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Thesis summary

V. Thesis summary

Microorganisms are the key drivers of most processes in soil. Therefore, factors regulating
microbial composition, functions and activities are hot topics in soil science. Focusing on forest
ecosystems, this PhD aimed to evaluate: 1) abiotic (temperature and precipitation) and biotic (trees
species identity) factors regulating the composition of microbial communities in forest soils, ii) the
effects of forest biodiversity on microbial decomposition of organic polymeric compounds of plant
litter and iii) the effects of intrinsic properties of common low molecular weight organic substances
(LMWOS) on their microbial uptake and subsequent metabolization by soil microorganisms.

It was found that abiotic factors affect soil microbial community structure in forests
indirectly, mainly via modification of environmental conditions (soil pH, carbon (C) and nitrogen
(N) contents) and plant productivity, which was studied for the old deciduous ecosystems along a
climosequence gradient of Mt. Kilimanjaro. Effects of biotic factors on microbial communities was
checked for the young (10-year-old) monoculture forest in comparison with forests from mixed
species with contrasting functional traits (i.e. early primary (birch and alder) vs. late successional
species (beech and oak), and N-fixing (alder) vs. non-N- fixing (birch, beech and oak)) to reveal
direct impact of litter quality changes, before strong modification of edaphic factors occurs.
Afforestation had stronger effects on the development of fungal (increased by 50-200% based on
the biomarker analysis) than of bacterial communities (increased by 20-120%). These effects were
proved for all forests, but were more pronounced under the monocultures compared to mixtures.
Consequently, species identity has stronger effects than diversity on the formation of microbial
community structure in soil.

Enzyme systems, responsible for decomposition of plant litter, reacted differently to
afforestation with species having contrasting functional traits, even for the enzymes responsible for
one element (C or N). The maximum activities of B-N-acetylglucosaminidase, B-xylosidase and
acid phosphatase were found for the sites, where early primary species (birch) developed
simultaneously with late successional species (beech and oak), showing synergistic effects. In
contrast, development of beech in monoculture strongly suppressed enzyme activities. The effects
of forest biodiversity on element dynamics in soil were proven by N functional genes abundance
and N cycling rates (gross and net nitrification and ammonification). N functional genes abundance
is less sensitive parameter to reveal significant effects of forest biodiversity on N cycling at the

early stage of afforestation compared to direct measurement of N cycling rates, and both parameters
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Thesis summary

should be accounted. Forest composition affects microbial utilization of common LMWOS, but
there is a knowledge gap regarding 1) an appropriate review on the composition, content of fate of
sugars in the soils, which are the main C and energy source of microorganisms and ii) effects of
intrinsic properties of LMWOS (C oxidation state, molecular weight, number of C atoms) on their
utilization by microorganisms. For the first question, a literature review has revealed that sugars are
subjected to intensive recycling in soil: 80% of all sugars are recycled microbial compounds and
only 20% are originated from plant biomass. For the second question, substances with C oxidation
states varying from '0' (glucose, fructose and alanine) to '+0.5' (succinic acid), +1' (glycine and
malic acid) and '+2' (formic acid) were studied. The C oxidation state of LMWOS correlated
significantly with their half-life (77;) in soil solution, with more oxidized substances (formic acid)
being utilized by microorganisms six times faster than less oxidized substances (sugars). In contrast,
LMWOS-C oxidation state had no effect on the 7', of C incorporated into microbial biomass due to
cell metabolites produced from the initial LMWOS. The portion of mineralized LMWOS increased
with their C oxidation state, being 4.5 times higher for formic acid compare to sugars, and
corresponded to the decrease of C incorporated into microbial biomass and soil organic matter
pools.

In conclusion, biotic factors such as tree species should be accounted when studying
microbial community composition in forest soils. However, abiotic factors play a secondary role
and are strongly mediated by biotic controls. To quantify the role of microbial functions for the
decomposition of litter-derived organic compounds biochemical (enzyme activities) and molecular
methods (e.g. functional gene abundance), as well as direct measurements of process rates (e.g.
decomposition nitrification or ammonification rates), should be performed in combination and

related to the molecular properties (e.g. C oxidation state) of the microbially utilized substances.
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Zusammenfassung

Mikroorganismen spielen die Schliisselrolle fiir die meisten Umsatzprozesse im Boden. Deswegen
werden Einflussfaktoren auf die Zusammensetzung, Funktion sowie Aktivitdt der mikrobiellen
Gemeinschaft intensiv in der bodenkundlichen Forschung diskutiert. Diese Dissertation untersucht
in Waldokosysteme die Relevanz von 1) abiotischen (Temperatur und Niederschlag) und biotischen
Einflussfaktoren (Baumart) auf die Zusammensetzung der mikrobiellen Gemeinschaft in
Waldbdden, ii) die Effekte der Biodiversitit auf den mikrobiellen Abbau von organischen
Polymeren der Pflanzenstreu und iii) den Einfluss der Struktureigenschaften hdufig anzutreffender,
niedermolekularer organischer Verbindungen auf deren mikrobielle Aufnahme und
Metabolisierung.

Abiotische Faktoren beeinflussen die mikrobielle Zusammensetzung in Waldbdden indirekt,
d.h. 1iber die Modifikation der Umweltbedingungen (Boden-pH, Kohlenstoff- und
Stickstoffgehalte), sowie direkt mittels der pflanzlichen Nettoprimérproduktion, was entlang eines
Klimagradienten in den Laubwéldern des Kilimandscharo untersucht wurde. Die biotische
Beeinflussung mikrobieller Gemeinschaften wurde anhand des Vergleichs einer zehn Jahre alten
Monokultur mit Mischwéldern unterschiedlicher Merkmale (d.h. Pioniergehdlzen (Erle und Birke)
im Vergleich zu Arten der spiten Sukzession (Buche und Eiche), bzw. stickstofffixierenden (Erle)
und nicht-stickstofffixierenden Arten (Birke, Buche und Eiche) eruiert, um so die direkte Wirkung
der Streuqualitét ohne die Beeinflussung edaphischer Faktoren zu untersuchen.

In allen untersuchten Kulturen beeinflusste Aufforstung die Entwicklung der pilzlichen
Gemeinschaft (+50-200% basierend auf Biomarker-Analysen) stirker als die der bakteriellen
Gemeinschaften (+20-120%), wobei die Effekte unter Monokulturen stirker als unter
Mischkulturen waren. Deswegen wirkte sich der Arteffekt einzelner Baumspezies stirker als die
Diversitit des Bestandes auf die Zusammensetzung der mikrobiellen Gemeinschaft im Boden aus.
Enzymsysteme, die verantwortlich fiir die Zersetzung von Streu sind, reagierten unterschiedlich auf
die Aufforstung mit unterschiedlichen Baumarten. Selbst zwischen Enzymen, die Reaktionen im
gleichen biogeochemischen Kreislauf (C oder N) katalysieren traten unterschiedliche Reaktionen
auf. Die hochsten Aktivititen von [-N-Acetylglucosaminidase, p-Xylosidase und saurer
Phosphatase traten dort auf, wo sich Arten der frithen Primérsukzession (Birke) gemeinsam mit
Arten der spdteren Sukzession (Buche, Eiche) entwickelten und so synergistische Effekte erzeugten.
Im Gegensatz dazu waren die Enzymaktivititen in der Birkenmonokultur deutlich geringer. Die

Wirkung der Diversitit auf die Nahrstoffkreisldufe wurde auch anhand der Abundanz funktioneller
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Gene fiir den N-Kreislauf, sowie anhand der Stickstoff-Umsatzraten (Brutto- und Nettonitrifikation
bzw. Ammonifikation) bestimmt. Auch wenn funktionelle Genhiufigkeiten im Vergleich zur
direkten Messung der N-Umsatzraten tendenziell weniger sensitiv bei der Bestimmung signifikanter
Einfliisse der Diversitiat auf den N-Kreislauf in frithen Sukzessionstadien waren, so sollten doch
beide Parameter gemeinsam betrachtet werden.

Die Baumartenzusammensetzung der Wélder beeinflusst auch die mikrobielle Nutzung
niedermolekularer Substrate im Boden. Allerdings bestehen Wissensliicken beziiglich 1) der
Zusammensetzung, der Menge und dem Verbleib von Zuckern im Boden, obwohl diese als
Hauptenergie- und Kohlenstoffquelle fiir Mikroorganismen gelten, sowie ii) der Folgen intrinischer
Eigenschaften niedermolekularer organischer Substanzen (Oxidationsgrad des Kohlenstoffs,
Molmasse, Anzahl von C-Atomen) auf deren mikrobielle Nutzung. Beziiglich der ersten Frage
zeigte eine Literaturstudie, dass Zucker im Boden einer umfassenden Wiederverwertung
unterliegen: 80% der Zucker stammen aus wiederverwendeten mikrobiellen Uberresten und nur
20% entstammen der Pflanzenbiomasse. Fiir die zweite Fragestellung wurden Substanzen
unterschiedlicher mittlerer Kohlenstoff-Oxidationszahlen von '0' (Glukose, Fruktose und Alanin),
iiber Succinylsdure ('+0.5'), Glyzin und Maleinsdure ('+1') bis zur Ameisensdure ('+2') untersucht.
Der Oxidationsgrad des Kohlenstoff war signifikant mit der Halbwertszeit der Verbindungen in der
Bodenlosung korreliert, wobei Substanzen hoherer Oxidationsgrade (Ameisensdure) sechs Mal
schneller als solche niedrigerer Oxidationsgrade (Zucker) mikrobiell verwertet wurden. Im
Gegensatz dazu hatte der Oxidationsgrad der niedermolekularen Verbindungen keinen Einfluss auf
die Halbwertszeit des in die mikrobielle Biomasse eingebauten Kohlenstoffes und somit der
mikrobiellen Metabolite, die aus der initialen Kohlenstoffquelle gebildet wurden. Der
Mineralisierungsgrad unterschiedlicher Substrate stieg mit dem Oxidationsgrad an: Essigsdure
wurde 4.5 mal mehr veratmet als die Zucker, was im Gegenzug mit der Abnahme des C-Einbaus in
die mikrobielle Biomasse oder in andere Pools organischer Substanzen einher ging.

Zusammenfassend sollten biotische Faktoren wie die Baumart in Untersuchungen der
mikrobiellen Gemeinschaft in Waldbdden integriert werden, wohingegen abiotische Faktoren eher
eine untergeordnete Rolle spielen und von biotischen EinflussgroBen massiv abgemildert werden.
Zur Quantifizierung der Bedeutung mikrobieller Funktionen fiir den Abbau streubiirtiger
Substanzen sollten biochemische (Enzymaktivititen) und molekularbiologische Methoden (z.B.
Abundanz funktioneller Gene) sowie direkte Messungen von Umsatzraten (z.B. Abbau-

Nitrifikations- oder Ammonifikationsraten) in Kombination angewandt und gemeinsam mit

XV



Thesis summary

molekularen Eigenschaften wie der mittleren Oxidationszahl der mikrobiell-genutzen Verbindung

betrachtet werden.

xXvi



Acknowledgements

VI. Acknowledgements

I would like to acknowledge to the Erasmus Mundus Joint Doctoral Programme "Forest and
Nature for Society" (FONASO) the funding for my PhD work. I would also like to thank the Sér
Cymru National Research Network for Low Carbon Energy and Environment for supporting the
BangorDIVERSE experiment, which I used extensively within my studies. Part of the work was
done in collaboration with my colleague - Joscha Nico Becker, who kindly provided me the samples
from the Kilimanjaro Ecosystems study, which was supported by grants from the German Research
Foundation (DFG) within Project KU 1184/20-2 and /20-3 of the Research-Unit 1246 (Kilimanjaro
Ecosystems under Global Change).

This project was supervised by Prof. Yakov Kuzyakov and Prof. Davey Jones. I am really
grateful to both of them for their big contribution to my education and future career. I am thankful
because they gave me great possibilities and chances to develop my creativity and scientific
thinking and always supported my work.

I am thankful to my family, who supported my willing to go abroad to get my PhD degree
and especially to my mother and father, who was always on the phone to listen to all my difficulties

and problems.

Xvil



List of articles

VII. List of articles
This thesis is based on the following articles:

I. Anna Gunina, Joscha Nico Becker, Andreas Hemp, Luo Yu, Davey L. Jones and Yakov
Kuzyakov. (2017). Determining the optimal temperature and precipitation for microbial community
development in montane forest ecosystems: PLFA analysis along a 3500 m altitudinal gradient on

Mt Kilimanjaro. Unpublished manuscript.

II. Anna Gunina, Andrew R. Smith, Douglas L. Godbold, Davey L. Jones and Yakov Kuzyakov.
(2017). Response of soil microbial community to afforestation with pure and mixed species. Plant

and Soil 412: 357-368

III. Anna Gunina, Kristina Syundyukova, Andrew R. Smith, Davey Jones and Yakov Kuzyakov.

(2017). Effects of afforestation on enzyme activities in soil. Unpublished manuscript.

IV. Relena R. Ribbons, Anna Gunina, Andy R. Smith, Lars Vesterdal, Morag A. McDonald, Yakov
Kuzyakov and Davey L. Jones. (2017). Microbial nitrogen cycling gene abundance does not reflect

nitrogen processing rates in forest soils. Unpublished manuscript.

V. Anna Gunina and Yakov Kuzyakov. (2015). Sugars in soil and sweets for microorganisms:

Review of origin, content, composition and fate. Soil Biology and Biochemistry. 90: 87-100.
VI. Anna Gunina, Andrew R. Smith, Yakov Kuzyakov and Davey L. Jones (2017). Microbial

uptake and utilization of low molecular weight organic substrates in soil depend on carbon

oxidation state. Biogeochemistry. 133: 89—-100.

xviii
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Chapter 1. General introduction and rationale

1.1 General introduction
Forests represent unique ecosystems, where half (for the tropics) to 85 % (for the boreal

zone) of C is stored in the soil (Dixon et al., 1994). As in other ecosystems, microorganisms play a
leading role in the function of forest soils by regulating nutrient cycles, as well as contributing
directly to the formation and stabilization of soil organic matter (SOM). Climatic variables can
affect the composition of soil microbial communities directly as well as indirectly, by regulating the
type and productivity of plant communities. On the other hand, plant litter and root exudates create
specific conditions for the development of specific microorganisms, depending on the plant
community type. Thus, one of the central topics regarding the functioning of forest soils is the
contribution of abiotic and biotic factors to the formation and function of microorganisms.

One of the open questions related to the formation of soil microbial communities is the
effect of abiotic factors, such as temperature and precipitation. It has been shown that mean annual
precipitation (MAP) has a strong positive effect on the richness of fungal communities (Tedersoo et
al., 2014), and the closer an ecosystem is located to the equator, the richer the fungal soil
community becomes (Tedersoo et al., 2014). Also, the composition of a bacterial community can be
explained by the range in mean annual temperature (MAT) and MAP (Griffiths et al., 1999; Xu et
al., 2014). Climatic factors strongly affect the productivity of plant communities as well as soil
chemical properties, which both impact microbial community composition. Thus, there is still a
knowledge gap regarding how climatic factors alone contribute to the formation of soil microbial
communities. To address this question, mature soils formed under natural forests, on similar parent
material, and within the same time frame should be studied, where strong variations in MAT and
MAP can be found within a short distance. These conditions can be met in mountain ecosystems.

Previous studies have shown that compositionally distinct soil microbial communities
can be formed under various forest types (e.g. beech, oak, and pine), which is directly related to the
quantity and quality of plant litter and root exudates (Hackl et al., 2005). On the other hand, it has
been shown that edaphic factors, such as soil pH, clay content (Scheibe et al., 2015), as well as the
age of the forest (Banning et al., 2011), can affect microbial community composition. Thus, it is
hard to separate the effect of the plant species itself from the effect of environmental factors on the
formation of soil microbial community composition in forests. It is known that changes in soil

chemical properties typically occurs over several decades, whereas the quality of plant inputs
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changes almost immediately after forest establishment. Therefore, to reveal the effect of tree species
composition on microbial community structure, young forests should be studied.

The function of soil microbial communities can be estimated by 1) their ability to break
down and recycle complex organic compounds (Razavi et al., 2016), as well as by ii) the
subsequent utilization of the decomposition products formed during this process (Boddy et al.,
2007) (low molecular weight organic substances (LMWOS)). Follow forest establishment,
significant changes in the quality and quantity of organic matter inputs, as well as edaphic
conditions and cycles of all essential nutrients, such as carbon (C), nitrogen (N) and phosphorus (P),
are strongly modified. Soil enzymes serve as good indicators for shifts in nutrient cycling rates and
are believed to react rapidly to changes in environmental conditions (Bandick and Dick, 1999).
However, how tree species with different functional traits (i.e. N-fixing vs non-N-fixing, early
primary vs late successional species) and their combinations affect soil enzymatic systems is still an
open question. Moreover, it is unclear how the rates of these processes (e.g. nitrification) are altered
after afforestation with various tree species and which parameters (e.g. direct measurements of the
processes rates or functional genes abundance) reflect these changes.

Utilization of LMWOS by microorganisms has been studied intensively during the last
20 years (Boddy et al., 2007; Farrar et al., 2003; Grayston et al., 1997). However, most of the
previous studies have focused on the utilization of LMWOS with respect to soil type (Jones, 1999),
plant community composition (Gunina and Kuzyakov, 2015), and C substrate concentration
(Schneckenberger et al., 2008). In contrast, the intrinsic properties of the LMWOS, such as
substance type and their physiochemical properties (e.g. oxidation state, number of C atoms and
number of COOH groups) has not received much attention. In addition, there is a knowledge gap
regarding the content, composition, and fate of many types of LMWOS.

This thesis therefore contains several studies which address the knowledge gaps
highlighted above, specifically regarding the effect of abiotic (temperature and precipitation) and
biotic (plant biodiversity) factors on microbial community formation and function in forest soils.

Lastly, some new research directions are presented on the fate of LMWOS in soil.

1.2 Thesis plan

The thesis consists of nine chapters, which address scientific gaps regarding the
formation and function of the microbial community in forest soils, as well as the fate of LMWOS.

Chapter one provides a general introduction to the research topics investigated in the PhD. Chapter
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two provides a short literature review on the knowledge gaps regarding formation and function of
microbial communities in forest soils and the fate of LMWOS. In Chapter three (Fig. 1-1), research
results are presented regarding the effect of environmental factors on the structure of soil microbial
communities, which was investigated using plots allocated along the Mt. Kilimanjaro (3500 m)
elevation gradient under natural deciduous vegetation. In chapter four (Fig. 1-1), research results
regarding the effect of monoculture and mixed species forests (presented by species with various
functional traits) on the formation of soil microbial communities are described for young afforested
stands at the BangorDiverse field experiment. Both studies were performed using a molecular
biomarkers technique, namely phospholipid fatty acids (PLFAs), to reveal microbial community
composition patterns. Chapter five (Fig. 1-1) focuses on the function of microorganisms and
activities of soil enzymes responsible for the C, N, and P cycling in forest soils formed under
various tree species. In chapter six (Fig. 1-1), the comparison of two methods, namely direct
measurement of N process rates and N-functional genes abundance, is made to reveal which
approach is more valuable for revealing changes in N cycling in soils under different forest types.
Both studies used soil samples collected at the BangorDiverse experimental site. Chapters seven
and eight (Fig. 1-1) focus on the uptake of LMWOS by microorganisms, their utilization, and
mineralization. This work was divided into two parts: 1) a review study on one class of LMWOS —
sugars (chapter seven), and ii) an investigation of sugar, carboxylic acid, and amino acid utilization
by microorganisms (chapter eight). The review focuses on the content, composition and fate of
sugars in the soil, including the possible contribution of sugar-derived C to the soil solution and
SOM composition. Based on this review, the second part of the work was performed (chapter eight)
to reveal the fate of three different LMWOS classes (i.e. sugars, carboxylic acid, and amino acids)
in soil, but with the main focus on their properties. In chapter nine, the main conclusions from the
work are presented, as well as future directions for research associated with the topics investigated

in the thesis.
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Figure 1-1. Schematic overview of experimental chapters (Ch) of the PhD. Processes contributing
to the formation of soil microbial community structure and activity in forest soils are presented.
SOM - soil organic matter, DIM - dissolved inorganic matter, DOM - dissolved organic matter.

1.3 Thesis objectives

The objectives of the thesis were:

1) To reveal the effect of abiotic (i.e. temperature and precipitation) and biotic (i.e. plant
community type) factors on the formation of microbial communities in forest soils (chapter 3 and
4);

2) To reveal changes in the function of soil microbial communities after afforestation, with the main
focus on 1) utilization of organic polymers of plant litter by estimation of soil enzymatic activity

(chapter 5) and ii) N cycling (chapter 6);
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3) To reveal the fate of a particular class of LMWOS (sugars) in soil in terms of their long and

short-term dynamics (chapter 7), as well as estimate how substance properties can affect the fate of

LMWOS-C in soil for the three main LMWOS classes (chapter 8).

1.4 Methods employed

Table 1 provides a summary of the main methods used within the PhD.

Table 1-1. Summary of the methods used in the PhD.

Measured parameter

Method

Reference/Equipment

Structure of soil microbial

communities

Phospholipid fatty acids
Liquid-liquid extraction
GC-MS/GC-C-IRMS
DNA extraction

(Frostegard et al., 1991)

Activity of soil microbial
communities

Enzyme activities by addition of
fluorogenic substrates.

(Dorodnikov et al., 2009;
Sanaullah et al., 2011)

Functions of soil microbial Nitrogen functional genes (Braker et al., 1998)
communities abundance

Utilization of "*C labelled Soil solution extraction by (Glanville et al., 2012)
LMWOS by microorganisms centrifugation

Liquid scintillation counting by
B—spectrometry

Microbeta, Beckmann 6500

Microbial biomass C

Fumigation-extraction procedure

(Vance et al., 1987)

Ammonification, gross N
mineralization, net N
mineralization

Aerobic and anaerobic soil
incubations

(Mulvaney, 1996)

NO; and NH," concentrations in
soil solution

Spectrophotometry

(Mulvaney, 1996)

pH

Glass Electrodes, Orion U402-S7

Total C and N

Dry combustion

Analytic Jena
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2.1. Features of forest ecosystems and forest soils
2.1.1 Differences between forest and agricultural soils

Forest ecosystems have an area of around 4.1 billion ha, which is 2.7 times higher than
agricultural ecosystems (1.5 billion ha) (Lal, 2005). Environmental conditions in forest ecosystems
are completely different from those in agricultural systems: i) plant litter (above as well as
belowground) remains in situ within forests, leading to much higher C inputs compared to
agricultural ecosystems, and ii) forest ecosystems are not subjected to tillage, leaving the soil
structure undisturbed. Both factors promote much higher C accumulation in an ecosystem,
especially within the soil component.

