >°S was recovered in shoots from the
2" harvest in the —S treatment (Figure 9, section 5.1), indicating re-
mineralization of recently immobilized S contributed to plant S uptake in all
soils from both FYM and CR. However, the mineralization rates were too slow
to avoid S deficiency in the ryegrass when no mineral S was applied. The S
content at 2™ harvest was below the limit for S deﬁciency6 in all shoots from
the —S treatment and there were visual signs of S deficiency (yellowish, stunted
shoots) in the ryegrass grown in all —S pots except those containing soil from
Orup FYM (Figure 13). In the +S treatment there were no indications of S or
other nutrient deficiencies, and the ryegrass appeared healthy (Figure 13). The
S deficiency led to reduced biomass production (p<0.001) in the —S treatment,
compared with the +S treatment (Figure 14). Analogous with the higher S
cycling rates, FYM pots within the —S treatment had higher biomass
production (p=0.022) and higher total plant S uptake (p=0.003, Figure 14) than
CR pots. Within the +S treatment, only biomass production differed between
FYM and CR (p=0.011), and in this treatment, biomass production was highest
in the CR pots. Site differences in biomass production and total S uptake were
significant (»<0.001) within both S treatments, as determined by ANOVA. The
paired t-tests revealed some significant differences (p<0.05), especially in the
=S treatment (Figure 14). The differences in S supply between the management
systems and soils appeared to be accentuated by S deficiency, whereas, with
sufficient S, other factors became more important for S mineralization.

FYM CR

FjJardingslév  Fors Hégasa Oorup FJardingslév Fors Hiogédsa Orup

Figure 13. Ryegrass at 2" harvest.

6. According to critical relationship calculations between total S and N as suggested by Mathot
et al., 2009; data not shown.
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Figure 14. Ryegrass biomass production (g dry weight per kg dry soil) below ground (below x-
axis) in roots, above ground (above x-axis) in shoots and stubble, and total S uptake (mg S per kg
dry soil) in biomass. Error bars represent standard error for total above-ground biomass (shoots
and stubble), root biomass and total S uptake. Different letters within the same treatment
combination (FYM/CR and —S/+S) denote significant differences between the sites within that
treatment combination.

5.3 Sulfur Speciation

The S K-edge XANES data treatment method developed for quantification of S
species in soils and other natural samples (Paper III), provided reliable results
for all bulk soil samples and extracts (Paper V). The fits were generally good
throughout the entire edge and post-edge regions, as exemplified by the
Hogasa FYM bulk soil spectrum in Figure 8 (section 4.3.5). As previously
suggested by others (Prietzel et al., 2003; 2007; Waldo et al., 1991), the
separation between reduced S species was difficult. However, in combination
with separate measurements of the inorganic sulfate content, the new method
produced reliable separation between organic sulfate (sulfate ester) and other
highly oxidized S species, due to a clear pre-peak/shoulder in the sulfate ester
spectrum (Figure 3c, section 3.2.2). Furthermore, the internal calibration of
model compounds revealed the relative absorption intensity was considerably
lower for ester sulfate than for inorganic sulfate in relation to DMSO (Table 5,
section 4.3.5). This has strong implications for the relative quantification of
sulfate esters in soils and, thus, the interpretation of data, which emphasizes the
importance of using internally calibrated model spectra to fit soil spectra.
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Sulfate ester was the most common S species (40-64% of total S in bulk soil)
in all samples (Figure 15), which resulted in highly oxidized S being the largest
group (44-70% of total S in bulk soil), especially in the acetylacetone extracts
(60-85% of total S in extract). As a group, reduced S species contributed the
least (13-21%) to total S in all bulk soil samples, except for Orup FYM, where
intermediate forms of oxidized S were least common (10%). The XANES
analyses of the acetylacetone extracts and calculated extractability ratios (the
percentage of a species group in bulk soil extracted by acetylacetone divided
by the percentage of total S extracted) indicated that stabilization of organic S
by organomineral association predominantly affected highly oxidized S species
(extractability ratio >1) (Figure 16, Table 8), which was in accordance with
previous reports on over-representation by HI-reducible S in clay-associated
pools (Keer et al., 1990; Eriksen, 1996). Intermediate forms of oxidized S had
a low extractability ratio (<1) and were mainly associated with the residual
fraction. In the Hogésa soil, the speciation of the physically protected and
unprotected organomineral fractions was almost identical; whereas, in the Fors
soil, the highly oxidized species were less dominant in the unprotected fraction.
The effect of management system on soil S speciation also differed among the
soils and soil type appeared important for treatment response of S speciation.

OReducedS [OlintermediateS mHighly oxidized §

FYM CR FYM CR FYM CR

Fors Hégasa Orup

Figure 15. Relative distribution between groups of S species in bulk soil according to the LCF
best fits of S K-edge XANES spectra. The horizontal line indicates 50% of total S in bulk soil.
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Figure 16. Modeled (best linear combination fit) S K-edge XANES spectra for bulk soil and
acetylacetone extracts of organic S fractions in organomineral association (OrgS-ND and OrgS-
D). The fluorescence intensity for each spectrum has been multiplied by the total S content in that
fraction. The spectrum for the residual organic S fraction (OrgS-Res) was calculated as the
difference between the bulk soil spectrum and the two acetylacetone spectra.