Besides higher C accumulation, other properties of forest soils are also different from those
under agricultural management. Firstly, forest litter is rich in recalcitrant substances such as lignin,
cellulose and waxes (Johansson, 1995), which leads to its slower decomposition in comparison to
crop residues and promotes its net accumulation. Secondly, trees provide higher amounts of root
exudates than annual plants: 60% of the assimilated C of Scots pine are transferred belowground
annually vs. 10-40% for annual plants (Grayston et al., 1997). Thirdly, even if the composition of
tree root exudates is similar to the exudates of annual plants, some compounds are only found in
forests, including aconitic, gluconic, oxaloacetic, abietic and shikimic acids (Grayston et al., 1997).
The abundance of organic acids in root exudates acidifies forest soils (Fu et al., 2015) and increases
migration of nutrients through the soil profile. Fourthly, the moisture content of forest soils is
typically higher than that of cropland due to shading of the soil surface, which reduces evaporation
and affects tree root architecture. Thus, specific conditions are present in the forest soils which

make all processes and element cycling different from those in agricultural ecosystems.

2.1.2. Effect of afforestation on soil properties
After forest establishment, a cascade of processes occurs in soil, which progressively shifts

its physical and chemical properties. Bulk density decreases (Korkang, 2014) due to an increase in
the density of root systems, total porosity increases (Korkang, 2014), and the proportion of
macroaggregates increases (An et al., 2010) as a response to the absence of tillage. Soil C stocks
gradually increase with forest age (Alriksson and Olsson, 1995; Lima et al., 2006; Romanya et al.,
2000). Specifically, the proportion of particulate organic matter (POM) increases from 5 to 30 %

after seven years of forest growth (Besnard et al., 1996). Soil pH decreases as a result of high
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organic acid content in the root exudates, as well as strong uptake of cations by growing trees (Fu et
al., 2015). The quality of SOM is also changed: the C/N ratio of SOM increases due to the input of
forest litter with a wide C/N ratio, including a high input of lignin, cellulose, and tannins.

Changes to soil properties following afforestation occur at different rates: C and N stocks
generally increase with forest age and achieve maximum accumulation rates during the exponential
tree growth phase (DeLuca and Boisvenue, 2012), and gradually decline in late successional stage
forests. Approximately 30-50 years after afforestation, C and N stocks become stabilized (Fu et al.,
2015; Kalinina et al., 2011). The reported pH decrease for 27-year-old forests was around 0.95 units
(Fu et al., 2015), and 80-100 years of forest development is required to obtain pH values close to
the level found in old growth forest soils (Ritter et al., 2003).

Thus, even though several processes and shifts in soil chemical and physical properties occurs after
afforestation, they can not serve as indicators for modification of the soil environment at the early

stage of forest development.

2.1.3 Afforestation and soil microorganisms
Usually the content of microbial biomass in forest soils in two times higher compared to

agricultural soils (Zhang et al., 2017). Changes in soil physical and chemical properties following
afforestation stimulate soil microbial biomass development (Yang et al., 2014). However, in
contrast to soil chemical properties, the composition of microbial communities can stabilize already
during the first years after forest establishment (Yang et al., 2014). However, diverse responses of
particular microbial groups to afforestation have been observed. Contents of bacteria and fungi
(based on the analysis of microbial biomarkers) were reported to be higher for 7-year-old forests
compare to 1-year-old plots (Yang et al., 2014). Increases of both bacterial and fungal biomarker
contents were found for 15-year-old coniferous forest stands (Deng et al., 2016). 27 years after
afforestation, contents of fungal and arbuscular mycorrhizal fungi (AMF) biomarkers were higher
in broadleaf and Cunninghamia forests compared to a pine forest (Fu et al., 2015). In contrast, only
weak differences were found for the content of bacterial biomarkers for 27-years-old coniferous and
deciduous forests (Fu et al., 2015), and only trends of increasing fungal biomass were observed for
the 18-year-old Eucalyptus forests (Cavagnaro et al., 2016).

Thus, even if afforestation promotes an increase in microbial biomass and the content of
particular microbial groups, the changes depend on the forest type. Furthermore, simultaneous

changes of the soil chemical and physical properties, especially at the late stage of forest
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development, prevents the direct effect of forest development on the formation of soil microbial

communities from being distinguished.

2.2. Microbial community composition in forest soils
2.2.1. Effect of forest type on the structure of soil microbial communities

Besides the formation of specific conditions in soils after afforestation and stimulation of
microorganism growth, tree species can promote the development of specific microbial
communities (Hackl et al., 2005; Vivanco and Austin, 2008). For example, compared to broadleaf
forests, the presence of coniferous trees stimulates fungal biomass (Hackl et al., 2005). This is
directly linked to differences in litter quality: the litter quality of broadleaf species (estimated by the
C/N ratio) is high compared to coniferous species (Guo et al., 2016), and therefore this litter is more
easily degraded by microorganisms. In contrast, coniferous needles contain high amounts of lignin
and tannins, which are mainly utilized by fungi (Hackl et al., 2005). Similar results can also be
found within deciduous species: various microbial communities were formed under beech,
hornbeam, lime and maple forests (Scheibe et al., 2015), which was explained by the quality of
litter and soil P content. Moreover, beech forests were shown to affect soil pH, which can
additionally affect the composition of soil microbial communities and increase the presence of fungi
(Scheibe et al., 2015). Implementation of azonal forest types, such as a floodplain formed by N-
fixing alder, leads to the development of microbial communities that are compositionally distinct
from those formed under oak, beech and spruce-fir-beech forests. The floodplain forest showed the
development of AMF and gram-negative bacteria as a response to high nutrient content (Hackl et
al., 2005). In contrast, no differences in soil microbial communities were found between non-N-
fixing fir and N-fixing alder (Boyle et al., 2008); however, various microbial communities were
found under two N-fixing genera: Acacia dealbata and Acacia implexa (Hoogmoed et al., 2014).
Beside species effects, forest diversity affects microbial community structure. This was found for
beech growing in monoculture versus in mixtures with other trees (Scheibe et al., 2015). Thus, it is
still unclear how various tree species, as well as simultaneous development of species with various

functional traits, contribute to soil microbial community structure composition.

2.2.2 Effect of abiotic factors on the structure of soil microbial communities
Besides the effect of tree species itself and reaction to the changes of soil chemical and

physical properties, such factors as season, MAT and MAP can contribute to the composition of soil

microbial communities. The effect of season can de direct (e.g. changing temperature and
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precipitation between seasons), but also indirect (e.g. connected with different types of litter inputs
in summer and autumn) (Kaiser et al., 2011, 2010; Koranda et al., 2013). It was shown that the
microbial community in winter contrasts strongly with the summer community (Koranda et al.,
2013), especially in terms of functional properties. The winter community was more adapted to the
degradation of plant residues (cellulose, hemicellulose, and other polymers in litter), whereas the
summer community was more responsible for the degradation of easily available substances in root
exudates (Kaiser et al., 2010; Koranda et al., 2013).

At the global scale, MAP has a great effect on the diversity of fungal communities
(Tedersoo et al., 2014). More diverse saprotrophic fungal communities were found in the tropics,
whereas ectomycorrhizal fungi were favored in temperate and boreal ecosystems (Tedersoo et al.,
2014). For the diversity of bacterial communities, environmental factors, such as MAT and
potential evapotranspiration, did not have a great effect and soil pH was mainly responsible for
variability (Fierer and Jackson, 2006). In contrast, an effect of climatic variables on bacterial
diversity was found in the mountain forests: a negative effect of MAP was shown for the elevation
gradient of 540-2360 m in a temperate monsoon climate, whereas a positive effect of temperature
was observed (Xu et al., 2014). In another study, bacterial diversity was strongly correlated with
MAP along a 100-1950 m elevation gradient in a moist, subtropical climate (Singh et al., 2014). In
contrast, MAP had a rather weak effect in a humid continental climate, whereas the effect of MAT
was prevailing (Xu et al., 2014). However, due to the strong link between climatic variables, plant
community type and environmental conditions, it is still unclear if the effect of climatic variables on
the microbial community composition is direct or results from changes to vegetation type and

modulation of soil chemical properties.

2.3 Function of microbial communities in forest soils

2.3.1 Utilization of complex plant polymers

Utilization of organic polymers by microorganisms does not occur directly, but rather is achieved
by extracellular enzymes produced by microorganisms (Tischer et al., 2015). Activity of
extracellular enzymes reacts to the changes in environmental factors, such as temperature (Razavi et
al., 2016), soil moisture (Sanaullah et al., 2011), pH, content of available and total C and N (Finzi et
al., 2015), as well as land use change (Ren et al., 2016) and season (Kaiser et al., 2010). All of these
factors can shift microbial community structure and thus, production and type of extracellular

enzymes.
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Table 2-1. Enzyme activities determined in soil science research.

Enzyme Role in soil processes Reference
C cycle
Amylase Hydrolysis of starch (Ross, 1983)
Cellulase Decomposition of cellulose and some (Grosso et al., 2014)
related polysaccharides
Xylanase Breakdown of hemicellulose (Razavi et al., 2016)

B-glucosidase

Catalase

Saccharase

Phenol oxidase

Catalyzes the hydrolysis of the glycosidic
bonds to create terminal non-reducing
residues in beta-D-glucosides and
oligosaccharides

Decomposition of hydrogen

peroxide to water and oxygen

Hydrolysis of sucrose

Catalyses the o-hydroxylation of

monophenol molecules

(Razavi et al., 2016)

(Ren et al., 2016)

(Ren et al., 2016)
(Das and Varma, 2010)

N cycle

N-Acetyl-p-d-glucosaminidase

Leucine aminopeptidase

Hydrolysis of chitin
Hydrolysis of leucine residues at the N-

terminus of peptides and proteins

(Fatemi et al., 2016)
(Razavi et al., 2016)

Chitinases Breakdown of glycosidic bonds in chitin (Burns et al., 2013)
Urease Hydrolysis of urea into carbon dioxide and  (Kujur and Kumar Patel,
ammonia 2014)
P cycle
Acid phosphatase Decoupling of phosphoryl groups during (Ren et al., 2016)
digestion
Alkaline phosphatase Produced mainly by plants for the (Dick et al., 2000)

mineralization of organic P

The most frequently presented parameter in studies dedicated to soil enzyme activities is the

Vmax, the maximal velocity of enzyme catalysis, which reflects decomposition rates at saturating

substrate concentrations. At the global scale, activities of B-glucosidase and N-Acetyl-p-d-

glucosaminidase (estimated by Vi,.x) were reported to be higher in temperate forests compared with

10
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tropical and subtropical forests (Xu et al., 2017). In contrast, acid phosphatase activity had opposite
trend as a reaction to low P availability in tropical area (Herbert et al., 2003). For temperate forests,
high B-glucosidase activity was reported in the soil formed under beech forest compared to oak
(Grosso et al., 2014), and under pine compared to spruce and birch forests (Adamczyk et al., 2014);
o-diphenol oxidase activity was lower in beech forests compared to oak (Grosso et al., 2014); N-
Acetyl-B-d-glucosaminidase and acid phosphatase activities were similar for pine, spruce and birch
forests (Adamczyk et al., 2014). Observed variations in enzyme activities under various tree species
are explained by 1) quantity and quality of plant residues (in the case of cellulase), ii) variability of
soil microbial communities (in the case of chitinase), iii) differences in SOC content (for proteases)
and iv) soil pH (for acid phosphatase) (Grosso et al., 2014). Afforestation increases the rate of
catalase, saccharase, urease, and alkaline phosphatase activity, which occurs as a response to
increased substrate concentrations, including root exudates (Ren et al., 2016), leaf litter, and root
litter, or as a response to nutrient competition between growing trees and microorganisms.

The second important parameter used to characterize soil enzymes is the enzyme affinity to
the substrate (the so-called Michaelis constant, K;,), which is the substrate concentration at half the
maximal enzymatic rate. Substrate affinity is also changed by afforestation: the affinities of a-
glucosidase and B-cellobiohydrolase have been shown to decrease after the conversion of pasture to
forest (Tischer et al., 2015), whereas xylanase affinity was not effected (Tischer et al., 2015).

In addition, the ratio of of V. to K,, can be calculated, which reflects catalytic efficiency of
enzymes. This ratio can be used as an estimation of microbial community response to changing
environments, as well as a switch between microbial metabolism strategies. Catalytic efficiency of
enzymes was higher for forest soils compared to grassland and agricultural soils (Kujur and Kumar
Patel, 2014), and depended on soil properties, nutrient availability (Tischer et al., 2015) and the
source of the enzyme substrate (Ryan et al., 2001). Thus, even though there is research about the
activities of extracellular enzymes in forest soils, there is still a lack of information regarding the
effect of afforestation on enzyme function, and no studies regarding the effect of trees with various

functional traits on kinetic parameters of enzymes.

2.3.2 Utilization of LMWOS
The LMWOS comprise 5-10% of the total dissolved organic C in soil (Ryan et al., 2001).

The concentrations of the main LMWOS classes usually range between 1-1000 uM for sugars, 1 to
1800 uM for carboxylic acids (Strobel, 2001) and 0.1-50 uM for amino acids (Monreal and McGill,
1985). Despite low concentrations, LMWOS play an important role in the soil function: they are the
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main energy, C, and N sources for microorganisms (Gunina et al., 2014; Gunina and Kuzyakov,
2015), participate in P immobilization (Palomo et al., 2006), and act as stimulators or inhibitors of
microbial activity (Blum, 1998). In contrast to organic polymers, LMWOS can be taken up by
microorganisms directly and further utilized within the microbial cells (Apostel et al., 2013). The
LMWOS can be used for energy production, as well as for the synthesis of cell components. The
former leads to mineralization of LMWOS-C to CO,, while the latter results in the stabilization of
LMWOS-C within the microbial biomass, and later can contribute to SOM composition.

The fate of LMWOS in soil was intensively studied in the last 20 years (Glanville et al.,
2016; Jones, 1998; Schneckenberger et al., 2008), with the main focus on mineralization after
vegetation change (Brant et al., 2006), for determination of community level physiological profile
of microorganisms (Degens and Harris, 1997), as well as to determine the effect of substance
concentration on utilization pattern (Schneckenberger et al., 2008). Despite the intensive
investigation, these is still a lack of information regarding the effect of 1) substance class and ii)
substance physicochemical properties on the fate of LMWOS in soil, including uptake from the soil
solution, mineralization, and utilization for microbial biomass construction. Moreover, only few
studies have investigated the rates of both uptake of LMWOS from soil solution and decomposition
within the microbial cells simultaneously.

Regarding the effect of substance class, there is a knowledge gap about the composition,
content and fate of sugars in the soil. Despite knowledge that sugars are the main source of C and
energy for microorganisms in soil and their intensive application for priming studies and estimation
of microbial biomass content, no review on sugars has been done in the last 50 years.

Regarding the second question, the effects of substance properties on their uptake and
utilization by microorganisms were not intensively investigated. Presently, it is known that the fate
of LMWOS in soil solution is regulated by microbial uptake and depends on the substance class
(Apostel et al., 2013; Gunina et al., 2014) and their concentrations (Hill et al., 2008). In addition,
the presence of charges on LMWOS molecules can lead to their sorption on mineral soil phases
(mainly in tropical soils), which is valuable for the charged amino acids and carboxylic acids. An
effect of C oxidation state on uptake by microorganisms was also reported for amino acids (Jones
and Hodge, 1999). Recently, solubility was shown to effect the fate of carboxylic acids in soil
(Gunina et al., 2014). Thus, besides substance class, the physicochemical properties of an individual

compound can also play a great role in the fate of LMWOS in soils.
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Properties of the substances can also effect LMWOS utilization within microbial metabolic
cycles. It is known that each compound class enters distinct metabolic cycles within the cell
(Lengeler et al., 1999); however, it was shown that a higher amount of carboxyl groups (-COOH, C
oxidation state = +3.0) than methyl groups (-CHj3, C oxidation state = -3.0) are mineralized to CO,
(Fischer and Kuzyakov, 2010). Therefore, the presence of a high number of reduced C atoms in
LMWOS molecules can lead to low mineralization and high LMWOS-C incorporation into
structural elements of the cell. At the same time, a higher proportion of mineralized C should be
observed for substances with a high number of oxidized C atoms (e.g. substrates rich in -COOH
groups). Additionally, the standard enthalpy of combustion of organic compounds seems to be
dependent on substance C oxidation state: for substances with a "0" C oxidation state (e.g. glucose,
alanine), the values of standard enthalpy of combustion are in the range 1600-2800 kJ/mol, whereas
for oxidized substances (C oxidation state +1 or +2), the values are lower: 280-1300 kJ/mol. Thus,
substance physio-chemical properties can directly impact the utilization processes of LMWOS
within microorganisms (Schimel and Schaeffer, 2012). In contrast, the fate of C contained within
LMWOS may be closely related to cell metabolite turnover, where this C was incorporated during
intercellular metabolisation (Glanville et al., 2016).

Thus, based on the literature review, the main knowledge gaps for the aforementioned topics
were determined to be: i) the effect of abiotic factors (MAT and MAP) on the structure of soil
microbial communities; ii) the effect of a biotic factor (i.e. forest composition) on the structure of
microbial communities; iii) the function of microorganisms in forest soils (with the main focus on
plant polymer utilization and process rate estimation); iv) the fate of LMWOS in soils (with the
main focus on the substance properties) and v) the absence of a proper literature review about the

content, composition, and fate of sugars in the soils.
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Abstract

Climate is crucial in controlling and shaping the development of mountain ecosystems,
including vegetation and soils. Strong interactions between climatic variables, plant communities
and edaphic properties, however, make it difficult to evaluate the main factors controlling soil
microbial community structure. We used the unique elevation gradient of Mt. Kilimanjaro along a
3500 m altitudinal transect to determine the effects of a) mean annual temperature (MAT: from
+4.7 to +23.7 °C), b), mean annual precipitation (MAP: from 845 to 3000 mm), and c¢) edaphic
factors on the size and composition of the soil microbial community. Topsoil samples (0-10 cm)
were collected from six natural forest ecosystems from 740 to 4190 m a.s.l. Microbial community
structure was assessed by phospholipid fatty acid (PLFA) profiling. To contextualize our results,
this was supported by a global review of the effects of MAP and MAT on the size of the soil
microbial biomass in soils from mountain forest ecosystems in humid continental, humid
subtropical, temperate continental, monsoon, and semiarid climates. Our results showed that total
PLFA content had a bell shape pattern being maximal at 2120 m (2 pmol g soil), which is
explained by an optimal combination of temperature (+12 °C) and precipitation (3000 mm). The
minimum PLFAs content (0.2 pmol g soil) was found at the location with the lowest temperature
and productivity (4190 m). The meta-analysis showed that PLFAs content peaked in mountain
forest soils worldwide around 2000 m independently from biogeographical region. Thus, we
conclude that a bell shaped distribution of PLFAs with a peak around 2000 m a.s.l. may be a
general pattern in mountain forest ecosystems. Microbial communities were dominated by Gram-
negative bacterial (G-) PLFAs (25-40 %), which determined the distribution of total PLFAs along
the elevation gradient. Contents of Gram-positive (G+) bacteria decreased with MAP and MAT
with elevation. In contrast, fungi and actinomycetes followed a U-shaped distribution, reflecting
their adaptation to low precipitation, MAT and low nutritional status of the soils at the highest
elevation. Principal component analysis of PLFA distribution along the altitudinal gradient revealed
distinct microbial communities for the low (below 3000 m) and high elevations (above 3000 m).
Soil parameters (C, N, pH) and climatic variables (MAT, MAP) together explained 44 % of the
total variance (partial RDA), whereas soil parameters alone explained 19 % and climatic variables
(MAT, MAP) alone explained only 2 %. Consequently, we conclude that the effect of climate on
the formation of microbial community structure in mountain regions is largely indirect and is

mediated through plant productivity and soil properties.
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1. Introduction

The structure of microbial communities governs the allocation of carbon (C) in soil and
affects ecosystem C cycling (Schimel and Schaeffer, 2012). In turn, chemical soil properties, plant
community type, and climatic variables contribute to the development of soil microbial community
structure. The major edaphic factors affecting the distribution of microbial communities are soil pH
(Xu et al., 2014) and C/N ratios of plant residues and subsequent soil organic matter (SOM).
Consequently, acidic pH and high SOM C/N ratios, promote the development of fungal populations
and are less favorable for bacteria (Bossuyt et al., 2001; Xu et al., 2014; Zhang et al., 2013). For
example, bacterial populations are suppressed in coniferous forests (Saetre and Baath, 2000),
whereas they are stimulated in grassland soils (Djukic et al., 2010). At the same time, the
contribution of fungal biomass to microbial communities is higher in forest soils compared to
grassland soils (Joergensen and Wichern, 2008). However, at larger scales (continental and global)
the effects of plant communities on soil bacterial and fungal diversity weakens (Fierer and Jackson,
2006; Tedersoo et al., 2014), while climatic factors become more important (Tedersoo et al., 2014).
Mean annual precipitation (MAP) has a strong positive effect on the richness of fungal
communities, and the closer an ecosystem is located to the equator, the richer fungal soil
community becomes (Tedersoo et al., 2014). Thus, it is still an open question, which factors control
the soil microbial community composition, especially in places with strong climatic variability —
such as mountain ecosystems.

The elevation gradient of a mountain provides an ideal situation to investigate the response
of biogeochemical ecosystem characteristics to climatic variability (i.e. temperature and
precipitation) (Wang et al., 2016). MAP and mean annual temperature (MAT) change gradually
with altitude, which leads to an expressed ecosystem zonation along the elevation gradient (Hemp,
2006a). Soil properties are also strongly affected by climate along mountain slope
(Seibert et al., 2007; Silver, 1998; Vazquez and Givnish, 1998). Firstly, increasing precipitation
accelerates nutrient losses from soil, which decreases pH and, secondly, the decreasing temperature
suppresses decomposition of plant litter and increases the C/N ratio of SOM
(Wang et al., 2016; Yoh, 2001). Thus, both factors (plant community change and a shift in soil
chemical properties) can alter microbial community structure with elevation. However, it is still
unclear, whether these factors have a direct impact or if their effect is mediated by the climatic

variables.
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Both, MAP and MAT affect the microbial community structure in soils of mountain
climosequences. A negative effect of MAP was shown for the elevation gradient of 540-2360 m
located in temperate monsoon climate, whereas a positive effect of MAT was observed (Xu et al.,
2014); bacterial diversity was strongly correlated with MAP at the 100-1950 m elevation gradient
within a subtropical moist climate (Singh et al., 2014). In contrast, MAP had a rather weak effect in
the humid continental climate, whereas the effect of MAT proved to be a greater driver (Zeng et al.,
2014). Thus, the climatic zone as well as the length of climosequence transect can affect the MAT
or MAP impact on soil microbial community structure. To reveal the impact of both climatic
variables, mountain ecosystems allocated in various elevations should be compared.

The presence of natural forests on similar soil parent material of similar age along an
elevation gradient allows us to better investigate the factors resulting microbial communities and
reveals the dominant factors affecting their composition. The Kilimanjaro mountain climosequence
was chosen for this study, because it has 1) a broad range of climatic variables due to its extensive
elevation gradient (from 767 to 4190 m), ii) identical parent material on all sites (volcanic
materials), ii1) similar time of soil formation, and iv) natural vegetation (represented by forests and
alpine heather) with dominance of broadleaf species.

Additional data on the total PLFA content in the forest mountain ecosystems were collected
from the literature, to reveal the general effect of elevation, MAP, and MAT on PLFA content.
Based on the literature data we hypothesized that i) total PLFA content will be lower at the highest
elevation (harsh weather conditions) compared to middle and low elevations, ii) the sites where
MAP or MAT are shifted in both directions from optimal conditions will have different microbial
community composition compared to plots with optimal conditions.

Based on these hypotheses and previous findings, the objectives of the study were, 1) to
evaluate the distribution of total microbial biomass (assessed by PLFA analysis) and particular
microbial groups along the mountain climosequence, ii) to reveal the effect of climatic (MAT and
MAP) and edaphic factors (C, N and pH) on the distribution of soil microbial communities, and
consequently, iii) to find optimal climatic conditions for development of total soil microbial

biomass and microbial groups.
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2. Materials and methods

2.1. Study site

The study sites were located on the southern slope of Mt. Kilimanjaro (3°4'33"S, 37°21'12"E),
Tanzania. Soils of this area are Andosols with folic, histic or umbric topsoil horizons (IUSS
Working Group, 2006), and were formed over a similar time span (thousand years, since the last
eruption) from volcanic rocks, including trachyte and basalt (Dawson, 1992). The tropical savanna
climate is characterized by a bimodal rainfall regime with a long rainy season from March to May
and a short rainy season between October and December (Appelhans et al., 2016). The MAP varies
between about 750 and 3000 mm (Hemp, 2006a) depending on elevation, and MAT ranges from 5
to 25 °C (Figure 3-1).

Six research sites were selected representing natural forests and alpine ecosystems along the
elevation gradient from 767 to 4190 m above sea level (Table 1): 1) Lowland evergreen broadleaf
forest (RAU) dominated by Milicia excelsa, Khaya anthotheca, Oxystigmna msoo, Newtonia
buchananii and Albizia gummifera, 2) lower montane evergreen forest (FLM) dominated by
Macaranga kilimandscharica, Syzygium guineense, Agauria salicifolia and partly by Ocotea
usambarensis, 3) montane evergreen Ocotea forest (FOC) dominated by Ocotea usambarensis,
Xymalos monospora, Ilex mitis and Cyathea manniana, 4) upper montane evergreen Podocarpus
forest (FPO) dominated by Podocarpus latifolius, Schefflera volkensii, Prunus africana and
Hagenia abyssinica, 5) subalpine needleleaf Erica forest (FER) dominated by Erica trimera, and 6)
alpine Helichrysum cushion vegetation (HEL) dominated by Helichrysum newii, H. citrispinum and
H. forskahlii and tussock grasses (Ensslin et al., 2015). A detailed description of the ecosystems is
available from Hemp (2006a, 2006b)

2.2. Soil sampling and analysis

Soil samples were taken in October 2014. At each site, four independent plots (5x5 m) were
selected. Five top-soil samples (0-10 cm depth, without plant litter) per subplot were taken
randomly and pooled to reflect ecosystem heterogeneity. The samples were sieved (2 mm), roots
and plant materials were removed. Field samples were separated into two portions: one was dried at
room temperature and the other was frozen (-20 °C) until PLFAs analysis. Soil carbon (C) and
nitrogen (N) contents were measured using an elemental analyzer (Vario EL II, Germany). Soil pH

was measured in water (soil to water ratio is 1:5).
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2.3. Extraction of PLFAs

Extraction of PLFAs from the soil samples was done according to Frostegird (1991) with
modification according to Gunina et al. (2014). Briefly, lipids were extracted by one phase mixture
of chloroform, methanol and citric acid (0.15 M, pH 4.0) (ratio 1:2:0.8 (v/v/v)). The 19:0
phospholipid (dinonadecanoylglycerol-phosphatidylcholine) was used as internal standard one and
was added to the each soil sample prior to extraction (25 pL, 1 pg pL™") (Gunina et al., 2014).

The lipids were separated into neutral-, glyco- and phospholipids on a silica column, and
eluting them from the column by chloroform (5 mL), acetone (20 mL) and methanol (20 mL),
respectively. Phospholipid fraction was collected, saponified (0.3 M solution of BF; in methanol),
PLFAs were methylated (1 M solution of NaOH in methanol) and fatty acids methyl esters
(FAMESs) were extracted to hexane. The FAMEs were dried under a N, stream, and redissolved in
toluene (185 pL) with addition of internal standard two (15 pL of 13:0 fatty acid methyl ester, 1 pg
uL'l).

The PLFAs were measured by GC-MS, with following parameters: a 15 m HP-1
methylpolysiloxane column connected to a 30 m HP-5 (5% Phenyl)-methylpolysiloxane column
(i.d. 0.25 mm, film thickness of 0.25 pm), rate of the He flow was 2 ml min™', injection volume was
1 puL. The temperature program of GC-MS was set up to 80 °C and then ramped to 164 °C at 10 °C
min™', then to 230 °C at 0.7 °C min™ and finally to 300 °C at 10 °C min™'. Quantity of PLFAs was
calculated based on the 29 external standards (Gunina et al., 2014), which were prepared at six
concentrations. Final contents of particular PLFAs were presented as molar percentages (mol %),
whereas total content was presented as nmol g soil. Classification of PLFAs was done according to
existing data on their presence in various microorganisms (Leckie, 2005; Lewandowski et al.,
2015): for Gram- bacteria the 16:1w7c, cyl7:0, 18:1w7¢c, 18:1w9c, cy19:0 PLFAs were used, for
Gram+ 115:0, al5:0, 116:0, 117:0 PLFAs were used, for actinomycetes (Ac) 10Mel6:0 and
10Mel18:0 were used, for fungi and putative arbuscular mycorrhiza fungi (AMF) 18:2w6 and
16:1w5¢c PLFAs were used, respectively.

2.4. Statistical analysis
The mol % of PLFAs were subjected to principal component analysis (PCA) to reveal the major
variation pattern. The scores of the first two components from the PCA were used to separate the

soils formed at various elevations.
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Redundancy Analysis (RDA) was conducted to evaluate relation between PLFAs and
environmental factors in all ecosystems. Explanatory (i.e. environmental) variables were
preselected to prevent multicollinearity (variance inflation factor < 10). The RDA results were
presented as correlation plot (type 2 scaling). The arrow projection on the 3 and 4™ axes equals the
score of environmental variables on the respective RDA axis. Angles between arrows indicate
strength of correlation. The coefficient of determination was corrected for the number of variables
(adjusted R?). Analyses were conducted in R v3.3.1 (R core team, 2008) using the "vegan" package
for community data analysis. Variance partitioning by partial RDA (pRDA) was conducted to
determine partial linear effects of each explanatory matrix in the RDA model (environmental
variables: MAT, MAP and soil parameters: N, C/N ratio, pH) on the response data (PLFAs) and

presented with the equation below.

RDA=PLFA~N+C/N+ MAP + MAT + pH
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3. Results
3.1. Effect of elevation, temperature and precipitation on total PLFAs content in soils of Mt.
Kilimanjaro

The MAT decreased with elevation, whereas MAP peaked at 2100 m and decreased
afterwards (Fig. 3-1). The total PLFAs followed the trend of MAP distribution, with the maximum
at mid elevation (2100 m) - 2100 nmol g'1 soil (Fig. 3-1).
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Figure 3-1. Changes of climatic variables - mean annual temperature (MAT) and mean annual
precipitation (MAP), soil organic carbon, soil organic nitrogen contents (SOC, SON, respectively)
and total PLFAs content within 3500 m elevation gradient on the Mt. Kilimanjaro.
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The G- bacterial PLFAs followed a bell-shaped curve with elevation, whereas actinomycetes, fungi
and AMF showed U-shaped curves. The content of G+ bacterial biomarkers decreased with
elevation (Fig. 3-2). Thus, microbial groups have a various behavior to elevation change, and, due
to the domination of G- bacterial biomarkers in PLFAs composition (25-40%), this group
determined the general PLFAs trend.
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Figure 3-2. Changes of microbial biomarkers portions calculated based on PLFAs analysis (in mol
%) along a 3500 m elevation gradient at Mt. Kilimanjaro. G+ indicates Gram-positive bacteria, G-
indicates Gram-negative bacteria, Ac indicates actinomycetes and AMF indicates putative
arbuscular mycorrhizal fungi. Data represents means = SE (n = 4).
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Total PLFAs content decreased with decreasing precipitation, whereas it had bell-shaped
relationships with MAT (Supplementary Fig. 3-1). Distinct microbial biomarkers were affected in
three ways by MAP decrease: G- bacterial PLFAs decreased, fungal PLFAs increased, and other
groups had no significant trends (Supplementary Fig. 3-2). Most of the group specific PLFAs
decreased with decreasing MAT, and only G- and fungal biomarker contents increased

(Supplementary Fig. 3-2).

3.2. Effect of soil properties and plant communities on PLFAs content and composition

Total C and N contents increased with elevation until 2800 m, and decreased thereafter (Table 3-1).
Total PLFAs content increased with soil C and N content (Fig. 3-1, bottom), showing quadratic
(with C) and linear (with N) relationships. Increases in soil C and N promoted development of G-
bacterial PLFAs, whereas other biomarkers decreased (e.g. AM fungi, fungi, actinomycetes) or

were unaffected (G+) (Supplementary Fig. 3-3).

Table 3-1. Soil properties of the 3500 m elevation gradient on the Mt. Kilimanjaro.

Ecosystem Abbreviation Elevation MAT,°C  MAP,mm  C,gkg’ N, gkg’ pH
Lowland dry broadleaf

forest RAU 767 23.7 845 95.2+11.4 7.4+0.7 7.5+0.13
Lower montane forest FLM 1920 15.3 2378 212.3+x11.3 14.1+£0.7 4.0x0.08
Ocotea forest FOC 2120 121 2998 269.5+27.2 17.8#1.8 3.8+0.06
Podocarpus forest FPO 2850 9.4 1188 325.9+25.2 17.7+0.8 3.9x0.06
Erica bush forest FER 3880 4.5 1188 187.2+25.2 9.9+1.1  4.9+0.09
Helichrysum cushion HEL 4190 4.5 962 47.846.70 3.1+0.4 5.240.30

The increase of soil pH from 4 to 7.5 stimulated fungi and actinomycetes, whereas G-

bacterial PLFAs decreased, while both G+ and AM-fungi failed to show consistent trends

(Supplementary Fig. 3-4).

The PCA explained 67 % of PLFAs variability. Investigated plots showed a distinct

discrimination for microbial community composition (Fig. 3-4): soils below 3000 m were separated
from those above, along the PC 1 axis. The G- bacterial biomarkers (18:1w7, 18:109 and 16:1®7)
were responsible for separation of soils at low and high elevations. The PC2 separated ecosystems

at the highest (HEL) and the lowest elevations (RAU, FLM) from the other sites.
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Figure 3-3. Changes of the Gram-positive to Gram-negative (G+/G-) and fungi to bacteria (F/B)
ratios along a 3500 m elevation gradient at Mt. Kilimanjaro (top). Relationship between pH values

and fungi to bacteria ratio (bottom).
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Figure 3-4. Score plot of PCA presenting the separation of forests along the principal component
PC1 and PC2 (top) and loading values for the PLFAs (bottom) for the 3500 m elevation gradient
for Mt. Kilimanjaro. Lowland evergreen broadleaf forest (RAU), lower montane evergreen forest
(FLM), montane evergreen Ocotea forest (FOC), upper montane evergreen Podocarpus forest
(FPO), subalpine needleleaf Erica forest (FER), alpine Helichrysum cushion vegetation (HEL).

The RDA model was highly significant (p-value < 0.001) and explained 69% of the variance in the
PLFA dataset. RDA axis one (RDA1) and two (RDA2) explained the 79% and 16% of the within

model variance, respectively (Fig. 3-5 top). Soil N content was the main factor contributing to

RDAT1 (r=-0.78), while soil C/N ratio was the strongest related to RDA2 (r =-0.89).
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The C/N ratio was negatively correlated with MAT and soil pH. The MAP and soil N were
positively correlated, but unrelated to C/N ratio and MAT. Variation in the soil parameters (pRDA)
explained 44% of the total variance in PLFAs (Fig. 3-5 bottom). Climatic variable (MAT, MAP)

alone explained 2%. The interaction of soil parameters with climatic variable added another 19% of

the explained variance.
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Figure 3-5. Type II scaled Redundancy Analysis (top) of the relation between PLFAs and
environmental factors at six Mt. Kilimanjaro ecosystems. The arrow projection on the axis equals
the score of environmental variables on the respective RDA axis. Angles between arrows indicate
strength of correlation (the smaller the angle, the stronger correlation is). Blue color for the top
and right axises are related to environmental variables. Partial Redundancy Analysis (bottom)
shows single and combined contribution of climatic and environmental variables for explaining the

model variance.
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4. Discussion
4.1. Changes of soil properties with elevation

The distribution of soil chemical properties (C, N and pH) (Fig. 3-1 bottom, Suppl. Fig. 3-5)
along the elevation gradient was in line with previous findings from the experimental sites at Mt.
Kilimanjaro (Becker et al., 2015; Ensslin et al., 2015; Pabst et al., 2013, 2016). These changes
reflect direct effects of climatic variables on mountain ecosystems. The bell-shaped distribution of
soil C and N contents are the consequences of decreasing MAT with simultaneous increase of MAP
and associated N inputs. Both climatic variables affect net primary production, and consequently
the amount of aboveground and belowground biomass and litter inputs (Becker et al., 2015; Ensslin
et al., 2015), and thus, regulate the amount of C and N entering the soil (Becker et al., 2016). MAP
strongly affected soil pH, which followed the precipitation gradient and decreased with elevation
due to the leaching of base cations (Ca*", Mg*", Na", K) from the soil profile by high rainfall
(Hemp, 2006a).

4.1. Effect of elevation, temperature and precipitation on total PLFAs

Total PLFAs content was ten times higher than reported earlier for mineral forest soils
(Moore-Kucera and Dick, 2008; Murugan et al., 2014; Myers et al., 2001) and was within the range
reported for organic soil horizons (Bédéath et al., 1995; Ushioa et al., 2008). Recalculated data
(PLFAs content per g of soil organic C) showed values between 3.8-7.5 umol PLFAs g”' C, which
are higher than reported for other organic mountain soils (4 pmol PLFAs g C) (Djukic et al.,
2010). Even at the highest elevations (3800-4200 m), the content of total PLFAs was higher (5-6
pmol PLFAs g'1 C) than found for comparable sites (1.5-3.5 umol PLFAs g'1 C) Xu et al., 2014).
These specific differences can be related to the low MAT in these studies (from -2.4 to +4 °C), than
in our experimental sites (+9.4 to +4.5 °C) (Maestre et al., 2015).

A bell-shaped relationship between total PLFAs content and elevation was found with its
maximum at 2100 m (Fig. 3-1). Such a pattern represents the combination of optimal climatic
conditions (MAP and MAT), as well as the highest plant productivity at this elevation. Similar
results were found for a 540 - 2360 m elevation sequence in the northeast China mountain forests
(Xu et al., 2014). This can be a result of evolving the organisms with different ecological strategies,
and thus, their similar contribution to the total biomass with elevation in various mountain

ecosystems (Singh et al., 2012).

27



Chapter 3. Article I

8 - @ Humid continental ®
@ Humid subtropical
7 1 O Temperate continental
B Temperate monsoon
G 6 | m Temperate semiarid ®
‘TE’ 5 @ Tropical savanna (present study) ® ®
(o] -
5 )
54 m
€ o *
8 3 - O
(2]
E ’D
|
o 24 o0 o o O . ”
1] L 4 : ¢ Ja *u e
[ |
O Y. T T T T T T T 1
0 500 1000 1500 2000 2500 3000 3500 4000 4500

Elevation (m)

Figure 3-6. Summary of published total PLFAs content in forest soils along mountain elevation
gradients in mountain ecosystems of various climatic zones. The data are taken from: humid
continental (Zhao 2014; Zhang 2013), temperate monsoon (Xu et al., 2014), humid subtropical
(Chang et al., 2016), temperate semiarid (Miao et al., 2013), temperate continental (Djukic et al.,
2010), tropical savanna (present study).

To compare the optimum for microbial biomass obtained from our study, we collected
literature data on the effects of elevation on the total PLFA contents in mountain forests soils from
various biogeographical regions (Fig. 3-6) (Chang et al., 2016; Djukic et al., 2010; Wang et al.,
2013; Xu et al., 2014; Zeng et al., 2014; Zhang et al., 2013). This meta-analysis showed that soils
located at the same elevation, but in the different climatic zones, vary in total PLFA contents 40-
fold (between 0.2 and 8 pmol PLFAs g C): the maximum PLFA content was recorded for tropical
savanna climate (present study) and minimum for the temperate monsoon (Xu et al., 2015) and
humid continental zones (Xu et al., 2014). However, the maximum PLFAs content was found at
around 2000 m in all regions, which shows that a mid-elevation peak of PLFAs observed in present

research can be taken as a general trend.

4.2. Microbial communities along the elevation gradient of Mt. Kilimanjaro
PCA analysis distinctly separated high elevation ecosystems (3800 and 4200 m) from ones
located below 3000 m (Fig. 3-4). Such separation can be explained by i) climatic factors, namely

MAT, which was the lowest for the FER and HEL plots, ii) soil nutritional status - low C and N
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contents, and iii) low amounts of above ground biomass and associated C inputs (Ensslin et al.,
2015). The G- bacteria, putative arbuscular mycorrhizal fungi (16:1w5) and actinomycetes
(10Mel8:0) contributed the most to separation of high altitude soils (3800-4200 m) from low
altitude ecosystems. Contribution of G- bacteria increased from subalpine (1700 m) to alpine soils
(2400 m), which was related to the tolerance of G- bacteria to freeze—thaw cycles (Margesin et al.,
2009). Similar results were obtained in a present study, where freezing occurs on a daily basis at the
highest elevation (Giitlein et al., 2017; Hemp, 2006a). The G- PLFAs peaked at the 3000 m
elevation, which agrees with increase of bacterial richness at mid-elevation reported by Singh et al.
(2012) and a shift in bacterial community composition from G+ to G- (Margesin et al., 2009).
Decrease of G- bacteria at the highest elevation is a consequence of open vegetation cover within
the Helichrysum scrub (4200 m), and, thus, the low amount of easily available root exudates
(Giitlein et al., 2017), which are the preferred C source for this microbial group (Gunina et al.,
2014).

In contrast, G+ bacterial groups contributed the most to microbial communities at the low
elevations (below 767 m), but their content decreased along the climosequence. A similar trend for
G+ bacteria was reported for alpine soils (Margesin et al., 2009), and is related to low tolerance of
this group to harsh weather conditions (i.e. low temperature and a daily freeze-thaw cycles common
for HEL and partly for FER ecosystems) (Supplementary figure 3-2). The G+/G- ratio,
characterizing starvation stress for microorganisms (Hammesfahr et al., 2008), decreased with
elevation (Fig. 3-3). The decrease of starvation stress is explained by an increase of SOC content,
creating better conditions for functioning of G- bacteria compared to G+. In contrast, the highest
stress found at RAU (760 m) ecosystem was due to its low SOC content, which favors development
of G+ bacteria.

Reported increases of fungal abundance with elevation (Fig. 3-2) can be attributed to three
reasons: 1) decrease of litter decomposability and increase of its C/N ratio, which facilitates fungal
development, 2) general adaptation of fungi to low soil N supply, 3) and adaptation to harsh (dry
and cold) environmental conditions, which include decrease MAT and MAP along the
climosequence (Ma et al., 2015; Schinner and Gstraunthaler, 1981; Xu et al., 2015; Zhang et al.,
2013).

The RDA analysis (Fig. 3-5) was consistent with the trends of distinct microbial biomarker
distribution and showed that climatic variables affected PLFAs composition in two opposite

directions, with temperature being more important. Soil chemistry controls PLFAs composition in
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three directions: total N, C/N ratio and inversely to both soil acidity. The pRDA analysis showed

that climatic factors indirectly affect the PLFAs through changes in vegetation and soil parameters.

5. Conclusions

Development of natural forests on similar parent material and along the same elevation gradient
facilitates investigation of the effects of climatic variables on the formation of soil microbial
communities. The study of soil microbial community structure in natural ecosystems of Mt.
Kilimanjaro (from 770 until 4200 m), revealed a bell-shaped curve of total biomarkers (PLFAs)
contents with elevation, with a maximum at 2100 m. A literature review revealed that both, MAP
and MAT affect PLFAs content not only in Mt. Kilimanjaro ecosystems, but also in other mountain
ecosystems around the world. Overall, it appears that total PLFA content peaks at the mid-elevation
(~ 2000 m) across a broad range of ecosystems around the world.

Soil microbial communities at the highest elevation ecosystems (above 3000 m) were
distinctly different from those at lower elevations (below 3000 m). Gram-negative bacteria
dominated the microbial community in Mt. Kilimanjaro soils, accounting for 25-40%, and, thus,
regulating the major trend of PLFAs distribution with elevation. With increasing elevation, Gram-
positive bacteria were replaced by fungi as a reaction to the harsh environmental conditions in the
alpine zone above 4000 m (low MAT, and soil C and N contents). These variations were indirectly
depending on climatic factors, and mainly explained by changes in vegetation composition and soil
parameters. We conclude that the optimal conditions for microbial biomass in mountain soils are
common at elevations between 1700 and 2700 m, mainly because optimal combination of climatic

conditions for vegetation and soil development.
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Abstract
Objectives
Afforestation changes soil chemical properties over several decades. In contrast, microbial
community structure can be shifted within the first decade and so, the direct effects of tree species
can be revealed. The aim of this study was to determine the alteration of soil microbial community
composition 10 years after afforestation by trees with contrasting functional traits.
Methods
The study was conducted at the BangorDIVERSE temperate forest experiment. Soil samples were
collected under single, two and three species mixtures of alder and birch, beech and oak - early and
secondary successional species, respectively, and contiguous agricultural field. Soil was analysed
for total carbon (C) and nitrogen (N) contents, and microbial community structure (phospholipid
fatty acids (PLFAs) analysis).
Results and conclusions
The total PLFAs content (370-640 nmol g soil) in forest plots increased for 30 to 110%
compared to the agricultural soil (290 nmol g soil). In contrast, soil C, N and C/N ratios were
altered over 10 years much less - increased only up to 20% or even decreased (for beech forest).
Afforestation increased bacterial PLFAs by 20-120%, whereas it had stronger impact on the
development of fungal communities (increased by 50-200%). These effects were proved for all
forests, but were more pronounced under the monocultures compared to mixtures. This indicates
that species identity has a stronger effect than species diversity. Principal component analysis of
PLFAs revealed that under mono and three species mixtures similar microbial communities were
formed. In contrast, gram-positive PLFAs and actinomycete PLFAs contributed mainly to
differentiation of two species mixtures from other forests. Thus, at the early afforestation stage: 1)
soil biological properties are altered more than chemical, and ii) tree species identity affects more

than species amount on both processes.
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1. Introduction

Forests in the European Union cover more than 180 million ha representing 41% of the total
land area. In response to a range of European policies (e.g. EU Biodiversity Strategy, EU Forest
Strategy) afforestation area has increased by 17 million ha in the last 25 years and this trend is
expected to continue for the foreseeable future (EEA, 2015). Both pure and mixed species forests
are used for afforestation of former arable and grassland soils, however, there is still a lack of
information on the effects of various tree species on maximising soil function (e.g. enhancing
carbon (C) and nitrogen (N) storage, promoting nutrient cycling and water storage), and especially
on the changes in soil microbial communities. This fundamental knowledge would be useful to
make informed management decisions to maximise both above and below-ground diversity and to
promote sustainable landscape functioning.