Table 8. Distribution of different S forms (% of total S in extract) in the acetylacetone samples
and ratios between the percentage of a species group in bulk soil extracted by acetylacetone and
the percentage of total S extracted (extractability ratio)

FYM CR
Reduced  Inter- Highly Reduced  Inter- Highly

Soil Fraction S mediate S oxidized S S mediate S oxidized S
Fors OrgS-ND 21 12 67 23 16 61

OrgS-D 10 14 76 7 8 85

Extractability

Ratio 0.9 0.3 1.7 1.0 0.6 1.1
Hogasa OrgS-ND 17 10 73 18 8 74

OrgS-D 19 8 73 18 10 72

Extractability

Ratio 1.0 0.3 1.6 0.9 0.3 1.4
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6 General Discussion and Conclusions

In this thesis, the main sulfur source for arable crops was the organic S pool in
the soil (Table 7), even when inorganic S fertilizer was applied. Thus, in order
to optimize S supply to crops, it is necessary to understand the dynamics of S
transformations within the soil and the influence of management system,
organic matter quality, and soil type. This thesis demonstrates that a livestock
management system including ley and regular farmyard manure application
increased the rate of S delivery to crops in the long term, compared to an arable
crop production system, where the only organic matter input is incorporation of
crop residues. Mineral S fertilization stimulated S immobilization, but plant
uptake of S originating from organic sources was still higher than without
mineral S application, due to increased biomass production. However, the
extent of treatment effects depended on soil type. One of the soils, Orup,
responded more to the management systems than the other soils did. In the
livestock system, the S cycling rates in the Orup soil were considerably higher
than in the other soils, whereas in the arable crop system, there was no distinct
difference between the soils. Consequently, Orup FYM responded less
markedly to inorganic S fertilization and the effects of S deficiency were less
severe.

However, the reasons for the different behavior of the Orup soil were not
clear. Differences in soil properties did not correlate with differences in S
cycling rates, and the microbial activity, as indicated by anaerobic N
mineralization, was at the lower end of the range in Orup FYM. As OrgS-ND
was highest in Orup FYM and also correlated with total plant S uptake,
physical protection of organic S could perhaps explain the lower mineralization
rates in the other soils, but this would need to be confirmed through further
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studies including more soils. It is possible the addition of P in the experiments’
stimulated the microbial community (Cleveland et al., 2002) more in the Orup
soil than in the other soils. At least, the P deficiency for crops due to long-term
lack of mineral P fertilization in the field is most severe in Orup (Carlgren and
Mattsson, 2001).

This thesis presented the opportunity to utilize and further develop
relatively new methods for determining soil S chemical properties and
organomineral associations. Thus, the organic S speciation was successfully
determined in bulk soils and acetylacetone extracts with a new method for data
treatment of S K-edge XANES spectra. This revealed relevant information
about differences in soil S chemistry in that the effect of management system
on soil S speciation differed between the soils and the majority of S in
organomineral complexes was highly oxidized. Moreover, the lower
contribution from S species of intermediate oxidization in Orup FYM
compared with the other soils might be part of the explanation for the high
turnover rate in this soil. In accordance with previous results (Vairavamurthy et
al., 1994) intermediate forms of oxidized S were not extracted by acetylacetone
to the same extent as the other groups of S species, but it is unclear whether the
association with the residual S pool automatically implies a slower turnover
rate. The residual S pool was the least active in the S cycling processes, but
was definitely not passive. Schroth et al. (2007) proposed that intermediate
forms of oxidized S are a transient group of compounds in soils, and
sulfonates® are quantitatively important biochemical substances, including
taurine, cysteic acid and sulfolipids (Vairavamurthy et al. 1994). Thus, a large
part of the intermediate forms of oxidized S can be assumed to reside in
microbes, plant roots and fresh organic matter, i.e. the active part of the
residual S fraction. Therefore, the low contribution from S species of
intermediate oxidization in Orup FYM was most likely an effect rather than a
cause of the high S cycling rates.

7. P was added by leaching with KH,PO, in the incubation experiment and was part of the
initial fertilization added to all pots in the pot trial.
8. Sulfonates were the dominant species in the group of intermediate forms of oxidized S.
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7/ Implications and Future Perspectives

The focus of this thesis was on the influence of management systems on S
cycling in Swedish arable soils, and the role of S chemistry, organomineral
association, and physical protection. The development of a new method for
data treatment of S K-edge XANES spectra rendered reliable quantification of
S species in soils and soil extracts. This is a very important step towards an
improved understanding of the chemical influence on soil S transformations,
especially as it offers the possibility of determining S speciation in organic
matter stabilized by organomineral associations and physical protection. These
processes are thought to affect S mineralization rates, although there was little
evidence of this in the data collected for this thesis. Differences in S cycling
patterns were identified between soils and management systems, but it was not
possible to elucidate the reasons for these differences based on the data
collected. Therefore, soil chemistry, or at least S chemistry, was not the
primary controlling factor for S mineralization. Future research should
encompass more disciplines, especially microbiology, soil biology and plant
physiology; and sulfur should be studied in relation to the cycling and
speciation of other nutrients. For example, the importance of organomineral
association and physical protection might be elucidated if there is sufficient
information on the speciation of C and N in these pools, as the majority of S
mineralization in this thesis appeared to be biological, i.e. a byproduct of C and
N turnover. As P deficiency could be partially responsible for the observed
differences in S mineralization rates between soils, this emphasizes the
importance of simultaneous studies on macro- and micronutrients.