Forest soil properties are altered by the processes of tree establishment, growth and
mortality. Soil C and N stocks generally increase with forest age and achieve their maximum
accumulation rates during the exponential tree growth phase (DeLuca and Boisvenue 2012), and
gradually decline in late successional forest stages. Approximately 30-50 years after afforestation,
soil C and N stocks begin to stabilize (Fu et al. 2015; Kalinina et al. 2011). The quality of leaf litter
also changes with forest age (e.g. decrease in leaf nutrient content, increased in C/N and lignin/N
ratios), which directly affects litter decomposition and soil nutrient supply (Trap et al. 2013). A
well-known effect of afforestation is soil acidification (Berthrong et al. 2009) due to changes in soil
base saturation, litter chemistry, rhizodeposition and absence of liming (Fu et al. 2015). The
reported pH decrease for 27 year-old broadleaf forests was around 0.95 units (Fu et al. 2015), while
it is estimated that between 80-100 years of forest development is required to obtain pH values
close to those found in native forests (Ritter et al. 2003). Overall, this suggests that soil acidity and
C and N stocks change very slowly during afforestation.

Concurrent with changes in soil chemistry, the biomass, quality composition and diversity of
soil microbial communities can also be expected to shift following trees establishment (Grayston et
al. 1997b; Macdonald et al. 2009). Afforestation induce a rapid increase in microbial biomass with
changes apparent within one year of tree planting (van der Wal et al. 2006). Afforestation typically
stimulates the development of fungal communities (Jangid et al. 2011; Buckley and Schmidt 2003),
whereas bacteria appear to be less sensitive to land use changes (Klein et al. 1995). In addition, the
diversity and relative abundance of individual fungal and bacterial species have been shown to

increase after afforestation. For example, Acidobacteria appeared to dominate under birch while
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Firmicutes and Proteobacteria were more dominant under young pine forests (Nazaries et al. 2015).
Thus, microbial communities might serve as a primary indicator of ecosystems recovery as their
changes occur more rapidly than for soil chemical properties.

Forests affect the composition of microbial communities not only directly (Fu et al. 2015),
but also indirectly through changes in soil chemical and physical properties (Yannikos et al. 2014;
Mann and Tolbert 2000) depending on the forest type, biodiversity, and land use history (Yannikos
et al. 2014). The time range needed for microbial communities to evolve to those typical of native
forests is estimated to be 30 - 50 years (Jangid et al. 2011; Buckley and Schmidt 2003; van der Wal
et al. 2006) and is affected by the rate at which soil properties change (van der Wal et al. 2006).
Generally, the composition of microbial communities formed under broadleaf forests is radically
different from those formed under coniferous species (Li et al.; Cong et al. 2015). These differences
can be ascribed mainly due to variations in leaf litter chemistry, changes in mycorrhizal
communities and colonization. Comparison of soils formed under broadleaf forest has also revealed
that tree species like beech promote development of microbial communities different from those
developed under ash, lime and hornbeam forests, mainly due to low C/N ratio of beech litter,
presence of microbial activity inhibitors in root exudates and more rapid decreases in soil pH
(Scheibe et al. 2015). Composition of forest was also reported to affect microbial community
structure, which was found for the beech grown in mono- and mixed forests (Thoms and Gleixner
2013). However, in addition to forest community composition, variations in functional traits of trees
should be accounted for due to their strong potential effects on the formation and shaping of soil
microbial communities (Fu et al. 2015). Thus, due to a variety of complex interacting factors, it is
difficult to disentangle the direct effects of forest tree community composition from the effect of
soil properties on microbial community dynamics, especially under mature forests, where soil
chemical properties may have already been changed. Further, it is difficult to distinguish between
tree identity and forest tree community composition effects, because functional traits of single tree
species can be masked or reduced in forest mixtures. Thus, only in experiments where both single
species and mixtures of trees are studied simultaneously in the early afforestation stage can
conclusions about the effect of tree identity and forest composition on the formation of soil
microbial communities be made.

The objective of this study was to evaluate the effects of forest tree community composition
on soil microbial community structure at the early forest development stage (10 years after

afforestation). It was hypothesized that independent of forest type, 1) microbial community structure
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will change more strongly than soil physico-chemical properties and ii) fungal biomass will
increase faster than bacterial biomass; iii) monoculture forests will promote strong and more
specific changes in content of particular microbial groups, whereas in species mixtures these

responses will be dampened.

2. Materials and methods
2.1. Study site and soil sampling

Soils were obtained from the BangorDIVERSE forest experiment located at the Henfaes
Research Centre, North Wales, UK (53°14°N, 4°01°W). Climate was characterized as hyperoceanic,
with mean annual precipitation of 1034 mm and mean annual temperature of 11.5°C (Campbell
Scientific Ltd, Shepshed, UK). The site was set up in 2004 with a total area of 2.36 ha. Soils are
classified as Eutric Fluvic Cambisols (WRB 2006) (Fluventic Dystrochrept, USDA system) and
have fine loamy texture (Smith A. et al. 2013). Each type of forests, namely: single species or two
and three species mixtures of European alder (4/nus glutinosa L.), Silver birch (Betula pendula
Roth), European beech (Fagus sylvatica, L.), and English oak (Quercus robur L.) were planted in
four independent field replication, with a size replications were: 62, 121 and 196 m” for the single,
two and three species forests, respectively. Forests were formed by tree species with contrasting
functional traits: early primary and late successional stages species, N-fixing and non N-fixing,
producing low and high litter quality. Monoculture species plots of alder, birch, beech and oak, two
species mixtures of aldertbeech, alder+oak, birch+beech, birch+oak, three species mixtures of
aldertbirch+beech, alder+birch+oak were used for the present experiment. The understory was
formed mainly by grass, goose grass, nettle, bramble and dock. Only the plots taken for that study
are mentioned, and for a full description of the experimental design see Ahmed et al. (2016). The
main properties of the plant communities are presented in Table 4-1. Contiguous agricultural field
(established before the BangorDIVERSE experiment), was chosen as a comparative soil due to its
same historical land use and soil type. The latest cultivation species at the agricultural field was
oilseed rape (Brassica napus) had been cultivated there following the addition of K»O (20 kg ha™)
and N (60 kg ha™). Soil samples were collected from the top 0-10 cm depth (without soil litter)
from each field replication, and each sample was consisted of three independent soil cores. Each
sample was divided into three parts: one was stored at 5 °C and used for extraction of soil solution,
the second was dried at 105 °C and used for total C and N analysis (Supplementary Table 4-2), and
the third was stored at -20 °C and used for phospholipid fatty acid (PLFA) analysis.
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2.2. Analysis of soil quality indicators

Soil samples were dried at 105 °C and ball milled before C and N analysis by dry
combustion (Elemental analyzer, Vario EL III, Jena, Germany). Soil C and N stocks were
calculated based on the C and N contents and soil densities (it varied between 0.7-1 g cm™ for forest
soils and was 1.2 g cm™ for the agricultural soil). Soil solution was obtained by the centrifugal
drainage procedure described in Glanville et al. (2012) using 100g of fresh soil samples. The
concentration of NH4 in soil solution was determined colorimetrically using the sodium-
nitroprusside, while NO3;  was determined colorimetrically using the VCl; (both procedures

described in Mulvaney (1996)).

2.3. Phospholipid fatty acids analysis

Phospholipid fatty acids (PLFAs) were extracted from the soil samples according to
Frostegard (1991). Briefly, 4.5 g of fresh soil were placed into 50 ml centrifuge tubes, 25 pl of
internal standard one added (1 pg pl”, 19:0 phospholipid) and lipids extracted twice (18 and 6 ml,
respectively) by one phase mixture of chloroform, methanol and citric acid (0.15 M, pH 4.0) in the
ratio 1:2:0.8 (v/v/v). Extracted lipids were applied to the silica column and neutral-, glyco- and
phospholipids were sequentially eluted from the column by chloroform (5 ml), acetone (20 ml) and
methanol (20 ml), respectively. Collected phospholipids were saponified (0.3 M solution of BF; in
methanol), obtained fatty acids were methylated (1 M solution of NaOH in methanol) and extracted
in hexane. Finally, the samples were dried under a stream of N, and redissolved in toluene (185 pl)
with addition of internal standard two (15 pl of 13:0 fatty acid methyl ester, 1 pg ul™).

The PLFAs were measured by GC-MS, having the following parameters: columns (15 m
HP-1 methylpolysiloxane coupled with a 30 m HP-5 (5% phenyl)-methylpolysiloxane column (both
with an internal diameter of 0.25 mm and a film thickness of 0.25 pm)), He flow of 2 ml min™', and
injection volume of 1 pl. The temperature program of GC-MS was set up to 80 °C and then ramped
to 164 °C at 10 °C min™, then to 230 °C at 0.7 °C min" and finally to 300 °C at 10 °C min™". The
quantity of PLFAs was calculated based on the 29 external standards (Gunina et al. 2014), which
were prepared in 6 concentrations (Apostel et al. 2013). Final content of single PLFAs was
presented as molar percentages (mol %) and total content was presented as nmol g soil.
Classification of PLFAs was done according to existing data on their presence in various groups of
microorganisms: for Gram-negative (G-) bacteria the 16:1w7c, cyl7:0, 18:1w7¢c, cyl19:0 PLFAs
were used (Leckie 2005; Lewandowski et al. 2015), for Gram-positive bacteria (G+) 115:0, al5:0,
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116:0, 117:0 PLFAs were used (Leckie 2005; Lewandowski et al. 2015), for actinomycetes (Ac)
10Mel6:0 and 10Mel8:0 were used (Lewandowski et al. 2015; Leckie 2005), for fungi
18:2w6+18:1w9¢c were used and 16:1w5¢ was assumed as arbuscular mycorrhiza (AM) fungi PLFA,
but with caution due to its high possible input from G- bacterial biomass (Leckie 2005;

Lewandowski et al. 2015).

2.4. Statistical analysis

To compare the effect of forest development on soil chemical properties and on microbial
biomarkers contents, changes of all parameters were calculated relatively to agricultural soil.
Changes of the soil chemical properties (except pH) relatively to the agricultural soil have been
calculated as:

Cp,—Cp,

CP oo

where, Cpr and Cp,, are the values of chemical properties in the forest and agricultural soils,
respectively. For pH absolute changes were calculated by subtracting pH of agricultural soil from
pH of forest soils.
The increase of PLFAs of distinct groups relatively to agricultural plot was calculated as:

PLFA, - PLFA,,
PLF4,,

where, PLFAr and PLFA,,, are the contents of PLFAs of specific microbial groups in forest and
agricultural soils (nmol g soil), respectively. Data were checked for the normal distribution and
homogeneity was tested by Levene's test. Calculated values were tested with one-way ANOVA and
significant differences were obtained with Notched Box Plots.

Principal component analysis (PCA) of mol% of individual PLFAs was done to elucidate
major variation pattern. The scores of the first two components from the PCA were used to separate
the soils formed under various forests. Linear regression of PLFAs factor scores and soil properties
(pH, total C and N, concentration of NH, " and NO;3") was done to conclude about the correlation of
PLFAs composition with environmental factors depending on the forest type. Statistical analyses

were done in Statistica 12.0 and Microsoft Excel 2010.
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3. Results
3.1. Afforestation effects on soil properties

Afforestation had weak effect on the C content: the maximal changes of soil C content was
ca. 20% relative to the agricultural soil (Fig. 4-1), and was maximal for the birch, alder+oak and
birch+beech plots. However, C stocks in the upper 10 cm under pure oak, beech, two species
mixtures with oak and three species mixtures were lower compared to the agricultural soil
(Supplementary Table 4-2), mainly because of the low bulk density of the forest soils (it varied

between 0.7-1 g cm™ for forest soils and was 1.2 g cm™ for the agricultural soil).
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Figure 4-1. Changes of soil chemical properties in the various forest treatments relative to the
agricultural soil (Agr). Data present meanxst. error, n=4. Letters above error bars present
significant differences (p < 0.05) between the treatments for the each parameter separately. Red
letters are for C/N ratios, blue letter are for C and green are for N. In case of pH no statistical
differences between the forests were found, only differences between forest and agricultural soil
was found. Forest treatments: Al (alder), Bi (birch), Be (beech), Oa (oak), ABe (alder+beech), AOa
(alder+oak), BiBe (birch+beech), BiOa (birch+oak), ABiBe (alder+birch+beech), ABiOa
(alder+birch+oak).

42



Chapter 4. Article 11

Table 4-1. Properties of the forest tree species.

Plant species English oak European beech Silver birch European alder
Succession stage Late Late Early primary Early primary
(';"ey;gerhiza”o” High High High Weak
;);/%%l?;ization Ecto Ecto Ecto ell_:rgt:)s-cil?:r
C/N ratio of plant 38.73 71.67 31.52 21.23

litter

The effect of forest development on soil N content (Fig. 4-1) followed the same tendency as
on C content, despite the contrasting N content of the various forest litters (Table 4-1). In general,
changes of total N content in the forest soils were similar and ranged within +£15%. The organic
matter quality, characterized by C/N ratio, was the most strongly affected for the pure birch,
birch+beech plots and alder+beech, where it had the highest increase relative to agricultural soil
(Fig. 4-1).

10 years of afforestation decreased soil acidity by 1.0-1.2 units compared to the agricultural
plot (Fig. 4-1).

The NO;  concentrations in soil solution decreased for the birch, beech and two forest
mixtures with birch compare to the agricultural soil (Fig. 4-1). In contrast, NH," did not differ in the

agricultural and forest soils (Fig. 4-1).

3.2. Afforestation effects on total PLFAs content

Maximal contents of total microbial PLFAs were observed for the oak, birch and alder forest
soils (Fig. 4-2). Total PLFA contents were higher for the oak, birch and alder monocultures forests
compare to pure beech forest, whereas no differences were found between the two and three species
mixtures. In the case of the two species mixtures where beech was present, total PLFA content
increased relative to the beech monocultures, whereas, the opposite trends were observed for the

pure oak forest and two species mixtures containing oak.
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Figure 4-2. Content of total PLFAs (nmol g soil) in the different forest treatments and the
agricultural soil. Data present meanzst error, n=4. Letters above error bars present significant
differences (p< 0.05) between the treatments. Forest treatments: Al (alder), Bi (birch), Be (beech),
Oa (oak), ABe (alder+beech), AOa (alder+oak), BiBe (birch+beech), BiOa (birch+oak), ABiBe
(alder+birch+beech), ABiOa (alder+birch+oak).

3.3. Afforestation effects on the content of specific microbial biomarkers

Afforestation increased fungal PLFAs content the most compared to other biomarkers, and
were 50-200% higher in the forest soils compared to the agricultural (Fig. 4-3). The maximal
increase was found for the soils under birch, oak, alder and birch+beech. The two and three species
forests increased their fungal biomarker content by 50-100%.

Bacterial biomarkers increased in forest soils (except beech, three species mixture with
beech and birch+oak) by 20 to 110% compared to the arable soil but without differences in the G+
and G- groups (Fig. 4-3). The content of G+ bacterial PLFAs were low for the monocultural beech
forest, but increased for the two species mixtures with beech. In contrast, the content of G+ PLFAs
were higher for the monocultural oak forests, than for the birch+oak mixed forest.

Relative to the agricultural, the content of 16:1@5 PLFAs (AM fungal or G- bacterial
biomarker) increased by 30-120% (Fig. 4-3) and the increase was higher under the birch and oak
treatments than for any other soils. Both beech alone and in three species mixtures forests

containing beech resulted in a decline of 16:1@5 PLFAs relative to the agricultural soil.
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The content of actinomycete PLFAs followed the same trend as 16:1®5 PLFA, however, the

highest increase was found for the alder+beech plot.
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Figure 4-3. Changes in the content (nmol g soil) of specific microbial indicators PLFAs in the
different forest treatments relative to the agricultural soils, presented as portion of changes. Data
present meanzst. error, n=4. Letters above error bars present significant differences (p< 0.05)
between the plots for the each group separately. Top figure - red letters are for G- bacterial PLFAs,
black letters are for G+ PLFAs; bottom figure - violett letters are for fungal PLFAs, black are for
16:1w5 PLFA and green are for actinomycetes PLFAs. Forest treatments: Al (alder), Bi (birch), Be
(beech), Oa (oak), ABe (alder+beech), AOa (alder+oak), BiBe (birch+beech), BiOa (birch+oak),
ABiBe (alder+birch~+beech), ABiOa (alder+birch+oak).
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PCA analysis of the PLFA data revealed that the first two PCA components explained 38
and 21% of the PLFA variation, respectively (Fig. 4-4). The first PCA component reflects
differences in soil pH (+*=0.32; linear regression of scores for PC1 vs. soil pH) and was correlated
with saturated/monounsaturated ratio (+’=0.45). The second PCA component was correlated with
fungal/bacterial ratio (*=0.69) and also can be explained by soil pH (+*=0.73). Both PC1 and PC2
were correlated with the cyclo/precursor ratio (for PC1 7=0.38 and for PC2 *=0.40). Both ratios
are presented in the Table 4-2.

Table 4-2. Ratios of saturated/monounsaturated (sat/mono) PLFAs (calculated as
14:0+15:0+16:0+17:0+18:0/16:105+16:1w7+18:1w7+18:109),  cyclo/precursors  (cy/prec)
PLFAs (calculated as cyl7:0+cyl19:0/16:1w7+18:1w7) and fungal/bacterial (f/b) (calculated as
18:2w6,9/ i15:0+al5:0+15:0+i16:0+16:10w7+il7:0+al7:0+cyl7:0+cy19:0+18:1w7) for soils
under the different forest treatments and the grassland control plots. Data present mean + st. error,
n = 4. Forest treatments: Al (alder), Bi (birch), Be (beech), Oa (oak), ABe (alder+beech), AOa
(alder+oak), BiBe (birch+beech), BiOa (birch+oak), ABiBe (alder+birch+beech), ABiOa
(alder+birch+oak); Agr - agricultural plot.

Forest A Bi Be Oa ABe AOa BiBe BiOa ABiBe ABiOa Agr

sat/mono  0.65+0.01 0.62+0.01 0.69+0.04 0.68+0.05 0.7+0.03 0.78+0.02  0.63+0.03 0.72+0.03  0.58+0.02 0.63+0.03  0.69+0.01
cylprec  0.49+0.02 0.55+0.02  0.59+0.03  0.53+0.04 0.5+0.05 0.58+0.03  0.51+0.03 0.47+0.02 0.55+0.03 0.55+0.02  0.41+0.01
fib 0.043+0.006 0.063+0.004 0.05+0.004 0.054+0.007 0.069+ 0.062+0.003 0.076+0.013 0.074+0.004 0.064+0.01 0.055+0.009 0.033+0.001

According to the PCA results the agricultural soil was separated from the mono- and three
species mixture forests along the PC1 and PC2 and only along PC2 from the two species mixtures
forests. Bacterial biomarkers (18:1®w7, cyl17:0, 115:0 and 117:0) contributed to the separation of
forest soils from the agricultural plot along PC1, whereas fungal (18:206,9 and 18:109) and G-
biomarkers (cy19:0) were responsible for the separation along PC2 (Fig. 4-4, top). The agricultural
plot was different from the forests due to the high relative portion of 114:0, 16:105 and 16:1w7
PLFAs in total PLFAs content, which were 1.1-1.5 times higher in the agricultural relative to the
forest soils (Supplementary table 4-1).
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Figure 4-4. Score plot of PCA presenting the separation of mono- and mixture species forests along
the principal component PCI and PC2 (top) and loading values for the PLFAs (bottom). Forest
treatments: Al (alder), Bi (birch), Be (beech), Oa (oak), ABe (alder+beech), AOa (alder+oak), BiBe
(birch+beech), BiOa (birch+oak), ABiBe (alder+birch+beech), ABiOa (alder+birch+oak). Colors
for the loading values of PLFAs indicate the following: red — Gram-negative bacterial, yellow —
universal microbial biomarker, green - actinomycetes, blue — Gram-positive bacteria, violet — fungi.

Single and three species mixtures forest soils were separated from the two species mixture
forests along PC1 (Fig. 4-4, top). Based on the loading values (Fig. 4-4, bottom), Ac (10Mel6:0
and 10Mel8:0) and bacterial biomarkers (i16:0, 115:0, 18:1w9) were the most important for
separation the two species mixtures from single and three species mixtures forests. In contrast,
mono- and three species mixtures were only weakly separated on PC 2, and no separation along

PC1 was found.
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4. Discussion
4.1. Afforestation effects on soil chemical properties

Afforestation typically results in an improvement in soil quality and an increase in total C
and N content (Laganiére et al. 2012; Kurganova et al. 2015; Paul et al. 2002). Soil C content
increased by 20% (for some plots) in the top 10 cm when compared to the adjacent agricultural on
which the forest was established (Fig. 4-1). Such small changes are related to: i) prolonged effects
of former land use management on the total soil C content within the first 10 years after
afforestation (Paul et al. 2002), i1) occurrence of opposing processes during afforestation: a) large
inputs of tree litter which decomposes relatively slowly as the intrinsic microbial community is
poorly adapted to this new substrate, and at the same time b) intensive decomposition of the
intrinsic agriculture-derived SOC due to the increased activity and content of microbial biomass. As
a result, C mineralization can exceed accumulation in the surface soil layer during early
afforestation.