The differences in treatment response between the soils highlight the
importance of including many soil types within treatments in order to isolate
treatment effects from soil effects. In this respect, the Swedish long-term
fertility field experiments are an excellent asset and deserve to receive more
attention.
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The practical implications of the results presented in this thesis are mainly for
future research, but a few words should be added for farmers. Optimal biomass
production requires that sulfur demand in the crop is satisfied, which in most
Swedish arable soils necessitates input of S through mineral and/or organic
fertilization. In the experiments presented in this thesis, S mineralization was
elevated in a livestock production system compared to an arable crop
production system, probably because the application of farmyard manure
stimulates the S cycling processes. Although it remains unclear what caused
the stimulation, farmyard manure can be a means to limit the dependency on
mineral fertilizers, for example in organic farming.
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8 Sammanfattning (Swedish Summary)

Svavel ar ett viktigt ndringsdmne, men var under lang tid ndstan forbisett ur
vaxtndringssynpunkt. Sedan 1980-talet har intresset for svavelomsittningen i
akermark Okat markant, som en f6ljd av att svavelbrist borjade uppstd i
jordbruksgrodor i vistra Europa och Nordamerika. Svavelbristen var i sin tur
en foljd av att atgdrder efter debatten kring surt regn ledde till kraftigt
reducerad svaveldeposition, samtidigt som nya kvive- och fosforgddselmedel
introducerades. De gamla gddselmedlen inneholl ofta stora méngder
sulfatsalter (< 24% S) fran framstillningsprocessen, men de nya medlen
innehaller mycket lite svavel (< 2%). Dessutom har det okade intresset for
ekologisk odling medfort ett storre behov av kunskap kring organiska
gddselformer och mojligheten att utnyttja markens forradd av organiskt svavel.
Vixter &r 1 princip uteslutande beroende av oorganiskt sulfat for att tillgodose
sitt svavelbehov, men i normala fall & mer d4n 95% av svavlet i marken i1
organisk form. Mycket forskning har dérfor bedrivits med syfte att pa ett enkelt
sdtt kunna forutsdga méngden svavel som tillgéngliggdrs for grodan frén
markens organiska material under en odlingssdsong. De metoder som har
anvants har dock varit otillrdckliga i sin precision och tillforlitlighet.

I denna avhandling har relativt nya metoder anvints for att kartligga
svavlets omséttning och kemiska egenskaper i jord frdn odlingssystemen
djurhallning och vixtproduktion pa fem olika platser i en serie svenska
langliggande bordighetsforsok. Den viktigaste skillnaden mellan systemen ar
det tillférda organiska materialet, som bestdr av kreatursgddsel respektive
skorderester. En inkubationsstudie och ett kérlforsok, dér det oorganiska
sulfatet mirktes med *°S, visade att kreatursgddseln medfort en okning av
svavelomsittningen jamfort med skorderesterna. Detta var speciellt tydligt i en
av jordarna, Orup. Mineraliseringen av svavel var inte tillricklig i ndgon av
jordarna for att tillgodose behovet av svavel hos rajgrds, ndr ingen
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svavelgddning tillférdes. Effekterna av den uppkomna svavelbristen var nagot
mindre 1 kreatursledet, speciellt i fallet Orup.

Organiskt S kan stabiliseras i marken genom bindning till lermineral och
dessutom skyddas fysiskt fran mikrobiella angrepp genom inneslutning i
mikroaggregat. Omfattningen av dessa stabiliseringsprocesser studerades
genom extraktion med acetylaceton och dispergering genom ultraljuds-
behandling. Méngden svavel i de olika fraktionerna varierade mellan jordarna,
men endast det fysiska skyddet visade en signifikant negativ inverkan pa
svaveltillgidngligheten for rajgrds. Inga andra korrelationer fanns mellan
markkemiska egenskaper och svavelomsittningen, utom att en hogre initial
sulfathalt och en 6kande C/N-kvot verkade minska mineraliseringen av S. De
observerade skillnaderna i svavelomsittning kunde darfor inte pa ett
tillfredsstillande sétt forklaras med de variabler som studerades.

En ny metod for behandling av data fran rontgenabsorptionsspektroskopi
(XANES) utvecklades som en del av avhandlingsarbetet. Metoden tillét
tillforlitlig identifiering och relativ kvantifiering av olika organiska och
oorganiska svavelforeningar i jordprover och extrakt. Resultaten visade pa
skillnader i svavelkemi mellan olika jordar och odlingssystem, men eftersom
behandlingseffekterna varierade mellan jordarna var det inte mojligt att dra
nagra generella slutsatser kring odlingssystemens péaverkan pa fordelningen
mellan olika svavelformer eller svavelformernas paverkan pa omséttnings-
hastigheterna. Analys av extrakt av fysiskt skyddat organiskt svavel, samt
svavel som stabiliserats genom komplexbildning med lermineral, visade att
hégoxiderade former av svavel, framforallt sulfatestrar, dominerade i dessa
fraktioner. Svavelformer med intermedidr oxideringsniva, mest sulfoxider,
aterfanns framforallt i den icke-extraherbara residualfraktionen. Omséttnings-
hastigheten 1 denna fraktion har tidigare ansetts vara ndstan forsumbar, men
enligt resultaten som presenteras i avhandlingen, deltog den aktivt i
omséttningsprocesserna, om dn i mindre utstrackning &n 6vriga fraktioner. For
att kunna avgdra vad fraktionernas olika svavelkemi har for betydelse for
svavelomsdttningen krivs att extrakt fran fler jordar analyseras.