Total soil N content in the forest soils were similar to the agricultural plot, except for pure
beech stand, where it decreased by 15% and alder+oak plot where N content increased by 15%
(Fig. 4-1). N stocks were lower in all forest soils compared to the agricultural soil (Supplementary
Table 4-2), mainly because of decrease of soil density. Afforestation has a strong effect on N
dynamics in soils and induces changes in N mineralization, ammonification and nitrification rates
(Li et al. 2014). Moreover, young trees have a high demand for N, resulting in a redistribution from
soils into tree biomass (Uri et al. 2003). The dominating form of the N in soil solution in afforested
soils was nitrate, although this was lower than in the agricultural soil (Fig. 4-1, Supplementary
Table 4-2). In contrast, no strong effect of afforestation on NH,4' concentration was found. The
decrease of NOs™ concentrations is common for forest soils is a consequence of lower pH, higher C
input, absence of fertilization and intensive uptake of N by plants, all of which reduce nitrification
rates (Li et al. 2014).

In agreement with previous afforestation studies (Berthrong et al. 2009; Kalinina et al.
2011), a decrease in soil pH was observed in all forest plots. We ascribe this to, i) changes in the
amount of rhizodeposition, which is around 50% of total assimilated C belowground for trees vs.
10-40% for annual plants (Grayston et al. 1997a), i1) changes in root and ectomycorrhizal exudate
quality, which often contain a high variety and amount of organic acids (Grayston et al. 1997a), iii)
an increased uptake of cations by trees (Jobbagy and Jackson 2003), iv) shifts in litter quality, and

v) an absence of liming. We conclude therefore that while early afforestation does not promote
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strong changes in some soil chemical properties (e.g. total C and N content, C/N ratio) it can

promote large changes in more dynamic soil quality indicators (e.g. pH and available N form).

4.2. Tree identity effects on total microbial PLFA

Development of forests usually increases total PLFAs content (Jangid et al. 2011) and for
our study it was true mostly for the soils under the monoculture forests formed by alder, birch and
oak and also in two species forest mixtures with beech (Fig. 4-2). The total content of PLFAs was
2-3 times lower for the pure beech stands in comparison with the other broadleaf forest types (e.g.
hornbeam, lime, maple or ash) (Scheibe et al. 2015). This is a consequence of low pH and presence
of specific compounds in root exudates composition (Scheibe et al. 2015). The increase of PLFAs
content under the two species mixtures with beech is explained by presence of the pioneer species -
alder and birch, which are usually used to improve soil quality before planting the secondary forest
species such as beech (Frouz et al. 2015). Moreover, alder is an N-fixer, which can provide
additional N for microorganisms in soil under two species mixtures forests (Frouz et al. 2015;
Walker and Chapin 1986; Chapin et al. 1994). In contrast, mixtures containing both oak trees and
primary succession species did not stimulate an increase in microbial biomarkers content (Fig. 4-2).
The same effect was found for the three species mixtures because partly opposite effects of the tree
species (Fig. 4-2) compensating each other in mixtures. In conclusion, it appears that tree species
identity has a stronger effect than amount of species on the content of total PLFAs in the afforested

soils.

4.3. Afforestation effects on microbial community composition

Afforestation increased the content of bacterial and fungal PLFAs, however, fungal
biomarkers increased 2 times higher than those for bacterial. Afforestation usually promotes
development of fungi (Yannikos et al. 2014; Macdonald et al. 2009; Carson et al. 2010) and induces
changes in fungal community composition (Carson et al. 2010). An increase in fungal biomarker
content after afforestation can be attributed to the both direct effects of the trees themselves and
indirect effects due to changes in the environment. Of the direct tree effects, fungal biomass is
stimulated by, 1) a shift from easy decomposable crop residues to more recalcitrant leaf litter rich in
polyphenol/tannin compounds (Rousk and Baath 2007; Yannikos et al. 2014), and ii) development
of plant species, which are strongly ectomycorrhizal such as birch, alder and oak (Baum et al.

2009). Of the indirect effects, 1) termination of agricultural practice stimulates the development of
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fungi due to less physical disruption of hyphal networks (Helgason et al. 2009; Strickland and
Rousk 2010), and ii) a decrease in soil pH suppresses bacterial growth and makes fungi more
competitive in terms of substrate utilization (Swift et al. 1979; Zeller et al. 2001).

The 16:105 PLFA can be used to estimate the content of AM fungal biomarkers (Thoms and
Gleixner 2013; Madan et al. 2002) although we acknowledge that this may also be present in G-
bacteria (Nichols et al. 1986). In contrast to fungal PLFAs, the content of the 16:1w5 PLFA
increased by 30 to 120% (for some cases) and even decreased (for beech and three species forest
mixtures) (Fig. 4-3). This either can reflect i) the shift in fungal community from arbuscular
mycorrhizal communities, inherent for agriculture and pasture soils, to ectomycorrhizal
communities which dominate under forests (Macdonald et al. 2009) or ii) the changes in portion of
microorganisms with rapid growth strategy in total microbial community (Priha et al. 1999).

Bacterial biomass was less affected by a shift away from an agricultural management regime
than fungi. This is agreement with Klein et al. (1995) who suggested that abandonment of
agricultural land and subsequent afforestation should not strongly affect that part of soil microbial
community. However, based on our PLFA analysis, the amount of bacterial biomarkers increased
with afforestation, which agrees with other findings (van der Wal et al. 2006). Also, there was a
similar increase of G+ and G- biomarkers in the most forest plots (except three species mixtures
with beech and birch+oak) (Fig. 4-3), which is in one line with data on similar portions of G+ and
G- PLFAs found for the old growing oak and beech forests (Hackl et al. 2005). Increases in the G-
bacterial biomarkers may be connected with the increasing the volume of rhizosphere in forest soils
compare to agricultural (Thoms and Gleixner 2013), whereas increases in G+ biomarkers may
occur due to intensive decomposition of C from previous land use.

The average increase of PLFAs associated with actinomycetes was 50-150% and was
detected only for pure birch stand and two species mixtures (the highest with presence of alder),
whereas for other plots they decreased or were similar to the agricultural soil (Fig. 4-3). Decrease in
actinomycete biomarker content is related to the increasing the content of fungal biomass which is
known to suppress the development of the actinomycete community (Lewandowski et al. 2015;
Boer et al. 2005). From this study we conclude that changes in the content of microbial biomarkers
following afforestation were greater compared to the major soil quality indicators. Afforestation
affected the development of fungal biomass to a greater degree than bacterial biomass. Shifts in the
content of particular biomarkers was found in all forest plots, suggesting that the amount of tree

species is not the main factor controlling soil microbial community changes. At the same time, the
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relative increase in biomarker content was related to tree identity, revealing that individual tree
species promoted greater change relative to mixed-species forest. Further, no additive effects of

individual tree species were found.

4.4. Forest composition effects on soil microbial communities

According to PCA analysis forest soil plots were different from the agricultural plot mainly
due to the fungal (18:26,9 and 18:109) PLFAs (Fig. 4-4, bottom). This is in accordance with
general increase of fungal biomarkers in forest soils (Fig. 4-3). Decrease of soil acidity contributed
the most to separation of forest and agricultural plots, which is frequently reported for forest soils
(Scheibe et al. 2015; van der Wal et al. 2006).

According to the PCA, one- and three species mixture forests were more similar in PLFA
composition than two species mixtures (Fig. 4-4, top). The most relevant groups in differentiation
of two species mixtures from monoculture and three species forests were 10Me16:0 and 10Mel8:0,
common for actinomycetes (Zelles 1997) and branched PLFAs 116:0 and al6:0, common for G+
bacteria (Zelles 1997) (Fig. 4-4, bottom). The late successional tree species together with two early
primary successional species (three species mixture forests) stimulates development of microbial
communities similar to monoculture forests (Fig. 4-4, top). The most relevant PLFAs for separation
of mono- and three species forests were fungal 18:1m9 and cyclopropyl PLFAs cy17:0 and cy19:0
(Fig. 4-4, bottom).

Thus, the specific microbial community types were formed in the soils under the tested
forest types already 10 years after planting. Similar microbial communities developed in soils under
mono- and three species forest mixtures point on the absence of additive effect if two early primary
successional species grow together. In contrast, simultaneous development of one early primary and
one late successional tree species forms soil microbial communities with completely different

composition.

5. Conclusions

Afforestation by one-, two- and three species mixtures with contrasting sets of functional
traits, revealed the effects of trees identity and forest tree community composition on changes in
soil chemistry and the structure of microbial communities. In support of our first hypothesis, total
PLFA content increased more than 100% in forest soils compared to the agricultural, whereas

changes in soil chemical properties (C and N contents, dissolved N forms) were altered to a lesser
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degree. Total PLFA contents for monocultural forests (except beech) were higher than for the
mixtures, indicating that tree species identity has a stronger effect than number of species on the
content of microbial biomarkers and no additive effects of increasing species number were
observed.

The content of fungal biomarkers was changed by afforestation to much greater extent than
for bacteria in agreement with our second hypothesis. Increase of particular biomarkers for all
forests was independent of tree species amount, reflecting absence of additive effect of forest
mixtures on the content of specific microbial biomarkers.

The PCA analysis revealed that two species mixtures were separated from one- and three
species forests due to a higher abundance of actinomycetes and G+ bacterial biomarkers. In
contrast, microbial community composition for single species forests were similar to the three
species mixtures, and could only be separated along PC2 due to a high abundance of G- bacterial
biomarkers. Thus, development of forest monocultures, even formed by species having different
functional traits promotes formation of similar microbial communities. In contrast, the simultaneous
presence of early primary and late successional tree species stimulates the development of different
community compositions, but this effect is dampened in mixtures of two early primary and late

successional species.
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Abstract

Afforestation affects soil properties and processes, microbial community structure and increase
limitation of carbon (C), nitrogen (N) and phosphorus (P) in soils when compared to typical
agricultural land use. Tree species specific changes of soil conditions can affect microbial
functioning, which in turn regulate the activity of extracellular enzymes. We used the
BangorDiverse afforestation experiment comprised of pure and mixed species stands to: (i) estimate
how afforestation will modulate activities of enzymes responsible for C, N and P cycling in soil;
and (i1) explore the effects of trees with contrasting functional traits (early primary vs late
succession species, and N-fixing vs non-N-fixing species) on enzyme kinetics. Soil (0-10 cm) was
samples from monocultures of alder, birch, beech, and oak, two species mixtures (alder+beech,
alder+oak, birch+beech and birch+toak) and three species mixtures (alder+birch+oak and
aldertbirch+beech), and compared to an agricultural field as a control. Samples were analyzed for
B-glucosidase (BG) and B-xylosidase (Xyl) (C-cycle), B-N-acetylglucosaminidase (NAG) and
leucine aminopeptidase (LAP) (N-cycle) and acid phosphatase (AP) (P-cycle) and the potential
activity (Vmax) and substrate affinity (K;,) were calculated. Vy,.x of LAP and BG decreased by
afforestation between 1.5 and 6.0 times compared to the control. Vy,x of BG and LAP correlated
well with pH. Activities of NAG, Xyl and AP remained constant after afforestation. In contrast, K,
values reacted differently: K,, of BG were the lowest (means had the highest affinity) among other
enzymes and remained constant by afforestation, reflecting the stability of enzyme composition.
Affinities of other enzymes increased, showing a shift in soil microbial community to K-strategies
adapted to lower N and P availability. Thus, even afforestation reduced enzyme activities, their
efficiencies increased. V. values were tree species dependent if compared only forest plots: Viax
of NAG, Xyl and AP were maximal in soils developed under the two species mixture with birch
and, even, exceed the expected activity levels (means V. values in mixed forests were expected to
be mean of Vp,x under monoculture forests). This shows the synergistic effect of late successional
species (oak and beech) growing together with early primary species (birch) and nutrients limitation
in young forests. In contrast, alder decreased activities of AP in two or three species mixed forests,
or activities of LAP and NAG were close to expected. This shows that the presence of N-fixing
species supplies microorganisms with sufficient amount of available nutrients, which suppress
enzymes functioning. Thus, the activity of extracellular enzymes in afforestated soils is determined

by species composition, and the response depends on enzyme group.
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1. Introduction
Forest establishment strongly influences the quality and quantity of above- and below-ground
organic matter inputs that can alter soil microbial community structure and soil properties through
changes in carbon (C) and nitrogen (N) content, and a decrease in pH. These factors, in turn, impact
upon C, N and phosphorus (P) cycling in the afforested soils that can accelerate element turnover.
An increased input of C to soil and a higher demand for nutrients by plants also affects the function
of soil microbial communities through their utilization of organic polymers that can be estimated by
the activity of extracellular enzymes. Indeed, the activity of soil enzymes has been used as an
indicator of soil fertility and nutrient dynamics of forest ecosystems (Lagomarsino et al., 2012; Ren
et al., 2016). In a global analysis of soil enzyme in forest ecosystems Xu et al. (2017) showed that
the activities of B-glucosidase (BG) and 1,4-N-acetylglucosaminidase (NAG) are higher in the
temperate than tropical and subtropical forests. Conversely, the activity of acid phosphatase (AP)
was shown to be highest in tropical soils due to the P deficiency of soils in that region (Xu et al.,
2017). Enzyme activity reacts quickly to land use change (Bandick and Dick, 1999; Floch et al.,
2009), and especially afforestation. Forest development usually stimulates the production and
activity of soil enzymes in response to: (i) increased rhizodeposition and organic polymers inputs as
reported for catalase, saccharase, urease and AP after conversion of agricultural land to forest (Ren
et al., 2016); (ii) increased abundance of the fungal community and elevated chitinase activity; (iii)
nutrient limitation (especially N) due to intensive uptake of mineral N by growing trees (Herbert et
al., 2003); (iv) absence of fertilization that intensify the mineralization of organic P ; (v) changes in
soil pH. However, in contrast, the activity of AP and BG activity has been shown to be suppressed
in forest soils because of the high tannin and phenol content of coniferous and some deciduous
forests species (Gonnety et al., 2013; Adamczyk et al., 2017). Nutrient inputs mediated by trees to
soil may also suppress enzyme activity. For example, the availability of soil N (Gonnety et al.,
2013) or the activity of P-acquisition enzymes associated with the N content in soils (Fatemi et al.,
2016), which demonstrates the intrinsic link between P and N cycling in soils. Thus, the effects of
afforestation on soil enzyme activities are not always positive and depend, not only on species
identity, but also on a myriad of additional abiotic and biotic factors.

One of the strongest factor affecting the activity of soil enzymes in forests is tree identity.
For example, proteolytic enzyme activity was higher for the soil under birch (Betula pendula) forest
compared to pine (Pinus sylvestris) and spruce (Picea abies), as a result of high C mineralization

under birch forest (Adamczyk et al., 2014). In contrast, BG activity was lower in soil developed
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under birch compared to pine forest, which was explained by a high content of cellulose in pine
needles (Adamczyk et al., 2014); however, the activity of B-glucosaminidase and AP activities were
similar in these soils. In a study of enzyme activity under beech (Fagus sylvatica) and two species
of oak, (Quercus ilex) holm-oak and (Quercus cerris) turkey-oak in the mediterranean BG activity
was found to be significantly lower under holm-oak, whereas o-diphenol oxidase activity was
lowest under beech (Grosso et al., 2014). More recently, in a mixed species Mediterranean forest,
Brunel et al. (2017) showed that holm-oakand Aleppo pine (Pinus halepensis) had no additive
effects on cellulase activity, but that soil functioning depends on forest composition. Thus, data on
soil enzyme activity under monoculture forest cannot be extrapolated to determine the effect of
mixed species forest. Moreover, it is unclear how soil enzyme activities will be influenced by the
simultaneous development of tree species with various functional traits.

The aim of this study was to determine the effect of tree species, planted in monoculture and
a two and three species mixture, on the soil enzymes involved in the acquisition of C, N and P
during the early stages (10 years) of forest stand establishment. It was hypothesized that: (i) an
increase in organic polymer input via roots and leaves would increase the activity of C acquisition
enzymes; (i1) due to the young age of the aggrading forest, N is expected to be a limiting factor
which will stimulate the production and activity of N-acquisition enzymes; (iii) due to a strong
connection between N and P cycles, an increase in the mineralization of organic P would
simultaneously increase with the activity of N-acquisition enzymes; (iv) the presence of N-fixing
species will decrease the activity of N-acquisition enzymes when trees are grown in mixtures with
non-N-fixing; and (v) AP activities in soil under late successional species will be lower than early
successional species due to a higher tannin content of litter; whereas when early and late
successional species are grown in mixture the suppressive effect of litter tannin content will

neutralize any positive effect of the early successional species..

2. Materials and methods

2.1. Study site and soil sampling

BangorDIVERSE forest diversity experiment was established at Henfaes Research Centre, Bangor
University, North Wales, UK (53°14° N, 4°01’W) in 2004 and was designed to inform the
afforestation of former agricultural fields with native broadleaved trees species. For a detailed
description of the experiment design see Gunina et al. (2017) and Ahmed et al. (2016). In the

experiment presented here the following forest plots were selected: in monoculture alder (4/nus
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glutinosa L.), birch (Betula pendula Roth), beech (Fagus sylvatica, L.) and oak (Quercus robur L.),
two species mixtures of alder+beech, alder+oak, birch+beech, birch+oak, and three species
mixtures of alder+birch+beech and alder+birch+oak. As a control soil an agricultural field adjacent
to the BangorDIVERSE experiment was chosen because of its proximity to the afforested plots and
similar soil type and land use history. Soils have a fine loamy texture (Smith A.. et al., 2013) and
were classified as Eutric Fluvic Cambisols (WRB 2006). For each plot four samples were collected
using a hand trowel from a top 0-10 cm (without soil litter) and bulked into a single composite
sample (44 samples in total from 11 plots and four replicates). Soil samples were stored frozen (-20
°C) before enzyme analyses. Soil chemical and biological properties are presented in Table 1

(Gunina et al., 2017).

Table 5-1. Soil biological and chemical properties after afforestation and in the control plot. Data
present mean * st. error, n = 4. Letters present significant differences (P < 0.05) level between the
treatments for each parameter separately. Significant differences were obtained by Fischer post hoc
test. Table is taken from the Gunina et al. (2017).

Plant type Abbreviation PLFAs (nmolg~soil)  C(gkg soil) N (gkg soil) CN pH NO; (mg kg soil) NH,(mgkg soil)
Alder Al 605.9+36.5° 29.97+0.9°  3.1(0.1™°  9.62(0.10° 5.29(0.05)°  2.47 (0.08)" 0.020 (0.001)°
Birch Bi 718.2¢10.5° 33.8+2.1% 3.2(0.3™  10.58 (0.31)" 5.36 (0.03)* 1.50 (0.07)° 0.012 (0.003)
Beech Be 297.1424.8° 24.8+1.3° 2.5(0.2)° 9.52 (0.12) 5.23 (0.06)™ 1.51 (0.25)° 0.013 (0.004)™°
Oak Oak 683.7+53.2° 27.3+0.7% 2.9(0.03*  9.86(0.32) 5.26 (0.18) 3.09 (0.42)° 0.025 (0.009)™
Alder+Beech Al+Be 491.4%50.6™ 31.5+2.0™ 3.1(0.2%  10.30 (0.27)° 5.35(0.18)°  2.57 (0.23)™ 0.008 (0.001)°
Alder+Oak Al+Oak 387.4£38.5° 35.0£2.0° 3.5(0.04)  10.11(0.36)® 5.05 (0.05) 3.56 (0.52)° 0.028 (0.001)
Birch+Beech Bi+Be 511.8468.3%° 34.7+1.8% 3.2(0.2°  10.50 (0.06)™ 5.38 (0.07)™ 1.43 (0.17)° 0.009 (0.002)°
Birch+Oak Bi+Oak 292.5+8.5% 29.9+2.0% 3.0 (0.2 10.01 (0.04)™° 5.47 (0.08)° 1.43 (0.31)° 0.009 (0.002)°
Alder+Birch+Beech  Al+Bi+Be 234.6416.7° 28.56£1.45° 3.1 (0.2)® 9.56 (0.20)°  5.40 (0.08)°  2.53 (0.06)™ 0.01 (0.003)°
Alder+Birch+Oak Al+Bi+Oak 370.1485.2" 31.0£0.7 3.0 (0.1 10.23 (0.25™° 5.33 (0.04)™ 1.83 (0.22) 0.01 (0.001)°
Agricultural (control) ¢ 283.310.6™ 28.9+0.7 3.0 (0.1 9.65(0.30)°  6.49 (0.06)° 2.84 (0.10® 0.013 (0.006)™°

2.2. Analysis of enzyme activities in soil

Activity of soil enzymes was measured according to Razavi et al. (2016). Before enzymatic
analyses, soils were pre-incubated at 20 °C for 10 days to ensure the microbial community was not
affected by sampling. The activities of the following enzymes were determined using fluorogenic
methylumbelliferone (MUF) substrate for: 4-methylumbelliferyl-B-D-glucoside (for B-glucosidase
(BG) activity); 4-methylumbelliferyl-B-D-xylopyranoside (for B-xylosidase (XYL) activity); 4-
Methylumbelliferyl-phosphate acid (for acid phosphates (AP) activity); 4-Methylumbelliferyl-
Nacetyl-B-D-Glucosaminide (for B-N-acetylglucosaminidase (NAG) activity) and Amino-4-
Methylcoumarin (AMC) substrate for L-leucine-7-amino-4-methyl coumarin (for leucine
aminopeptidase (LAP) activity). Briefly one gram of soil (dry equivalent) was placed into a 150 mL

bottle and 50 mL of autoclaved distilled water was added. Soil was dispersed by ultrasonic
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disaggregator (40 J s for 120 s), and aliquots of 50 ul were placed into 96-well microplate (Brand
pureGrade, black). As a buffer 50 pl of 0.1 M 2-(N-morpholino) ethanesulfonic acid (MES) (pH
6.1) was used (for all enzymes except LAP). For LAP 50 pl of 0.05 M o- a- o —Tris-
(hydroxymethyl)-methylamin (TRIZMA-Base) was used. Into each vial 100 ul of substrates were
added at concentrations of: 0, 10, 20, 30, 40, 50, 100, 200 pmol g'1 soil. Samples were incubated in
total for 120 min with four measurements of fluorescence (excitation 360 nm; emission 450 nm) at
intervals of: 0, 30, 60 and 120 min, to obtain the kinetics of enzymatic reactions. Calibration curves
were created for pure MUF or AMC substrates at nine concentrations: 0, 10, 20, 50, 100, 200, 500,
800, 1200, 1500 pmol well™. Into each microtiter plate well 50 ul of soil suspension, 30-150 pl of
buffer and 0-120 pl of MUF or AMC were added (depending on the final concentration of MUF or
AMC required in a well).

The rate of enzymatic reactions were calculated for each time and were expressed as nmol activity
g dry soil h™. For the final calculation of maximal rate of enzyme catalysis = potential activity
(Vmax) and Michaelis constant (K,,), the time interval with maximum parameters of enzyme

activities was chosen (two hours, in our case).