Resultaten visade att kreatursgédning har en stimulerande effekt pa
svavelomsittningen, dven om det forblir oklart varfor. Den nya metoden for
kvantitativ bestimning av svavelkemin i jord och jordextrakt genom XANES
spektroskopi ger goda forutsittningar att statistiskt undersoka sambanden
mellan marksvavlets kemiska egenskaper och dess omsittning. Avhandlingen
tydliggor vikten av att anvinda langliggande forsok, att inkludera manga olika
jordtyper i samma behandling for att kunna sérskilja behandlingseffekter fran
jordeffekter, samt att studera flera niringsimnen samtidigt och arbeta mer
tvarvetenskapligt inom markkemi och markbiologi/mikrobiologi.

52



References

Ahmad, A., Abdin, MZ. (2000) Photosynthesis and its related physiological variables in the
leaves of Brassica genotypes as influenced by sulphur fertilization. Physiologia Plantarum
110, 144-149.

Anderson, DW., Saggar, S., Bettany, JR., Stewart, JWB. (1981) Particle size fractions and their
use in studies of soil organic matter: 1. The nature and distribution of forms of carbon,
nitrogen and sulphur. Soil Science Society of America Journal 45, 767-772.

Barrow, NJ. (1960) A comparison of the mineralization of nitrogen and of sulfur from
decomposing organic materials. Australian Journal of Agricultural Research 11, 960-969.
Beauchemin, S., Hesterberg, D., Beauchemin, M. (2002) Principal component analysis approach
for modeling sulfur K-XANES spectra of humic acids. Soil Science Society of America

Journal 66, 83-91.

Carlgren, K., Mattsson, L. (2001) Swedish Soil Fertility Experiments. Acta Agriculturae
Scandinavica, Section B, Soil and Plant Science 51, 49-76.

Castellano, SD., Dick, RP. (1991) Cropping and sulphur fertilization influence on sulphur
transformations in soil. Soil Science Society of America Journal 55, 114-121.

Ceccotti, SP. (1996) Plant nutrient sulphur — a review of nutrient balance, environmental impact
and fertilizers. Fertilizer Research 43, 117-125.

Cleveland, CC., Townsend, AR., Schmidt, SK. (2002) Phosphorus limitation of microbial
processes in moist tropical forests: evidence from short-term laboratory incubations and field
studies. Ecosystems 5, 680-691.

Curtin, D., Syers, JK. (1990) Extractability and adsorption of sulphate in soils. Journal of Soil
Science 41, 305-312.

Dent, D. (1986). Acid sulphate soils: a baseline for research and development. /LRI publications
39, 204 pp. Wageningen, Netherlands. (ILRI)

Drinkwater, LE., Cambardella, CA., Reeder, JD., Rice, CW. (1996) Potentially mineralizable
nitrogen as an indicator of biologically active soil nitrogen. In: Methods for assessing soil
quality, SSSA special publ ications 49, 217-229. Madison, Wisconsin, USA. (Soil Science
Society of America Inc.)

Dubuis, P-H., Marazzi, C., Stidler, E., Mauch, F. (2005) Sulphur deficiency causes a reduction in
antimicrobial potential and leads to increased disease susceptibility of oilseed rape. Journal of
Phytopathology 153, 27-36.

53



Eriksen, J., Mortensen, JV., Nielsen, JD., Nielsen, NE. (1995a) Sulphur mineralisation in five
Danish soils as measured by plant uptake in a pot experiment. Agriculture, Ecosystems &
Environment 56, 43-51.

Eriksen, J. Lefroy, RDB., Blair, GJ. (1995b) Physical protection of soil organic S studied using
acetylacetone extraction at various intensities of ultrasonic dispersion. Soil Biology &
Biochemistry 27, 1005-1010.

Eriksen, J. Lefroy, RDB. and Blair, GJ. (1995¢) Physical protection of soil organic S studied by
extraction and fractionation of soil organic matter. Soil Biology & Biochemistry 27, 1011-
1016.

Eriksen, J. (1996) Incorporation of S into soil organic matter in the field as determined by the
natural abundance of stable S isotopes. Biology and Fertility of Soils 22, 149-155.

Eriksen, J. (1997a) Sulphur cycling in Danish agricultural soils: turnover in organic S fractions.
Soil Biology & Biochemistry 29, 1371-1377.

Eriksen, J. (1997b) Sulphur cycling in Danish agricultural soils: inorganic sulphate dynamics and
plant uptake. Soil Biology & Biochemistry 29, 1379-1385.