2.3. Calculations and Statistics
The measured enzyme activities were plotted against substrate concentrations and the following
Equation 1 was fitted to calculate V), and K,

Vi *S

max

v= K. 15 Equation 1.

where, v is the substrate-dependent rate of reaction (nmol activity g'1 dry soil h™), S is the substrate
concentration (umol g™ s0il™"), Vimax is the maximal velocity of enzyme catalysis (nmol MUF/AMC
¢! h™") responsible for decomposition rates at saturating substrate concentrations and Ky, is a
Michaelis constant (uM g) that reflects the affinity of substrates to enzymes and is numerically
equal to the concentration of the substrate for half of maximal velocity. Additionally the expected

Viax for the two and three species mixtures were calculated from the V. of each single species

contributing to the mixture determined from the monoculture stand.
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3. Results

3.1. Response of enzyme activities to afforestation

Enzyme kinetics of LAP, BG and AP for the control, birch monoculture, two and three tree species
mixture are shown in Fig. 5-1. Enzyme activity decreased for all enzymes following afforestation
with the selected species. The strongest reduction in enzyme activity was found in the three species
mixtures.

The activity of enzymes responsible for the cellobiose hydrolysis (BG) decreased by 1.4
to 3-fold in all forest soils compared to the control, with the lowest values observed for the beech
monoculture, two species mixtures with oak and three species mixtures (Fig. 5-2). Xylanase activity
was six times lower than BG, however, the magnitude of response to afforestation was similar for
both enzymes. The lowest enzyme activity was observed for beech grown in monoculture, whereas
presence of birch increase Xyl activity in two species mixtures.

Leucine aminopeptidase activities decreased for all afforested plots. The presence of late
successional species, such as beech and oak, decreased the LAP activity in both two and three
species mixtures when in admixture with birch. Conversely, when oak was mixed with alder an
increased LAP activity was observed. Figure 5-3 shows that a decrease in both BG and LAP
activities were correlated with decreases in soil pH associated with afforestation. Activity of NAG
in afforested soils was similar to the control soil, only for oak in monoculture was a significant
decrease found. Simultaneous development of birch with beech and oak increased NAG activity in
two species mixtures. In contrast, the presence of alder did not effect NAG activity in the two
species mixtures.

Acid phosphatase activity decreased by two-fold for oak and beech in monoculture
compared the control. When oak or beech was in a two species admixture with alder a similar two-
fold decrease was observed, but this effect was not observed in admixture with birch. Suppression
of enzyme activity also occurred when oak or beech was in a three species mixture with alder and
birch. The highest enzyme activity was observed under birch and alder monocultures, suggesting
that P limitation could explain this response with early successional species. In contrast, birch in
admixture with oak or beech increased AP activity suggesting a greater potential for mineralization

of organic P.
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Figure 5-1. Dependence of enzyme activities from substrate concentrations in soil under pure and
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Figure 5-2. V. parameter of kinetic of the enzymes responsible for C (f-glucosidase and
xylanase), N (Leucyl aminopeptidases and N-acetyl glucosaminidase) and P (acids-phosphatase)
cycles for the soils formed under mono-, two- and three species mixtures forests. Al (alder), Bi
(birch), Be (beech), Oa (oak), ABe (alder+beech), AOa (alder+oak), BiBe (birch+beech), BiOa
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from soil pH values. Data present mean=st error, n=4.

3.2. Effect of forest mixtures on the expected enzyme activities

Presence of birch in two species mixtures increased NAG activity 2-3 fold, whereas LAP activity
was decreased (Fig. 5-4). In contrast, the presence of alder in two and three species mixtures
resulted in the activities of NAG and LAP corresponded to the expected activity calculated from
species in monoculture. Measured activities of BG correspond to expected activity in calculated
from monoculture with the exception of the alder and oak two species mixture. Development of
mixed species forests tended to increased xylanase activity compared with expected levels with the
exception of alder and beech in a two species mixture and three species mixtures with oak. Presence
of birch increased AP activity compared to expected levels in the two species mixtures, whereas

presence of alder decreased AP activity.
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measured V., is equal to expected V.
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3.3. Response of enzyme affinities to afforestation

The response of enzyme affinities (Fig. 5-5) to afforestation varied: the highest affinities (the lowest
Ky, values) were found for BG and Xyl, and were 2-3 fold lower for other enzymes. K, values of
BG were not affected by afforestation, whereas affinities of Xyl increased for all forests except
birch in monoculture and the birch and beech mixture. Affinities of LAP increased for all afforested
plots with the exception of birch and oak, with the highest effect found for two species mixtures in
admixture with birch. For NAG a strong decrease of K;,, values was found for the oak monoculture,
whereas NAG affinity was not affected by the other species. Affinities of AP increased for the two
species mixtures in admixture with alder, but were less affected by other forest types. Thus,
afforestation does not necessarily increase enzyme affinities to substrate, which shows a variable

response of enzyme systems to changed environmental conditions.
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Data present mean=st error, n=4.
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4. Discussion

4.1. Changes of soil properties and decrease of enzyme V. after afforestation

Development of forests on former arable land increases C inputs into the soil (Jandl et al., 2007). As
shown by Gunina et al. (2017) in previous work at BangorDiverse soil, total C and N content were
increased by up to 20 % after 10 years of afforestation when compared to the agricultural control
soil (Table 5-1). Microbial community structure was altered through a strong increase of fungi.
Additionally, microbial community composition changes were observed for both monoculture and
mixed species forests (Gunina et al., 2017).

Usually, increased input of rhizodeposition and especially above- and below-ground litter
affects the production and activities of exoenzymes by microorganisms that are responsible for the
decomposition of organic polymers (Gispert et al., 2013). However, as identified in our results, the
activity of BG (responsible for degradation of B-D-glucosides and oligosaccharides) decreased after
afforestation for all plots (Fig. 5-2) and the activity of LAP (responsible for hydrolysis of leucine
residues in peptides and proteins (Blagodatskaya and Kuzyakov, 2008) also decreased in most of
the afforested soils compared to the control. Activity of both enzymes was positively correlated
with pH changes by afforestation, which is in agreement with a study of Burns et al. (2013), where
a positive effect of pH on the activity of LAP was reported. However, effect of pH on the enzyme
activity is not always found and depends on the plant community type (Stursova and Baldrian,
2011).

An absence of an effect of total soil C or N on Vi, is in congruent with enzyme activities
having non-linear dependency on the nutrient availability in soils (Xu et al., 2017) and can be also
affected by other factors (Adamczyk et al., 2017).

Activity of BG in the forest soils can be suppressed by the presence of tannins in the tree
litter (Joanisse et al., 2007), which generally decrease enzyme activities (Adamczyk et al., 2017).
Upregulation of BG activity in arable land can be a result of the removal of crop residues during
annual harvesting which requires maintaining monomer production for microorganisms.

The BG affinities were similar to cropland after afforestation (Fig. 5-3), showing the
stability of microbial functions regarding decomposition of oligosaccharides. Nevertheless, increase
of LAP enzyme efficiency, indicated by a up to 10 fold K,,, following afforestation shows a shift
towards K-strategy. The K-microorganisms decompose organic polymers found in forest detritus

more efficiently compared to r-strategy microorganisms (Loeppmann et al., 2016).
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4.2. Forest composition and N limitation

Nitrogen accumulated as amino sugars within microbial residues in soil has a concentration
of around 400-800 g kg soil N (Amelung et al., 2001), and is one of the main N sources for
mineralization and utilization by microorganisms. The decrease of NAG activity, which is
responsible for mineralization of organic N contained within chitin from the cell walls of fungi and
exoskeleton of arthropods, was observed in the beech monoculture, whereas for all other tree
species and mixtures NAG was not affected. The presence of birch in the two species mixtures in
admixture with oak and beech increased NAG activity compared with oak and beech in
monoculture. This suggests that birch strongly promotes the development of mycorrhizal and
saprophytic fungi (Gunina et al., 2017). Measured NAG activity was higher than expected (Fig. 5-4)
for the two species mixtures with birch indicating that enzyme production was stimulated when
birch is in admixture with late successional species, e.g oak and beech. Substrate affinity of NAG
slightly increased with afforestation, showing that microorganisms in forest soils utilize N from
microbial residues more efficiently as compared to cropland.

The lowest LAP activity was found in soils under alder that could be explained by the N-
fixing trait of this species as elevated N inputs reduce the necessity for microorganisms to mediate
N mineralization (Xu et al., 2017). In contrast, higher LAP activity was found in soils under birch
and oak forests suggesting a stronger N demand and increased N limitation without N fertilization
or N deficiency in these soils that requires increased mineralization of organic N. These results are
in agreement with often reported N limitation observed in young aggrading deciduous forests (Ren
et al., 2016). Measured LAP activities for the two species mixtures in admixture with birch were
lower than expected showing an opposite trend with NAG activity. Thus, development of birch
forest stands in admixture with late successional species promotes mineralization of N from cell
wall residues rather than from proteins. In contrast, when alder is present in the stand, the estimated
and measured V,.,x values were almost identical suggesting that when grown in mixture alder
provides a sufficient amount of available N for microbial demand.

Thus, the effect of forest species composition on the activity of NAG is tree species specific,
and synergetic effects can be found when two species mixtures include birch. In contrast, LAP

activity was low suggesting adaptation of enzyme systems to a particular forest type.
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4.3. Forest composition and C cycle

In contrast to BG, activity of Xyl was mainly unaffected by afforestation (only trends in
activity increase were found) (Fig. 5-2). Xylanase is an enzyme which breaks down hemicellulose
(Blagodatskaya and Kuzyakov, 2008), and its activity depends on quantity and quality of substrates
(Snajdr et al., 2013). Thus, an increase of hemicellulose input with forest litter could have
stimulated Xyl production. Tree species identify differentially affected Xyl activity: lower values
were found for in beech and oak monocultures, whereas higher values were reported for birch in
monoculture, two species mixtures in admixture with birch, and three species mixture in admixture
with beech. The low Vy,.x values for beech and oak are linked to lower quality litter as the C: N
ratio of the litter was found to be 72 and 39 for beech and oak, respectively (Gunina et al., 2017),
which usually slows down decomposition rate. In contrast, the presence of easily decomposable
birch litter with a C: N ratio of 32 stimulated Xyl production and activity in the soils under both the
two and three species mixtures. Also, the expected V.x were lower compared to actual ones for
two and three species mixture forests (excluding alder+beech and alder+birch+oak) showing the
stimulation of Xyl production when late successional species (oak and beech) grow together with
early primary species (alder and birch). However, for the alder, alder+beech, alder+birch+oak the
K values decreased with afforestation reflecting shift in microbial community to K-strategists and
increase of enzyme efficiency under substrate limitation (Loeppmann et al., 2016). Thus, Xyl
activity was also tree species specific, showing either constant level (in the presence of birch), or
increase in efficiency in presence of alder, due to changes in microbial community strategies and

C/N ratio of litter.

4.4. Forest composition and P limitation

Availability of P often limits the productivity of terrestrial ecosystems, and utilization of
mineral P results in a significant portion (up to 90%) of P being in organic complexes (Margalef et
al., 2017). Thus, a presence of available of P in soils suggests efficient enzymatic mining by
microorganisms of P from SOM or plant detritus. Even if AP was suppressed by afforestation, the
differences between forests were found, showing various P availability depending on forest type.
Higher AP activity was observed for the birch compared with late successional species (beech and
oak) and also for the two species mixtures with birch. This was in accordance with high activities of
N acquisition enzymes - LAP and NAG in these soils, which points to the increasing demands of

trees and microorganisms for P, where the soil N content is high (Margalef et al., 2017), and there is
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active immobilization of P by microorganisms (Nannipieri et al., 2011). In contrast, simultaneous
development of alder with late successional tree species (beech and oak) decreased AP activity to a
level even lower than expected, with simultaneous increase of enzyme affinities. This reflects

changes in AP enzyme system with afforestation, and more efficient enzyme systems.

5. Conclusions

Development of forests with tree species possessing contrasting functional traits (i.e. N-fixers,
mycorrhization, litter quality) in monoculture and mixtures can differentially affect enzyme
activities in soils. Enzymes linked to C cycling (BG) decreased in response to afforestation, whilst
the enzyme affinity remained unchanged. Decrease of soil pH was a strongly correlated with
decrease of BG activity, but additional factors such as a presence of tannins in the litter can
suppress BG activity. In contrast, the increase of Xyl activity or its constant values compared to
agricultural control plot were connected with high substrate inputs with the forest litter rich in
hemicellulose, and partly confirm the first hypothesis.

Activities of LAP decreased by afforestation for 1.5 - 6 times, whereas LAP affinity
increased, showing the shift in microbial community to K-strategies with more efficient enzyme
systems. Simultaneous development of oak or beech in two species mixtures with birch increased
NAG activity compared to other species, showing high N limitation in these soils. In contrast, the
presence of alder did not affect much LAP or NAG activities in two or three species mixtures,
showing that N-fixing trees supply microorganisms with sufficient available N, even when growing
in mixtures.

High AP activity was found under monocultural alder and birch forests, as well as under two
species mixtures with birch, reflecting the same trend as for N-acquisition enzymes. This shows the
link between enzymes responsible for N and P-cycling in young forest soils. Thus, microbial
enzyme systems react differently to afforestation with species having contrast functional traits, even
for enzymes responsible for one nutrient. The maximal activities between the forests were found for
the sites, where birch developed simultaneously with late successional species, showing synergistic
effects on soil microorganisms. Thus, these results can be used for the effective forest planting to

ensure sufficient input of nutrients to the soil during trees growth.
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Abstract

Increased forest biodiversity can enhance ecosystem resilience as well as promoting the delivery of
a wide range of ecosystem services, including nutrient cycling. The effects of forest biodiversity
and tree species mixtures on soil microbial communities and nitrogen (N) cycling were explored in
a Eutric Cambisol underneath an 11-year-old forest diversity experiment (BangorDiverse, UK).
Within this experiment, soil samples from the 0-10 cm mineral horizon were sampled under
monocultures of alder (4/nus glutinosa), birch (Betula pendula) and beech (Fagus sylvatica), and
the di- and tri-mixes of these species. The soil microbial community was studied by qPCR for
bacterial /6S, fungal ITS, and functional genes associated with N cycling. Net N transformation
process rates (gross and net nitrification, and ammonification) were measured by aerobic and
anaerobic incubation methods to explore the links between N process rates and soil microbial
communities. We found that the biomass of fungi and bacteria as well as N cycling gene abundance,
including markers for denitrifying bacteria (nirK and nirS), and ammonia-oxidizing archaea (AOA)
and bacteria (AOB), were unaffected by the presence of different tree species. In contrast, net
nitrification rate was the highest under alder and lowest for beech and alder+beech forests.
Ammonification rates were higher for birch and alder, than for the other forest types. The presence
of beech or birch in the alder forest decreased gross nitrification rates by 1.4 times. In summary,
even though no effect of tree species, or their mixtures, was found on N cycling gene abundance 11
years after forest establishment, differences in N processing rates could already be detected. Thus,
both parameters should be taken into account during the estimation the effect of afforestation of N

cycling.
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1. Introduction

Strategies to promote forest biodiversity and replace monocultures are gaining popularity
worldwide (Verheyen et al., 2016). Enhanced biodiversity can provide a plethora of benefits from
enhanced ecosystem stability and resilience to disturbances (Holling, 1973; Loreau and de
Mazancourt, 2013), e.g. in connection with species-specific pests and pathogens (Haase et al., 2015;
Mellec et al., 2009). Tree species affect below-ground processes via organic matter inputs from
above- (Hobbie, 1992; Jewell et al., 2017), and below-ground (Godbold et al., 2006), altering soil
microbial community structure and functions (Aponte et al., 2013; Hackl et al., 2005; Purahong et
al., 2016), and cascading effects on nutrient cycling (Ribbons et al., 2016). The loss of tree species,
or the arrival of invasive tree species are known to negatively impact on a range of ecosystem
processes including soil nutrient cycling (Hackl et al., 2005).

However, the question remains as to how species mixtures, or increasing tree species diversity will
affect soil carbon (C) and nitrogen (N) cycling and the microbial communities that control these
processes. Determining the effects of tree species diversity of mixed forests through the use of
controlled factorial experiments, is an important platform for the development of forest
management strategies (Verheyen et al., 2016). Previous studies have reported that single tree
species do influence N cycling rates and the soil microbial community associated with that
ecosystem function (Levy-Booth et al., 2014; Ribbons et al., 2016). In this study, we aimed to
determine if two- and three-species mixtures alter soil microbial communities and ecosystem
processes related to N turnover in soil compared to single species stands of the same tree species.
We aimed to address the following research questions:

1. Does tree species diversity influence soil microbial community composition?

2. Does increased tree species diversity alter N processes?

3. Do tree species with contrasting functional leaf traits (C:N ratios, decomposition rates) alter
the abundance of functional N cycling genes, as assessed by denitrifying bacteria and
ammonia-oxidizing bacteria and archaea?

We hypothesized that the functional genes of soil microbes involved in N cycling processes would
increase with increasing tree species diversity. Given the contrasting functional traits of the three
tree species in this experiment, we predicted that alder would have the highest N cycling rates,
followed by birch, and beech. We predicted there would be a corresponding shift in soil microbial
functional gene abundances, and fungal ITS and bacterial 16S rDNA gene abundance. We
hypothesized that: 1) due to decreased soil pH under beech forest the abundance of the bacterial 16S
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rDNA gene marker will decrease, 2) alder will increase soil N while increasing rates of nitrification
and corresponding gene abundance; and 3) birch will increase the abundance of soil bacterial

communities (/6S genes) compared with beech.

2. Materials and methods

2.1. Study design

Soil samples (0-10 cm top horizon, without litter layer) were taken from the BangorDIVERSE
forest diversity experiment located in Abergwyngregyn, North Wales (53°14'15"N, 4°1'4"W). The
site was established in March 2004 and consists of replicated (n = 4) plots of one, two and three tree
species mixtures at a density of 10,000 stems ha! (Ahmed et al., 2016; Gunina et al., 2017; Scullion
et al., 2014). The site has a mean annual temperature of 11°C and mean annual precipitation of 960
mm. Within BangorDIVERSE in 2016, seven treatments were sampled: monocultures of alder
(Alnus glutinosa), birch (Betula pendula), and beech (Fagus sylvatica), and two and three species
mixtures of alder + birch, beech + birch, alder + beech, alder + birch + beech. These species were
chosen based on their contrasting soil and litter properties, mycorrhizal status and N-fixing ability.
Soils were sieved to pass 2 mm and divided to three parts: one was stored frozen under -80°C and
used later for DNA isolation, second one was immediately used for the estimation of N process
rates, and third one was dried under 105 °C and used for pH and soil organic carbon (SOC) and N
measurement. pH was measured in water, with the soil to water ratio is 1:2.5. Soil C and N were

measured by dry combustion (Analytic Jena) (Supplimentary Table 6-1).

2.2. DNA isolation and gPCR

DNA isolation, and targeted gene abundances were quantified following the protocol described in
Ribbons et al. (2016). Briefly, microbial DNA was extracted from 0.10 g of soil, using a Power
Clean® soil extraction kit (Mo-Bio Laboratories Inc., Carlsbad, CA). DNA extracts were quantified
using a nanodrop spectrophotometer, and 1:10 (v/v) dilutions of DNA extracts were used for

downstream analyses.

2.3. Nitrogen process rates

Soil net and gross nitrification rates were determined according Mulvaney (1996). Briefly, 200 pl of
50 mM solution of NH4Cl was added to field-moist soil (equal to 2 g of dry mass) and the samples
incubated for 7 d at 25°C. Subsequently, the soils were extracted with 10 ml of 1 M KCI (200 rev
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min, 1 h), centrifuged (10 min, 2700 g), and NH," and NOs™ concentrations in the extracts were
determined colorimetrically according to the methods of Mulvaney (1996) and Miranda et al.
(2001), respectively. Net nitrification rate was calculated from the increase in NO;™ concentration,
whereas gross nitrification was estimated by calculating the decrease in NH," concentration during
the experiment. Soil ammonification rate was determined using the anaerobic incubation method
(Mulvaney, 1996). Briefly, field-moist soil (equal to 2 g of dry mass) was incubated with 10 ml of
distilled water in the absence of O, at 40°C for 7 d. Subsequently, dry KCI was added to the tubes
to achieve a concentration of 1 M. The soils were then extracted and the amount of NH,"

accumulated determined as described above.

2.4. Statistical analysis

Analysis of variance (ANOVA) was used to determine differences between the seven treatments for
the soil gene abundances and the N process rates (alpha = 0.05). Aside from the gene copy data, no
transformations were required, and since no significant main effects were observed, no post-hoc
tests were completed. Principal components analyses (PCA) were conducted in R version 3.3.2
(vegan and ggplot2 packages) and were used to explore forest type effects on soil microbial

communities, in addition to N process rates, and soil physical properties.

3. Results

3.1. Soil properties

Significant differences in soil pH and total C and N were seen between the different treatments
(Supplementary Table 6-1). Specifically, the maximal C and N contents were found for the Birch +
Beech forests compare to pure beech stands. For pH values the lowest values were found under

Alder + Birch forest, whereas they were higher in all other stands.

3.2. Microbial and N cycling gene abundance
Total fungal and bacterial biomass as well as N cycling gene abundance (including markers for
denitrifying bacteria (nirK and nirS), and ammonia-oxidizing archaea and bacteria) were not

significantly affected by different tree species (Fig. 6-1).
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A Bi Be ABi  ABe BiBe ABiBe

Figure 6-1. Total abundance of ammonia-oxidizing archaea and bacteria amoA AOA and AOB,
denitrifying bacteria nirS and nirK and fungal ITS, bacterial 16S, presented as log;y gene copies
compared across the 7 forest treatments. Values represent means = SE (n = 4). Al - alder, Bi -
birch, Be - beech, AIBi - alder+birch, AlBe - alder+beech, AIBiBe - alder+birch+beech.

3.3. N process rate measurements

Overall, soils from the alder-only treatment exhibited the highest rates of net nitrification,
particularly in comparison to soil collected from under the mixtures of alder + birch, and alder +
beech and three species mixed forest. In contrast, there were no differences in net nitrification rates
between other stands. Birch had higher rates of ammonification in comparison to the beech, and
birch + beech treatments. There were no other differences in net ammonification rates between the
other tree species mixtures. Soil from the alder monoculture had higher gross potential nitrification
in comparison to alder + beech, but there were no other differences between tree species mixtures

(Fig. 6-2).
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Figure 6-2. Nitrogen cycling process rates among the seven forest treatments. Nitrification rates
are from an aerobic incubation with NH,SO,, whereas ammonification rates are from an anaerobic
incubation. Values represent means = SE (n = 4). Al - alder, Bi - birch, Be - beech, AIBi -
alder+birch, AlBe - alder+beech, AIBiBe - alder+birch+beech. Stars reflect significant differences

(p<0.05) between alder and other forests (in case of gross and net nitrification rates) and between
birch and beech in case of ammonification rates.
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3.4. Relationships between gene abundance and soil properties

Three variations of principal components analyses were performed. The first contained all genes,
soil chemistry, and N process rates data; the second contained genes and soil chemistry data; and
the third contained only genes data (Fig. 6-3a-c). For the first model- Principal component 1
explained 33.1% of the variation and was mainly associated with fungal /7S and ammonia-
oxidizing archaea (AOA amoA) (Fig. 6-3a). Principal component 2 explained 17.2% of the variation
and was mainly associated with NH,;  concentrations and nitrification rates (Fig. 6-3a). For the
second model, Principal component 1 explained 40.2% of the variation and was mainly associated
with ammonia-oxidizing archaea (AOA amoA) (Fig. 6-3b). Principal component 2 explained 21.4%
of the variation and was mainly associated with NH,;" concentrations and pH (Fig. 6-3b). For the
third model, Principal component 1 explained 57.2% of the variation and was mainly associated
with ammonia-oxidizing archaea and bacteria (AOB and AOA amod) (Fig. 6-3c). Principal

component 2 explained 17.3% of the variation and was mainly associated with niK (Fig. 6-3c).
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Figure 6-3. Principal Components Analysis of all gene copies, N process rates, and soil chemistry
data as dependent variables, grouped among the 7 forest treatments as the explanatory variables
(a), with gene copies and soil chemistry data only (b), and with only gene copies grouped by the 7
forest treatments (c). Al - alder, Bi - birch, Be - beech, AlIBi - alder+birch, AlBe - alder+beech,
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4. Discussion

Our results show that tree diversity in young forest stands, and associated differences in the quality
and quantity of litter had no major impact on microbial community composition, functional gene
abundance, but did affect ecosystem nutrient processing rates. The first and third hypotheses were
not supported by experimental data: there was no documented tree species or mixtures effects on
soil microbial community abundances (H1) as assessed by fungal /7S and bacterial /6S. The second
hypothesis was supported as the different functional species traits altered N process rates, although
this was not evidenced in the functional genes (denitrifying bacteria nirK and nirS and ammonia-
oxidising bacteria and archaeca AOB and AOA amoA) tied to nitrogen cycling. We did observe a
tree species, but not a mixture effect on N process rates, specifically with soils under N-fixing alder
having higher rates of net and gross nitrification.

These results contrast to some extent with a previous on soil microbial communities within
the same experiment (Gunina et al., 2017), which found some small differences in microbial
community composition in the upper 10 cm of soil based on phospholipid fatty acid (PLFA)
analysis. Gunina et al. (2017) found that the addition of beech into any species mixtures resulted in
different content of microbial biomarkers compared to other tree species, generally with a decrease
in bacterial biomarkers. In agreement with the present study, however, they found that N-fixing
alder did not alter the relative abundance of different fungal or bacterial PLFA biomarkers. Our
results may be partially explained as a lag in response time, where soil microbial communities are
responding to different litter and nutrient inputs, and take time to stabilize. For example, soil C and
N stocks initially increase as forests establish (Novara et al., 2014), reach peak accumulation rates
which decline as forests reach maturity (DeLuca and Boisvenue, 2012). Similarly, C and N rates
stabilize 30-50 years after afforestation (Fu et al., 2015; Gunina et al., 2017), which suggests forest
ecosystems may take several decades to reach a dynamic equilibrium and is consistent with the lack
of tree species effects observed in this study. Alternatively, differences in PLFA marker abundance
within individual fungal species may make the PLFA approach more sensitive to shifts in fungal
community composition, rather than providing an accurate reporting of fungal biomass.

The lack of difference in functional gene abundance could be explained by a number of
different mechanisms. Firstly, it is known that the majority of the microbial biomass in soil is
inactive and not subject to rapid rates of turnover (Rousk and Baath, 2007). In contrast, the active
proportion of the biomass may be far more responsive to changes in soil conditions, however, these

would be obscured by a lack of change in the inactive population. To circumnavigate this, further
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work should therefore focus on the determining the gene transcript levels in soil rather than relying
on gene abundance alone (Theodorakopoulos et al., 2017; Wertz et al., 2016). In addition, it is also
possible that measurements of gene abundance are also detecting DNA in dead microbial cells

(Carini et al., 2016), although the significance of this still remains uncertain.

5. Conclusions

In summary, this investigation of the impact of afforestation with mono, two and three species
mixtures of alder, birch or beech on N cycling processes did not reveal any differences in N
functional gene abundance. In contrast, differences in N cycling rates were found for the pure alder
forests (N-fixing plant), namely high gross and net nitrification rates compared with the mixtures
with birch or beech. In addition, lower ammonification rates were found in the pure beech forest,
compared to pure birch. Thus, we recommend that N functional gene abundance, transcript level
and N processes rates should all be taken into account when estimating the effect of afforestation

with pure and mix tree species on N cycling in soils.
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Abstract

Sugars are the most abundant organic compounds in the biosphere because they are monomers of
all polysaccharides. We summarize the results of the last 40 years on the sources, content,
composition and fate of sugars in soil and discuss their main functions. We especially focus on
sugar uptake, utilization and recycling by microorganisms as this is by far the dominating process of
sugar transformation in soil compared to sorption, leaching or plant uptake. Moreover, sugars are
the most important carbon (C) and energy source for soil microorganisms.

Two databases have been created. The 1% database focused on the contents of cellulose, non-
cellulose, hot-water and cold-water extractable sugars in soils (348 data, 32 studies). This enabled
determining the primary (plant-derived) and secondary (microbially and soil organic matter (SOM)
derived) sources of carbohydrates in soil based on the galactoset+mannose/arabinose+xylose
(GM/AX) ratio. The 2" database focused on the fate of sugar C in soil (734 data pairs, 32 studies
using °C or 'C labeled sugars). °C and '*C dynamics enabled calculating the: 1) initial rate of
sugar mineralization, 2) mean residence time (MRT) of C of the applied sugars, and 3) MRT of
sugar C incorporated into 3a) microbial biomass and 3b) SOM.

The content of hexoses was 3-4 times higher than pentoses, because hexoses originate from
plants and microorganisms. The GM/AX ratio of non-cellulose sugars revealed a lower contribution
of hexoses in cropland and grassland soils (ratio 0.7-1) compared to forest (ratio 1.5).

C and 'C studies showed very high initial rate of glucose mineralization (1.1 % min™") and
much higher rate of sugars uptake by microorganisms from soil solution. Considering this rate
along with the glucose input from plants and its content in soil solution, we estimate that only about
20% of all sugars in soil originate from the primary source — decomposition of plant litter and
rhizodeposits. The remaining 80% originates from the secondary source — microorganisms and their
residues. The estimated MRT of sugar C in microbial biomass was about 230 days, showing intense
and efficient internal recycling within microorganisms. The assessed MRT of sugar C in SOM was
about 360 days, reflecting the considerable accumulation of sugar C in dead microbial biomass and
its comparatively slow external recycling.

The very rapid uptake of sugars by microorganisms and intensive recycling clearly
demonstrate the importance of sugars for microbes in soil. We speculate that the most important
functions of sugars in soil are to maintain and stimulate microbial activities in the rhizosphere and
detritusphere leading to mobilization of nutrients by accelerated SOM decomposition — priming

effects. We conclude that the actual contribution of sugar C (not only whole sugar molecules, which
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are usually determined) to SOM is much higher than the 10 = 5% commonly measured based on

their content.

1. Introduction — Why sugars?

Sugars are the most abundant organic compounds in the biosphere because they are the basic
components of all polysaccharides: cellulose, hemicellulose (polyoses), starch, pectin, fructanes,
and glucanes as well as of chitin (consists from amino sugars) (Kogel-Knabner, 2002). Considering
the dominance of polysaccharides in plants (50-70% of dry mass), they are the most important
primarily input of organic carbon (C) in soil. With a mean residence time (MRT) of few weeks to
months (Martin et al., 1974), polysaccharides are decomposed by exoenzymes (cellulases,
xylanases, glucosidases, hydrolases, chitinases) to oligo- and monosaccharides (termed sugars).
Cellulose is the most abundant biopolymer and, consequently, glucose is the most abundant
monomer released by its decomposition in soil. Sugars therefore dominate within low molecular
weight organic substances (LMWOS) in all soils and affect various processes not only as a

chemical compound group per se, but especially as C and an energy source for microorganisms.

All oligo- and monosaccharides are soluble, easily available for microorganisms, and are
captured rapidly by microbes and used for maintenance (both respiration and anabolism), growth
and C storage. Because sugars dominate LMWOS and cell metabolism, their role for microbial life
in soil cannot be overestimated. For example, the sugar concentration in soil solution stimulates the
transition of microorganisms from dormant or potentially active to the active stages (Blagodatskaya
and Kuzyakov, 2013). This activation contributes further to exoenzyme production, thus
accelerating the decomposition of soil organic matter (SOM) and the release of stored nutrients,
mainly N, P and S. This makes sugars the most common and no doubt very efficient substance

group to induce priming effects (Kuzyakov, 2010).

Another important and frequently neglected relevance of carbohydrates is their contribution
to aggregates formation — and thus to the formation of soils from parent materials. Poly-, oligo- and
monosaccharides become sticky with increasing the concentrations and drying, and bind mineral
and organic particles, resulting in microaggregates formation (Oades, 1984; Six et al., 1999). Even
the role of particulate organic matter (POM) for aggregate formation is mainly connected with the

release of polysaccharides and sugars due to POM decomposition.

Within the three most abundant classes of LMWOS in soil — sugars, carboxylic acids and

amino acids — the concentration of sugars is about 2-3 times higher than that of both other classes.
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The fate and significance of other LMWOS in soil were intensively reviewed earlier: carboxylic
acids (Jones, 1998) and amino acids (Jones et al., 2005), and we refer the readers to these excellent
reviews for further information. No overview, however, focused on the composition, fate and
relevance of sugars in soil. The sole detailed review about carbohydrates in soils was published
about 40 years ago (Cheshire, 1979) and focused on the concentration and composition of sugars,
but not on their fate and not on their relevance in soil. In the meantime, numerous studies have
analyzed not only the composition of sugars, but also their fate in the soil. This includes the main
processes in which they are involved, their residence time, microbial utilization, biochemical
pathways, and contribution to SOM formation and C sequestration. Other work has described
environmental factors and soil parameters, land use, etc. Therefore, our main objective is to provide

a comprehensive overview about the fate of sugars in soil, including:
- analyzing the primary and secondary sources of carbohydrates in soil;

- re-evaluating the content and composition of cellulose and non-cellulose sugars in soil,

including analysis of their dependence on soil parameters and origin;

- assessing the main fate of sugars in soil, including their sorption, migration through the soil

profile, plant uptake and microbial uptake and utilization;
- estimating the rates of main microbial utilization processes;

- estimating annual sugar production and its microbial recycling in soil based on the cellulose and

non-cellulose sugar content and their decomposition rates;

- evaluating the role of sugars for aggregate formation, SOM accumulation and priming effects;

and
- providing an overall scheme of sugar transformation and recycling in soil.

It is beyond the scope of this review to provide methodological details of carbohydrate extraction,

purification and analysis (Amelung et al., 1996; Cheshire, 1979).

2. Materials and methods

We use the term carbohydrates when we refer to monosaccharides, disaccharides,
oligosaccharides and polysaccharides without their differentiation. In some literature, ‘saccharides’
are used as a synonym of carbohydrates. For specification we use the respective terms (i.e.

polysaccharides, monosaccharides, etc.). The term ‘sugars’ is used for mono- and disaccharides.
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For the review preparation, two sets of literature data were collected: 1) content and
concentration of various groups of sugars in soils and soil solutions and 2) mineralization rates of
sugars in soil and their participation in various fluxes including incorporation into microbial

biomass (MB) and SOM.

2.1. Sugar content and composition

The first database is focused on sugar contents in soils and soil solutions and contains 348
data from 32 studies. Articles were searched in the Web of Knowledge and Scopus using the key
words: “soil*” AND “carbohydrate*”, “sugar content” AND “soil*”. Information was collected on
total sugars as well as content of individual sugars extracted by various procedures. Based on the
extractants and pre-treatments (e.g. various hydrolysis procedures, temperature and soil:solution
ratios), all sugars were divided into the following groups: 1) total, 2) non-cellulose, 3) hot-water
extractable and 4) cold-water extractable. The specific soil parameters (C and N contents, pH,
texture), land use, experiment conditions, depth of soil sampling and climate were included in the
database. Only articles with total C in soil < 6% of DW were included in order to consider mineral
soils only. Soil texture was classified according to clay content as: clayey (>25% clay), loamy (15-
25% clay) and sandy (10-15% clay). We found no carbohydrate studies on soils with < 10% clay.
All plant species or vegetation types were classified into three functional groups: forest, agricultural
crops and grasslands. The original data on sugar contents (mg kg, mg g, mg 100 g, pg g, g kg

soil) were standardized to sugar C per g C kg soil.

This database was used to analyze the primary (plant-derived) and secondary (microbially
and SOM-derived) sources of sugars in soil and to evaluate the role of carbohydrates in aggregate
formation, SOM  dynamics and  priming effects. = The  hexose/pentose  ratio
(galactose+mannose/arabinose+xylose) (GM/AX) for the non-cellulose sugars was calculated to
analyze the origin of sugars in the soil (Oades, 1984). To estimate the possible contribution of plant
sources to the origin of soil sugars, this ratio was also calculated for the plant tissues of the three
plant functional groups: forest, agricultural crops and grasslands. The GM/AX ratio for microbial

residues was taken > 2.0 (Oades, 1984).

Our analysis was mainly focused on the total and non-cellulose sugars. We paid less
attention to the sugar composition extracted by NaOH because alkali extracts also fulvic and humic

acids, which were not in the scope of this review.
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2.2. Fate of sugars

The second (2nd) database was developed to evaluate the fate of carbohydrate-C in soil. All
polysaccharides pass through the sugar pool during their decomposition in soil. We therefore
mainly focused on the fate of sugar C. Because this fate in soil cannot be investigated without
isotopic labeling and tracing, only those papers using >C or *C labeled sugars were included.

Articles were searched in Web of Knowledge and Scopus using the following key words: “sugar*®

13 13

decomposition in soil*”, “glucose decomposition in soil*”, “glucose *C soil*”, “glucose '*C soil*”.
This database contains 734 data pairs from 32 *C- and "*C-labeling studies. The sugar C fate was
analyzed based on °C or "C partitioning between the following pools: 1) mineralized to CO,, 2)

incorporated into soil MB and 3) incorporated into SOM.

All data about the fate were analyzed and presented in dynamics, i.e. depending on the time
after sugar input into the soil. This enabled calculating: 1) maximal rate of glucose C
decomposition, 2) MRT of C of the initially applied sugars, 3) MRT of C in 3a) MB and 3b) SOM

pools.

Most studies on sugar fate in soil have been conducted using glucose due to its high
abundance: glucose originates from cellulose decomposition and is also present in root exudates
(Derrien et al., 2004). Even though the presented data on the fate of sugars in soil were mainly
obtained based on glucose, the fate of other sugars is very similar (Derrien et al., 2007; Gunina et
al., 2014).

All results from both databases are presented as means =+ standard errors (SE).

2.3. Calculations and statistical analyses

Sugar C mineralization to CO, was estimated using the literature overview on glucose '*C or
BC decomposition within the first 24 h after its addition to soil based on 74 data collected from 16
studies. The maximal rate of glucose C decomposition was calculated as a tangent to its initial
mineralization rate, using single exponential kinetics (Eq. 1) (Kuzyakov, 2011; Parton et al., 1987).

The MRT of the glucose C was calculated as 1/k.
Rae CO,(t) =k - A-exp™" Eq. 1

where: *“CO, (¢) is the rate of CO, efflux at time 7 (% min™"), k is the decomposition rate of glucose

(min™), and 4 is the size of the glucose pool at time 0 (%).
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To calculate MRT of C originating from sugars and incorporated into MB and SOM, the
parameters of double exponential kinetics (Eq. 2) were fitted on all data from database II. Only the

experiments with a duration < 1 year were considered here.
C.(t)=A-exp™"+ (90— 4)-exp ™" Eq.2

where: Cy(¢) is the pool size of glucose C at time 7 (% of applied tracer), 4 is the size of the glucose
C pool (%), 90 is a percentage of glucose C immediately after the incorporation of glucose into MB
(% from applied tracer). 90% (not 100%) was taken as the pool of glucose C incorporated into MB
because our database showed the direct decomposition of 10% of added glucose to CO,, which does
not participate in the further utilization within the MB pool. k; and ., are decomposition rates of
glucose C (min™). The MRT of the glucose C incorporated into MB and SOM was calculated as
1/k.

Assuming that MB is a main sink of sugar C in soil (see below), the '*C or °C from sugars
in SOM presents the sum of the label in living and dead MB. Thus, the part of C from sugars in the
composition of dead MB was calculated by subtracting '*C (or *C) in MB from "*C (or "*C) in
SOM.

Statistica 10.0 (StatSoft Inc.) was used to fit parameters for the single and double

exponential kinetics described above.

3. Sources of sugars in soil
3.1. Primary sources of sugars
3.1.1. Plant sugars — input by decomposition of above- and belowground litter

Plant biomass, including above- and belowground litter, is the main primary source of
carbohydrates in soil. Cellulose consists mainly of glucose, whereas hemicelluloses include the rests
of various pentoses and hexoses: glucans, xylans, mannans, galactans, fructosanes,
arabinogalactans, with abundant pentoses (arabinose and xylose) (Table 7-1). Some plant species
contain significant amounts of galactose and mannose (Sariyildiz and Anderson, 2003; Schaedel et

al., 2010).
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Table 7-1. Composition of sugars in plants (% from total sugars in the plant organs).

Source of
Plant type Glucose Mannose Galactose Rhamnosa Fucose Fructose Arabinose Xylose
sugars
) Leaves 3.0 3.2 25.7 7.0 2.2 n.a. 20.4 41.3
Deciduous
¢ Sapwood 4.0 3.0 4.0 3.0 1.0 n.a. 6.0 78.0
rees
Bark 3.0 2.0 13.0 3.0 2.0 n.a 26.0 50.0
T Niddles 163 315 - 192 24 14 35 234 131
Coniferous Roots 19.4 5.8 20.8 4.2 2.8 0.5 23.8 22.7
trees Sapwood 5.0 17.0 25.0 2.0 1.0 n.a. 20.0 30.0
Bark 4.0 10.0 15.0 4.0 2.0 n.a 49.0 18.0
T Leaves 64 10 65 12 09 07 194 63.5
Grasses
Roots 6.8 3.0 11.3 2.0 1.4 0.6 18.7 55.3
T Leaves 50 30 250 30 30 na. 230 350
Herbs
Roots 14.0 2.0 13.0 2.0 2.0 n.a. 28.0 38.0

References: Sariyildiz and Anderson, 2003; Sariyildiz and Anderson, 2005; Schadel et al., 2010;
Nierop et al., 2001.

The green leaves contain 15-35% cellulose and 20-40% hemicellulose (Fig. 7-1). Cellulose
is relatively enriched in forest litter (except coniferous trees), agricultural crops and grasses
compared to green leaves (Fig. 7-1) (Salamanca et al., 2003; Sariyildiz and Anderson, 2005). Roots
tissues contain 2-3 times more cellulose than green leaves (Fig. 7-1) (Zhang et al., 2014).

Cellulose decomposition in soil is estimated to range from 30% during 3 months
(Blagodatskaya et al., 2014) to 50-86% during two years (Zech et al., 2012). The lowest MRT for
intact cellulose ranges from 0.6-1.1 y™', depending on the type of litter (recalculated from (Fioretto
et al., 2005)). Decomposition of intact hemicellulose is faster than cellulose and amounted to 70%
during 7 months (Cheshire, 1979). These rates show that most of the celluloses and hemicelluloses

will be decomposed to their monomers — sugars — within a few months.
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Figure 7-1. Average content of cellulose (Cel) and hemicellulose (Hem) in green leafs, litters and
roots of main plant groups (% of dry weight). Coniferous species (leafs cel n=2; litter cel n=35;
roots cel n=2); deciduous species (leafs cel n=35; litter cel n=6, leafs hem n=5; roots cel n=3);
herbs (leafs cel n=6, litter cel n=1; leafs hem n=4; roots cel n=1), grasses (leafs cel n=2; litter cel
n=1; leafs hem n=2; roots cel n=1); legumes (leafs cel n=6, leafs hem n=6,; roots cel n=1). (See
references in Supplementary).

3.1.2. Sugars in root exudates

Plants release 15-40% of photosynthetically fixed C into the soil via rhizodeposition (Hutsch
et al., 2002; Kuzyakov and Domanski, 2000; Warembourg and Estelrich, 2000). Among the
numerous components exuded by roots, carbohydrates are the most abundant (Derrien et al., 2004;
Hutsch et al., 2002; Kraffczyk et al., 1984). In root exudates, carbohydrates are present mainly in
the form of monosacharides, whereas in secretions mainly as polysaccharides, e.g. mucilage
(Meharg, 1994). Sugars account for 46-52% in the exudates of wheat, alfalfa and pea plants,
whereas they comprise only 15% in the exudates of oil radish and Chenopodium album (Hutsch et
al., 2002). The dominant sugars in root exudates are glucose, fructose, galactose, arabinose,
maltose, raffinose, thamnose, sucrose and xylose (Grayston and Campbell, 1996). Glucose is
common in root exudates of various trees species, whereas arabinose and ribose are absent
(Grayston and Campbell, 1996). Glucose makes up the main part of root exudates ~ 40-50%,
whereas fructose, saccharose and ribose presented 23, 23 and 8%, respectively (Hutsch et al., 2002).

C in root exudates is easily available for microorganisms and a major part of it (64-86%) is
decomposed to CO,. About 2-5% of C released by roots to the soil is accumulated in the SOM
(Helal and Sauerbeck, 1989; Hutsch et al., 2002).
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3.2. Secondary sources of sugars
3.2.1. Sugars in soil organisms

Soil microorganisms are the secondary source of carbohydrates in soil, i.e. microorganisms
synthesize their sugars from the sugar C or other C-containing substances derived from plant litter.
Earlier studies showed that microbially derived polysaccharides predominantly consist of hexoses,
mainly glucose, mannose and galactose (Oades, 1984). Later studies, however, demonstrated that
soil bacteria, actinomyces and also pure cultures of bacteria or fungi contain considerable portions
of pentoses, mainly ribose (Table 7-2).

Soil fauna can be an additional source of sugars into the soil. Earthworm cast and mucus are
enriched with polysaccharides (Guggenberger et al., 1996; Pan et al., 2010; Zhang et al., 2009).
Excretes of other insects (like plant louse), feeding on leafs, contain high sugar amounts. However,
the contribution of this source to the total input of sugars compared to that of plants (primary

source) and microorganisms (secondary source) is comparatively low.

Table 7-2. Composition of sugars in microorganisms (% from DW).