Eriksen, J., Murphy, MD., Schnug, E. (1998) The soil sulphur cycle. In: Schnug, E. (Ed.). Sulphur
in Agroecosystems. 39-73. Dordrecht, The Netherlands. (Kluwer Academic Publishers, ISBN
0-7923-5123-1)

Eriksen, J., Mortensen, JV. (1999) Soil sulphur status following long-term annual application of
animal manure and mineral fertilizers. Biology and Fertility of Soils 28, 416-421.

Eriksen, J. (2005) Gross sulphur mineralisation-immobilisation turnover in soil amended with
plant residues. Soil Biology & Biochemistry 37, 2216-2224.

Eriksen, J. (2009) Chapter 2 Soil sulfur cycling in temperate agricultural systems. Advances in
Agronomy 102, 55-89.

Falk, KL., Tokuhisa, JG., Gershenzon, J. (2007) The effect of sulfur nutrition on plant
glucosinolate content: physiology and molecular mechanisms. Plant Biology 9, 573-581.

Fitzgerald, JW., Strickland, TC. (1987) Mineralization of inorganic sulphur in the O2 horizon of a
hardwood forest: Involvement of sulphatase enzyme. Soil Biology & Biochemistry 19, 779-
781.

Freney, JR., Stevenson, FJ. (1966) Organic sulfur transformations in soils. Soil Science 101, 307-
316.

Freney, JR. (1986) Forms and reactions of organic sulfur compounds in soils. In: Tabatabai, MA.
(Ed.). Sulfur in Agriculture. Agronomy 27. 207-232. Madison, Wisconsin, USA. (American
Society of Agronomy, Inc., Crop Science Society of America, Inc. and Soil Science Society of
America, Inc. ISBN 0-89118-089-3)

Ghani, A., McLaren, RG., Swift, RS. (1992) Sulphur mineralisation and transformations in soils
as influenced by additions of carbon, nitrogen and sulphur. Soi/ Biology & Biochemistry 24,
331-341.

Ghani, A., McLaren, RG., Swift, RS. (1993a) The incorporation and transformations of *°S in
soil: effects of soil conditions and glucose or sulphate additions. Soi/ Biology & Biochemistry
25,327-335.

Ghani, A., McLaren, RG., Swift, RS. (1993b) Mobilization of recently-formed soil organic
sulphur. Soil Biology & Biochemistry 25, 1739-1744.

54



Gharmakher, HN., Machet, JM., Beaudoin, N., Recous, S. (2009) Estimation of sulfur
mineralization and relationships with nitrogen and carbon in soils. Biology and Fertility of
Soils 45,297-304.

Gupta, VVSR., Lawrence, JR., Germida, JJ. (1988) Impact of elemental sulphur fertilization on
agricultural soils. I. Effects on microbial biomass and enzyme activities. Canadian Journal of
Soil Science 68, 463-473.

Haneklaus, S., Evans, E., Schnug, E. (1992) Baking quality and sulphur content of wheat - 1.
Influence of grain sulphur and protein concentrations on loaf volume. Sulphur in Agriculture
16, 31-34.

Hinds, AA., Lowe, LE. (1980) Distribution of carbon, nitrogen, sulphur and phosphorus in
particle-size separates from Gleysolic soils. Canadian Journal of Soil Science 60, 783-786.

Jalilehvand, F. (2006) Sulfur: not a “silent” element anymore. Chemical Society Reviews 35,
1256-1268.

Keer JI, McLaren RG, Swift RS (1990) Acetylacetone extraction of soil organic sulphur and
fractionation using gel chromatography. Soil Biology & Biochemistry 22, 97-104.

Kertesz, MA., Mirleau, P. (2004) The role of soil microbes in plant sulphur nutrition. Journal of
Experimental Botany 55, 1939-1945.

Kirchmann, H., Snéll, S., Eriksson, J., Mattsson, L. (2005) Properties and classification of soils of
the Swedish long-term fertility experiments: V. Sites at Vreta Kloster and Hogésa. Acta
Agriculturae Scandinavica, Section B, Soil and Plant Science 55, 98-110.

Knights, JS., Zhao, FJ., McGrath, SP., Magan, N. (2001) Long-term effects of land use and
fertiliser treatments on sulphur transformations in soils from the Broadbalk experiment. Soi/
Biology & Biochemistry 33, 1797-1804.

Kowalenko, CG., Lowe, LE. (1975) Mineralization of sulfur from four soils and its relationship to
soil carbon, nitrogen and phosphorus. Canadian Journal of Soil Science 55, 9-14.

Ladd, JN., Foster, RC., Skjemstad, JO. (1993) Soil structure: carbon and nitrogen metabolism. In:
Brussard, L., Kooistra, M.J. (Eds.) International Workshop on Methods of Research on Soil
Structure/Soil Biota Interrelationships. Geoderma 56, 401-434.

Lamers, LPM., Falla, SJ., Samborska, EM., van Dulken, IAR., van Hengstum, G., Roelofs, JGM.
(2002) Factors controlling the extent of eutrophication and toxicity in sulphate polluted
freshwater wetlands. Limnology and Oceanography 47, 585-593.

Mansfeldt, T., Blume, H-P. (2002) Organic sulfur forms in mineral top soils of the Marsh in
Schleswig-Holstein, Northern Germany. Journal of Plant Nutrition and Soil Science 165, 255-
260.

Mathot, M., Thélier-Huché¢, L., Lambert, R. (2009) Sulphur and nitrogen content as sulphur
deficiency indicator for grasses. European Journal of Agronomy 30, 172-176.

Maynard, DG., Stewart, JWB., Bettany, JR. (1983) Sulfur and nitrogen mineralization in soils
compared using two incubation techniques. Soil Biology & Biochemistry 15, 251-256.

Maynard, DG., Stewart, JWB., Bettany, JR. (1985) The effects of plants on soil sulfur
transformations. Soil Biology & Biochemistry 17, 127-134.

McGill, WB., Cole, CV. (1981) Comparative aspects of cycling of organic C, N, S and P through
soil organic matter. Geoderma 26, 267-286.

55



McGrath, SP., Zhao, FJ. (1996) Sulphur uptake, yield responses and the interactions between
nitrogen and sulphur in winter oilseed rape (Brassica napus). Journal of Agricultural Science,
126, 53-62.

McLaren, RG., Keer, JI., Swift, RS. (1985) Sulphur transformations in soils using sulphur -35
labelling. Soil Biology & Biochemistry 17, 73-79.

Mirleau, P., Wogelius, R., Smith, A., Kertesz, MA. (2005) Importance of organosulfur utilization
for survival of Pseudomonas putida in soil and rhizosphere. Applied and Environmental
Microbiology 71, 6571-6577.

Morra, MJ., Fendorf, SE., Brown, PD. (1997) Speciation of S in humic and fulvic acids using X-
ray absorption near-edge structure (XANES) spectroscopy. Geochimica et Cosmochimica
Acta 61, 683-688.

Norman, AL., Giesemann, A., Krouse, HR., Jager, HJ. (2002) Sulphur isotope fractionation
during sulphur mineralization: results of an incubation-extraction experiment with a Black-
Forest soil. Soil Biology & Biochemistry 34, 1425-1438.

Nzigueba, G., Smolders, E., Merckx, R. (2005) Mineralization of sulfur from organic residues
assessed by inverse isotope dilution. Soil Biology & Biochemistry 38, 2278-2284.

Nzigueba, G., Smolders, E., Merckx, R. (2006) Sulphur immobilization and availability in soils
assessed using isotope dilution. Soil Biology & Biochemistry 37, 635-644.

Pamidi, J., Goh, KM., McLaren, RG. (2001) Comparison of three different methods of
determining soil sulphur mineralization in relation to plant sulphur availability in soils.
Biology and Fertility of Soils 34, 131-139.

Pickering, 1J., Prince, RC., Divers, T., George, GN. (1998) Sulfur K-edge X-ray absorption
spectroscopy for determining the chemical speciation of sulfur in biological systems. FEBS
Letters 441, 11-14.

Prietzel, J. (2001) Arylsulfatase activities in soils of the black forest, Germany — seasonal
variation and effect of (NH4),SO; fertilization. Soil Biology & Biochemistry 33, 1317-1328.

Prietzel, J., Thieme, J., Neuhdusler, U., Susini, J., Koégel-Knabner, I. (2003) Speciation of sulphur
in soils and soil particles by X-ray spectroscopy. European Journal of Soil Science 54, 423-
433.

Prietzel, J., Thieme, J., Salomé, M., Knicker, H. (2007) Sulfur K-edge XANES spectroscopy
reveals differences in sulphur speciation of bulk soils, humic acid, fulvic acid, and particle
size separates. Soil Biology & Biogeochemistry 39, 877-890.

Reddy, KS., Singh, M., Tripathi, AK., Swarup, A., Dwivedi, AK. (2001) Changes in organic and
inorganic sulfur fractions and S mineralisation in a Typic Haplustert after long-term cropping
with different fertiliser and organic manure inputs. Australian Journal of Soil Research 39,
737-748.

Reddy, KS., Singh, M., Swarup, A., Subba Rao, A., Singh, K.N. (2002) Sulfur mineralization in
two soils amended with organic manures, crop residues, and green manures. Journal of Plant
Nutrition and Soil Science 165, 167-171.

Saggar, S., Bettany, JR., Stewart, JWB. (1981) Sulfur transformations in relation to carbon and
nitrogen in incubated soils. Soi/ Biology & Biochemistry 13, 499-511.

56



Saviozzi, A. Cardelli, R., Cipolli, S., Levi-Minzi, R., Riffaldi, R. (2006) Arylsulphatase activity
during the S mineralization in soils amended with cattle manure and green waste.
Agrochimica 50, 231-237.

Scherer, HW. (2001) Sulphur in crop production — invited paper. European Journal of Agronomy
14, 81-111.

Schnug, E, Haneklaus, S (1993) Impact of sulphur fertilization on fertilizer nitrogen efficiency.
Sulphur in Agriculture 17, 8-12.

Schroth, AW., Bostick, BC., Graham, M., Kaste, JM., Mitchell, MJ., Friedland, AJ. (2007) Sulfur
species behavior in soil organic matter during decomposition. Journal of Geophysical
Research 112, G04011, 10 pp.

Schopp, W., Posch, M., Mylona, S., Johansson, M. (2003) Long-term development of acid
deposition (1880-2030) in sensitive freshwater regions in Europe. Hydrology and Earth
Sciences 7, 436-446.

Shinmachi, F., Buchner, P., Stroud, JL., Parmar, S., Zhao, FJ., McGrath, SP., Hawkesford, MJ.
(2010) Influence of sulfur deficiency on the expression of specific sulfate transporters and the
distribution of sulfur, selenium, and molybdenum in wheat. Plant Physiology 153, 327-336.

Singh, ZYBR., Hansen, S., Hu, Z., Riley, H. (2007) Aggregate associated sulfur fractions in long-
term (>80 years) fertilized soils. Soil Science Society of America Journal 71, 163-170.

Smolders, A., Roelofs, JGM. (1993) Sulphate-mediated iron limitation and eutrophication in
aquatic ecosystems. Aquatic Botany 46, 247-253.

Solomon, D., Lehmann, J., Tekalign, M., Fritsche, F., Zech, W. (2001) Sulfur fractions in particle
size separates of the sub-humid Ethiopian highlands as influenced by land use changes.
Geoderma 102, 41-59.

Solomon, D., Lehmann, J., Martinez, CE. (2003) Sulfur K-edge XANES Spectroscopy as a Tool
for Understanding Sulfur Dynamics in Soil Organic Matter. Soil Science Society of America
Journal 67,1721-1731.

Solomon, D., Lehmann, J., Lobe, 1., Martinez, CE., Tveitnes, S., Du Preez, CC., Amelung, W.
(2005) Sulphur speciation and biogeochemical cycling in long-term arable cropping of
subtropical soils: evidence from wet-chemical reduction and S K-edge XANES spectroscopy.
European Journal of Soil Science 56, 621-634.

Solomon, D., Lehmann, J., Kinyangi, J., Pell, A., Theis, J., Riha, S., Ngoze, S., Amelung, W., du
Preez, C., Machado, S., Ellert, B., Janzen, H. (2009) Anthropogenic and climatic influences
on biogeochemical dynamics and molecular-level speciation of soil sulfur. Ecological
Applications 19, 989-1002.

Stroud, JL., Li, HF., Lopez-Bellido, FJ., Broadley, MR., Foot, 1., Fairweather-Tait, SJ., Hart, DJ.,
Hurst, R., Knott, P., Mowat, H., Norman, K., Scott, P., Tucker, M., White, PJ., McGrath, SP.,
Zhao, FJ. (2010) Impact of sulphur fertilisation on crop response to selenium fertilisation.
Plant and Soil 332, 31-40.

Tabatabai, MA., Al-Khafaji, AA. (1980) Comparison of nitrogen and sulfur mineralization in
soils. Soil Science Society of America Journal 44, 1000-1006.

Tabatabai, MA. (1982) Sulfur. In: Page, AL. et al. (Eds.). Methods of Soil Analysis, Part 2 —
Chemical Methods. SSSA Book Series: 9. 501-538. Madison, Wisconsin, USA.(Soil Science
Society of America, Inc. and American Society of Agronomy, Inc.)

57



Tabatabai, MA. and Chae, YM. (1991) Mineralization of sulfur in soils amended with organic
wastes. Journal of Environmental Quality 20, 684-690.

Tisdall, JM., Oades, JM. (1982) Organic matter and water-stable aggregates in soils. Journal of
Soil Science 33, 141-163.

Vairavamurthy, A., Zhou, W., Eglinton, T., Manowitz, B. (1994) Sulfonates: A novel class of
organic sulfur compounds in marine sediments. Geochimica et Chosmochimica Acta 58,
4681-4687.

Vairavamurthy, MA., Maletic, D., Wang, S., Manowitz, B., Egliton, T., Lyons, T. (1997)
Characterization of sulfur-containing functional groups in sedimentary humic substances by
X-ray absorption near-edge structure spectroscopy. Energy & Fuels 11, 546-553.

Vairavamurthy, A. (1998) Using X-ray absorption to probe sulfur oxidation states in complex
molecules. Spectrochimica Acta Part A 54, 2009-2017.

Valeur, 1., Nilsson, 1. (1993) Effects of lime and two incubation techniques on sulfur
mineralization in a forest soil. Soil Biology & Biochemistry 25, 1345-1350.

Vong, PC., Dedourge, O., Lasserre-Joulin, F., Guckert, A. (2003) Immobilized-S, microbial
biomass-S and soil arylsulfatase activity in the rhizosphere soil of rape and barley as affected
by labile substrate C and N additions. Soil Biology & Biochemistry 35, 1651-1661.

Vong, PC., Dedourge, O., Guckert, A. (2004) Immobilization and mobilization of labeled sulphur
in relation to soil arylsulphatase activity in rhizosphere soil of field-grown rape, barley and
fallow, Plant and Soil 258, 227-239.

Vong, PC., Nguyen, C., Guckert, A. (2007) Fertilizer sulphur uptake and transformations in soil
as affected by plant species and soil type. European Journal of Agronomy 27, 35-43.

Waldo, GS., Carlson, RMK., Moldowan, JM., Peters, KE., Penner-Hahn, JE. (1991) Sulfur
speciation in heavy petroleums: Information from X-ray absorption near-edge structure.
Geochimica et Cosmochimica Acta 55, 801-814.

Walters, DR., Bingham, 1J. (2007) Influence of nutrition on disease development caused by
fungal pathogens: implications for plant disease control. Annals of Applied Biology 151, 307-
324.

Wang, S., Wang, Y., Schnug, E., Haneklaus, S., Fleckenstein, J. (2002) Effects of nitrogen and
sulphur fertilization on oats yield, quality and digestibility and nitrogen and sulphur
metabolism of sheep in the Inner Mongolia Steppes of China. Nutrient Cycling in
Agroecosystems 62, 195-202.

Wang, ZH., Li, SX., Malhi, S. (2008) Effects of fertilization and other agronomic measures on
nutritional quality of crops. Journal of the Science of Food and Agriculture 88, 7-23.

Williams, KR., Hedman, B., Hodgson, KO., Solomon, EI. (1997) Ligand K-edge X-ray
absorption spectroscopic studies: metal-ligand covalency in transition metal tetrathiolates.
Inorganica Chimica Acta 263, 315-321.

Xia, K., Weesner, F., Bleam, WF., Bloom, PR., Skyllberg, UL., Helmke, PA. (1998) XANES
studies of sulfur in aquatic and soil humic substances. Soil Science Society of America Journal
62, 1240-1246.

Zhao, FJ., Wu, J., McGrath, SP. (1996) Soil organic sulphur and its turnover. In: Piccolo, A.
(Ed.). Humic substances in terrestrial ecosystems. 467-506. Amsterdam. (Elsevier Science
B.V.ISBN 0-444-81516-3)

58



Zhao, FJ., Fortune, S., Barbosa, SP., McGrath, SP., Stobart, R., Bilsborrow, PE., Booth, EJ.,
Brown, A., Robson, P. (2006a) Effects of sulphur on yield and malting quality of barley.
Journal of Cereal Science 43, 369-377.

Zhao, FJ., Lehmann, J., Solomon, D., Fox, MA., McGrath, SP. (2006b) Sulphur speciation and
turnover in soils: evidence from sulphur K-edge XANES spectroscopy and isotope dilution
studies. Soil Biology & Biochemistry 38, 1000-1007.

Zhou, W., He, P., Li, S., Lin, B. (2005) Mineralization of organic sulfur in paddy soils under
flooded conditions and its availability to plants, Geoderma 125, 85-93.

59






Acknowledgements

This thesis project was financed by the Swedish Research Council for
Environment, Agricultural Sciences and Spatial Planning (FORMAS) and
SLU, for which I am very grateful. MAX-lab synchrotron radiation source,
Lund University, Sweden is gratefully acknowledged for the allocation of
beam-time. Funding for beamline 1811 was kindly provided by the Swedish
Research Council and the Knut and Alice Wallenberg Foundation.

The work that has been put into this thesis stretches far beyond my
involvement. Many are you who have contributed in practice and in thought.
Without you this work would not have been possible and I am deeply grateful

to you all!

Special thanks are required to:

7
0.0

My main supervisor, /ngvar Nilsson, for giving me this opportunity
to dig deeper and learn more. I am endlessly grateful for your open
attitude, flexibility and ability to patiently follow my wildly
roaming thoughts.

My assistant supervisors, Jorgen Eriksen and Ingmar Persson, for
invaluable expertise in your respective areas. Jorgen, your input has
always been very accurate and I am deeply grateful for all your
kind and patient support. Ingmar, your enthusiasm, criticism and
energy is inspiring. I am very grateful for the innumerable hours
you have spent at MAX-lab with my samples and for introducing
me to the excellent XANES methodology.

My co-authors Gunnar Almkvist and Lennart Mattsson. Gunnar,

thank you for your fantastic work with the XANES model
compounds and data treatment, for manuscript reading and for

61



62

many interesting discussions. Lennart, I am utmost grateful for the
opportunity to use soil from the unique field experiments and for
your kind provision of knowledge about the soils.

The laboratory staff that has performed and/or assisted in the
laboratory work and analyses. Gunilla Hallberg, Tommy Olsson,
Maj-Lis Gernersson and Anders Ohlsson — thank you for putting
your expertise into providing accurate S data despite problematic
substances. Emma Lennmo and Karin Olsson — thank you for your
hard work with the acetylacetone extractions. Gunilla Lundberg
and Elisabet Borjesson — thank you for valuable laboratory advice
and assistance. Jerker Melin — thank you for giving me a chance to
enjoy Bohuslédn during the intensive summer with the pot trial.

Hdkan Marstorp, Magnus Simonsson and Johan Arvidsson for
taking time to read and provide valuable comments on this thesis.
Sue Avalon for excellent work on the language in all my scientific
writing.

My colleagues at the Department of Soil and Environment, for
providing me with education, scientific input, teaching skills and
company.

My dear friends for the many moments of joy, support and
companionship in studies, climbing, work, parenting or mere

existence — without you this would have been an endless struggle!

My family and extended family in various parts of the world.
Thank you for adding love and spice to my life!

Pappa — tack for att du alltid har fitt mig att kdnna mig vérdefull!

Mamma and Staffan, for always taking such good care of the kids —
and me. Tack for att ni finns!

Min élskade, Shawn, for opening my eyes and making me stronger,
for always believing in me and never letting me fail. I love you!

My wonderful children, Damian and Norah, for always putting a
smile on my face at the end of the day ©




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 600
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 600
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /SVE <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [595.276 841.890]
>> setpagedevice