Arabinose
i ) Source of )
Microorganisms Glucose Rhamnose Mannose Galactose + Fucose + Ribose
sugars
9 Fructose
Pure cultures
Cell 45.9 4.3 8.9 26.2 n.a. 14.8
Bacillus subtilis ]
EPS 10.1 n.a. 89.9 n.a. n.a. n.a.
Pseudomonas Cell 42.0 37.0 4.6 n.a. n.a. 16.3
fluorescens EPS 17.7 18.4 58.4 4.5 n.a. 1.0
Microbial groups extracted from soil®
Cell 331 13.5 5.7 13.5 5.3 291
Bacteria
EPS 6.5 0.2 96.6 1.2 0.6 0.3
) Cell 13.6 6.5 41.4 16.0 10.7 11.8
Actinomyces
EPS 1.3 n.a. 97.9 0.4 0.1 0.2
Fungi Hyphae 97.1 n.a. 0.7 1.2 1.1 n.a.

"EPS — extracellular polysaccharides, Cell - cell compounds, n.a. — data not available
? Microbial groups have been selected from the andosols.

References: Tanaka et al., 1999.
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3.2.2. Sugars in dissolved organic matter

Dissolved organic matter (DOM) is a small part of SOM, but DOM is an important source of
carbohydrates, mainly mono- and oligosaccharides. Sugars in DOM originated from the
decomposition of plant litter (above- and belowground), root exudates and decomposition of SOM.
They also contain sugars released by living and from dead microorganisms. The monosaccharide
concentration in DOM varies from 5 to 130 mg C kg soil depending on ecosystem, which presents
around 30% of C in DOM (Fischer et al., 2007; Hishi et al., 2004; Tian et al., 2010). The main
component (30%) of sugars in DOM is glucose (Fischer et al., 2007).

4. Content, composition and source of sugars in soil
4.1. Extraction and analysis of soil sugars

Carbohydrate identification in soil involves several steps: extraction, purification and
analysis of composition and amounts. This review does not examine all methodological details of
sugar extraction from soil, their purification and analysis. Here, we merely briefly provide the

extraction approaches for clearly separating the groups of carbohydrates in soil.

Based on the extractions and pretreatments, the following groups of sugars can be
distinguished (Table 3): cellulose, non-cellulose (Murata et al., 1999), NaOH-extractable, inorganic
salt-extractable (Badalucco et al., 1992; Hofman and Dusek, 2003; Joergensen et al., 1996), hot-
(Oades and Wagner, 1970) and cold-water extractable . Only independent extractions (not the
sequential) are briefly described below.

Carbohydrates that are extracted by various water solutions — cold and hot water, salt and
alkali (Table 7-3) — represent the easily available carbohydrate pool, consisting mainly of mono-
and oligosaccharides. Monosaccharides can be released from these extracts by hydrolysis with 0.5
M H,SO, (Tanaka et al., 1990).

Non-cellulose sugars can be extracted by diluted acids such as 2.5 M H,SO4 (Cheshire,
1979), 1 M HCI (Uzaki and Ishiwatari, 1983) or 4 M TFA (Amelung et al., 1996; Zhang et al.,
2007) (Table 3).

Cellulosic sugars are extracted by two-step hydrolysis: 1) with cold 12 M H,SO4 (or 24 M
H,SO4, (Cheshire and Mundie, 1966) and 2) high-temperature hydrolysis with 6-12 N H,SO4 to
extract the maximum amount of sugars, including that in cellulose (Amelung et al., 1996; Cheshire
and Mundie, 1966) (Table 3). Cold concentrated acids enable dissolving insoluble polysaccharides

(in a cellulose composition) before hydrolysis.
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To purify the extracts from the humic-like compounds, various sorbents (XAD-4, C-18,
activated carbon) as well as a combination of XAD-7 with cation exchange resin are applied
(Amelung et al., 1996). The obtained monosaccharides are derivatized for quantitative analysis by
gas chromatography (reviewed in detail by (Rodriguez-Sanchez et al., 2011)).

Finally, the extracted sugars can be identified and quantified spectrophotometrically (Doutre
et al., 1978), by gas chromatography (GC) (Zhang et al., 2007), high-performance liquid
chromatography (HPLC) (Tanaka et al., 1990) or ion chromatography (Martens and Loeffelmann,
2002). Spectrophotometric determinations with the phenol-sulfuric acid (Doutre et al., 1978;
Martens and Frankenberger, 1990) or anthrone-sulfuric acid (Grandy et al., 2000) are used to
estimate the total amount of sugars. The HPLC and GC allow further detailed quality and quantity

identification of sugars (Basler and Dyckmans, 2013) to clarify their sources and fates in soil.
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Table 7-3. Carbohydrate groups extracted from soil by various solutions. The groups are presented

for single and not for sequential extractions.

Groups of carbohydrates Extraction Uncertainties' Refe-
(and average contribution solution rence

to total carbohydrates)

Monosaccharides (0.1% from
total sugars in soil), Heterogenic mix of sugars from

. ‘ Cold H,O . ‘ 1,2
oligosaccharides, and non- microorganisms, SOM and plants.

structural polysaccharides (1%)

Exocellular polysaccharides of Hot F.O Co-extraction of plant polysaccharides 3,4,
ot Hp
microbial origin (10%) can occur 5

Microbial cellular . . o .

Inorganic salts or  Co-extraction of non-microbial-derived 6, 7,
polysaccharides; Potentially

0.5 M K»SOq4 sugars can occur after fumigation 8
available of microorganisms

. . Heterogenic mix of sugars of unknown
Mix of sugars from humic and ) )
o ) 0.1 M NaOH sources, Co-extraction of humic and 1,4
fulvic acids and plant residues
fulvic acids

1) 0.5 M ,SO4 .
Sugars from polysaccharides
Non-cellulose sugars 2) 2.5 M H,SOq4 . 1,9,
(hemicellulose, cellulose) and
3) 1 M, 6M HCI _ ‘ 10
microorganisms
4)4 M TFA
Sugars from hemicellulose and cellulose,
Total sugars (100%) 12 M H,SO4 + 1 o
also sugars from humic acids, 11
M H,S04

5 of sugars is lost due to hydrolysis

! Main uncertainties of the approaches are shortly described.

References: 1: Tanaka 1990; 2: Benzing-Durdue 1980; 3: Oades 1970; 4: Ball et al., 1996; 5: Haynes, 1993;
6: Badalucco et al., 1992; 7: Joergensen et al., 1996; 8: Hofman and Dusek 2003; 9: Murata et al 1999; 10:
Amelung, 1996; 11: Cheshire and Mundie, 1966.
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4.2. Sugar amounts and composition in soil
4.2.1. Total sugars

According to the first database, sugar C content increases linearly with SOM content (Fig. 7-
2, top). Previous reviews based on a much smaller database found linear or quadratic relationships
between the sugar C and SOM contents in uncultivated soils (Folsom et al., 1974). The regression
line (Fig. 7-2, top) clearly shows that sugars in their original structure (not the C metabolized by
microorganisms to other substances) contribute 10 + 5% to SOM. This portion is similar for all soils
with a clay content exceeding 15%. Our large dataset, however, revealed that the portion of sugar C
in sandy soils is less and accounts for only about 7% of SOM (Fig. 7-2, bottom left). Similar trends
were obtained for the non-cellulose sugars (Fig. 7-1, supplementary).

Grassland and cropland soils have the same portion of total sugar C in SOM, namely 10 +
5% (Fig. 7-2, bottom right). Forests soils have a 2.5 times higher contribution of sugar C to SOM
(R? = 0.99). Nonetheless, the number of studies on total sugar content in forest soils is strongly
limited and this high contribution should therefore be taken with caution.

Long-term cultivation (~ 40 years) decreases carbohydrate C content similarly to SOM
content (Bongiovanni and Lobartini, 2006; Dalal and Henry, 1988; Dormaar, 1994). Twenty-five
years of forest disturbance causes carbohydrate loss from the organic horizon, whereas sugar
stabilization was observed in the upper mineral horizons (Spielvogel et al., 2007).

Thus, the contribution of sugar C to SOM is very stable and amounts to about 10 + 5%.
Consequently, all land use changes and management practices affecting total SOM content have

similar effects on the sugar content in soil.
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Figure 7-2. Total sugar C content depending on: SOM (top), soil texture (bottom left), plant
functional types (bottom right). Left and right bottom graphs are created with the same data, but
left graph accounts only soil textures and right graph accounts only plant functional types. All
regression lines are significant at least by p < 0.05. Because the intercepts in the most regression

lines were not significantly different from 0, the intercept were fixed as 0 ((except for forest). (See
references in Supplementary).

4.2.2. Hexoses and pentoses in soil

Hexoses dominate over pentoses in soils (Fig. 7-3) because: 1) hexoses originate from
microorganisms and partly from plants, 2) the synthesis of hexoses by microorganisms is much
higher than that of pentoses. This already reflects the importance of microbial synthesis and
recycling of sugars for their composition in soil (see below).

Even though plant litter components are rapidly decomposed, considerable amounts of
pentoses are accumulated in SOM (Fig. 7-3, the inset). Pentose accumulation in soil occurs due to

the selective decomposition of plant polymers (Cheshire et al., 1971).
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Figure 7-3. Cellulose and non-cellulose hexoses and pentoses depending on SOM content. Solid
lines reflect significant regressions (p<0.05) (total hexoses and pentoses),; dashed lines reflect non-
significant trends (non-cellulose hexoses and pentoses). The insert shows the average content of
total and non-cellulose hexoses (Hex) and pentoses (Pen) in soils. The numbers on the columns
represent the number of individual values for the average. Hexoses were calculated as a sum of
glucose, galactose, mannose, rhamnose and fucose. Pentoses were calculated as a sum ribose,
arabinose and xylose. (See references in Supplementary).

Glucose is the dominant hexose overall and in the non-cellulose sugars (Fig. 7-4, top). The
contents of galactose, mannose and rhamnose are similar, but 1.5-2 times lower than that of
glucose. The fucose content is even 5 times lower than glucose. Arabinose and xylose are the
dominant pentoses, with almost equal contents.

1.5 times more glucose, rhamnose, ribose and fucose are obtained from the soil by total
sugar extraction versus extraction of non-cellulose sugars (Fig. 7-4, top). In general, the amount of
pentoses is comparable with the amount of all hexoses except glucose. The highest amount of
glucose compared to other sugars is explained by its diverse origins: i) from the decomposed

cellulose of plant residues, ii) released by living roots, and iii) synthesized by microorganisms.
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The same sugars are dominated in the hot-water extracts, but the content is 10-20 times
lower than in total sugars. Cold-water extracts 10 times less sugars than hot water without any

preference for distinct sugars (Fig. 7-4, bottom).
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Figure 7-4. Content of total and non-cellulose hexoses and pentoses in soils (top) and in hot and
cold water extracts (bottom). Mean + SE. (See references in Supplementary).
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4.2.3. Plant and microbial origin of sugars in soil

The mixing of various sugar sources makes it difficult to determine whether their origin is
from plants or from microorganisms. Microorganisms synthesize mainly hexoses (glucose,
mannose, galactose) (Oades, 1984). Pentoses, especially arabinose and xylose, are not synthesized
by microorganisms in relevant amounts (except by the low-temperature yeasts) and are present
mostly in plant residues (Cheshire et al., 1990). Therefore, the ratio GM/AX is used to identify the
origin of carbohydrates in soil. The GM/AX ratio for non-cellulose sugars in soil varies from 0.5-2,
whereas values < 0.5 are common for plant polysaccharides, and> 2 is typical for microbial
polysaccharides (Oades, 1984). This ratio showed that hot-water extractable sugars mainly originate
from microorganisms (Haynes and Francis, 1993), whereas NaOH-extractable sugars are from plant
litter (Ball et al., 1996).

Evaluation of the first database showed the lowest GM/AX ratio (calculated for non-
cellulose sugars) in soils under grasses and the highest under trees (Fig. 7-5). This ratio for the
green leaves of trees ranges from 0.5 to 1.4, and consist 0.09 and 0.5 for grasses and crops,
respectively (Fig. 7-5). Thus, the high GM/AX ratio in forest soils is not due to a high contribution
of sugars of microbial origin as supposed earlier, but reflects the high hexose content in the tree
litter (mainly mannans). In contrast, the low ratio points to a higher input of microbial than plant
residues to sugar accumulation in soils under crops and grasses. Nonetheless, a high galactose
fraction in some crops and grasses (corn and bromegrass) have been reported (Angers and Mehuys,
1990). This can also lead to overestimation of the microbial sugars within the SOM. To overcome
these uncertainties, the mannose/arabinoset+xylose (Angers and Mehuys, 1990), mannose/xylose
(Hu et al., 1995), glucose/mannose (Benzingpurdie, 1980), rhamnose+fucose/arabinose+xylose
(Spielvogel et al., 2007) ratios have been used to estimate the origin of soil sugars. We conclude
that there is no universal ratio allowing correct determination the origin of soil sugars. The highest
uncertainties occur due to high amounts of hexoses in plant residues, potentially overestimating the
contribution of microbial residues calculated based on the GM/AX ratio. On average, specific
GM/AX ratios for various vegetation types vary between 0.09 and 1.4. Thus, drawing a correct
conclusion about the contribution of plant and MB residues to the origin of soil sugars requires first

determining the GM/AX ratio for residues of local plant species.
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Figure 7-5. The ratios of galactose+mannose/arabinose+xylose (GM/AX) in microbial and plant
polyssacharides and in non-cellulose sugars in soils developed under coniferous and deciduous
trees, crops and grasses. The GM/AX ratios of 0.5 for plant and 2.0 for microbial posysaccharides
(dashed lines) were taken from Oades et al. (1984). (See references in Supplementary).

5. Fate of sugars in soil

Similarly to all other substances, carbohydrates undergo various processes in soil (Fig. 7-6)
including: 1) sorption by various soil components (organic matter, clay particles, sesquioxides), 2)
leaching within DOM to deeper soil horizons, 3) uptake by plants, and 4) uptake and transformation
by microorganisms including incorporation into metabolites and mineralization to CO,. We begin

by briefly describing the abiotic processes (1+2) and biotic processes (3+4).

108



Chapter 7. Article V

Primary
sugars

l\

\ Secondary sugars

“microbial |
. cells

g micr. cells)

(Liv mier. o Q@\
et Inter?al .‘{ G% ,
recyclin '

CAC)e——— < | S |enzymes

PPP § ’Q

\ é) II

Respiration

—_

DOM
Leaofhing

Y

seconds Y Time years

Figure 7-6. Fate of sugars in soil. Primary (plant derived) and secondary (microbially derived)
inputs of sugars are presented. The importance of three recycling cycles is underlined: internal
recycling within microbial cells (in blue, the rates are within seconds to minutes), short-term
external recycling (in red, the rates are within weeks to months) and long-term external recycling
(in braun, the rates are within months to years and decades).

SOM: soil organic matter, DOM: dissolved organic carbon, PPP: pentose phosphate pathway,
CAC: citric acid cycle, H: hexoses, P: pentoses. Note that the size of the boxes does not correspond
to the amount of sugar C in the pools. However, we tried to reflect the intensity of fluxes by the size
of the arrows.
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5.1. Abiotic processes
5.1.1. Sorption of carbohydrates on mineral and organic surfaces

Firstly, the sorption of substances on mineral and organic particles is strongly connected
with the surface charge or ability to form hydrophobic ligand interactions. Polysaccharides have
neither surface charges nor hydrophobic groups and, therefore, their sorption is of minor
importance. Similar to polysaccharides, monosaccharides have no charge and are neither
zwitterions nor polar substances. Moreover, there are no significant functional groups by which
sugars can be absorbed on the mineral surfaces. Only weak hydrogen bouns have been reported
between glucose and goethite surface (Olsson et al., 2011).

Secondly, there is strong competition between sorption and microbial uptake (Fischer et al.,
2010): the physicochemical sorption of glucose from the solution on the mineral soil surfaces
reaches quasi-equilibrium within 400 min, with only about 7-10% in the sorbed form. In contrast,
nearly 100% of the glucose is taken up within a few minutes by microorganisms (Fig. 7-3 in
(Fischer et al., 2010)). We therefore conclude that carbohydrate sorption in soil is a minor of

importance for their fate.

5.1.2. Leaching of carbohydrates from soil

Carbohydrate movement within and leaching from the soil profile is possible with DOM.
DOM contains mono-, di- and oligosaccharides (Kaiser and Kalbitz, 2012) in total concentrations of
2-3 uM (Fischer et al., 2010). Considering a water flux below the root zone of about 200 mm per
year, the carbohydrate losses by leaching amount to about 480 pmol m™, which is negligible

compared to their total input and microbial uptake (see below).

5.2. Biotic processes of carbohydrate utilization
5.2.1. Sugars uptake by plants

Plants are not only the primary source of carbohydrates, but also can take them up (in the
form of sugars) from soil solution. Sugar uptake occurs from decomposed litter, microbial residues
and SOM as well as reuptake of sugars released by roots in the rhizosphere (Kuzyakov and Jones,
2006a).

Up to 50% of the glucose '“C may be taken up by plants from sterile hydroponics (Jones and
Darrah, 1992). In contrast, studies under soil conditions showed that less than 1% of HC from

glucose is taken up by roots (Biernath et al., 2008; Kuzyakov and Jones, 2006a). Such strong
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differences between hydroponics and soil conditions reflect the absence of competition between
microorganisms and roots for sugar uptake in hydroponics (Kuzyakov and Jones, 2006b). In
contrast, uptake by microorganisms under soil conditions is very fast and efficient. Accordingly,

root uptake declines to a minimum (< 1%), which is not relevant for the fate of sugars in soil.

5.2.2. Carbohydrate uptake and utilization by microorganisms

The most microbially available carbohydrates in soil are mono-, di- and oligosaccharides,
which originate from polysaccharides after enzymatic hydrolysis (Blagodatskaya et al., 2014;
Cheshire, 1979). Besides the intracellular utilization by microorganisms, exoenzymes can split and
partly mineralize carbohydrates before the uptake. The hypothesis is that exoenzymes function in
soil independently of the microorganisms (Maire et al., 2013). Nonetheless, the specific
mechanisms of exoenzyme reactions and especially their persistence and relevance for sugar
decomposition still need to be clarified.

The rates of monosaccharide uptake by microorganisms range from seconds to minutes
(Jones and Murphy, 2007). This makes microbial uptake by far the dominating process among all
other processes determining the fate of sugars in soils. Microbial utilization of sugars includes three
stages: 1) uptake, decomposition of initial substance and its mineralization to CO;, 2) incorporation
of C into anabolism products and recycling within the living MB, and 3) reuse of C from the
components of microbial residues (Fig. 7-6). The most rapid stage is the first one (seconds to
minutes) (Fig. 7-7), whereas the slowest is mineralization of dead microbial residues (from months
to years, Fig. 7-8). Based on the 2" database, we reviewed these three stages of sugar utilization
and calculated MRT of sugar C for each stage. Most of the estimations below reflect process rates
with glucose because only very few studies are available about other sugars.

Correctly estimating sugar decomposition rates requires the data on the sugar concentration
remaining in soil solution (Coody et al., 1986). Most studies, however, analyzed the '*CO, or *CO,
efflux, but not the remaining sugar in solution. Sugars are taken up very fast by microorganisms
(from seconds to minutes) and decomposed immediately. We therefore estimated their
mineralization rates using the data on CO, emission for the very short time period after substance
application. We used data on released '*CO, or *CO, from added glucose only during the first 24 h
(Fig. 7-7). Such a short period enabled calculating the initial sugar decomposition rate and the MRT
of sugar C before its incorporation into cell compounds. The estimated maximum glucose C

decomposition rate to CO, was 1.1% min" (Fig. 7-7). At such high rates, half of the glucose C
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should be mineralized to CO, within the first hour. The values in the 2" database showed that up to
80% of glucose C is still present in soil (not in soil solution) as metabolites after 1 day. This high
percentage shows that the mineralization rate decreases dramatically after C incorporation into
microbial cells. Based on Fig. 7-7 the estimated MRT of glucose C, before C is incorporated into
microbial metabolites, is 34 min. This means that the time needed for glucose to pass through the
biochemical cycles within the cells is around 30 min. As the glucose in the cell cycles is split into
parts, the MRT time of glucose, as a whole molecule, during microbial metabolization is much

shorter than 30 min.
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Figure 7-7. Rates of glucose mineralization in soil estimated based on '*CO, or CO; emission.

These rates reflect the original glucose before its incorporation into microbial products. (See
references in Supplementary).
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5.3. External and internal recycling of sugar C

The assessment of sugar production (Fig. 7-1) and utilization by microorganisms (Fig. 7-7)
clearly shows the importance of microbial recycling in soil. It is comparatively simple to calculate
the primary input of sugars into soil: it corresponds to the total primary production of the ecosystem
multiplied by carbohydrate contents in the most important pools (above- and belowground plant
biomass, and root exudates). However, it is very challenging to estimate the recycling of sugars
because it occurs 1) externally (outside of living microbial cells), and ii) internally (within microbial
cells) (Fig. 7-6) and because the recycling cannot be assessed solely by input and output.

The simplest way to assess the external recycling of sugars is to use i) their content in the
DOM pool (because only dissolved organics can be taken up and utilized by microorganisms), ii)
sugar decomposition rates, and iii) assume a steady state of sugars in the DOM pool over longer
periods. For this approach, the DOM can be understood as a main sink for the products of external
recycling (Fig. 7-6). In contrast, we cannot assess the intensity of recycling in microbial cells, but

will briefly mention the biochemical pathways of sugars within microorganisms.

5.3.1. Fast external recycling of sugars and budgeting of input

Fast external recycling includes the decomposition of i) carbohydrates from dead MB and ii)
mono- and polysaccharides released by living MB (Fig. 7-6). Polysaccharides are decomposed by
exoenzymes to oligo- and monomers and enter the DOM pool, where they can be further taken up
by microorganisms or leached from the soil profile (small portion).

To estimate the total input of sugars into DOM, we assumed that their concentration in
DOM is a nearly constant over a vegetation period (steady state conditions). Consequently, we
calculated the amounts of annually decomposed sugars based on their content in the DOM pool and
decomposition rates (calculated above according to 2" database, Eq. 1) using the following
equation:

Pool,,, = Pool, + Input — Pool, - k,, Eq. 3

ccomp
where, Pool is the pool of sugar C in DOM (mg C kg™ soil), Input is the input of sugar C into DOM
(mg C kg'1 soil min'l), and kpecomp 18 the decomposition rate of sugar C in DOM (% min'l), and ¢ is
time. According to the steady state, this decomposed amount corresponds to the input. £ was taken
from the calculated glucose C decomposition rates (k=0.03% min™, Fig. 7-7), and sugar content (on

the example of glucose C in soil solution) was taken as 22 mg C kg™ soil (Fig. 7-4).
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The total (primary and secondary) input of sugar C into DOM estimated by this approach
was 0.0065 mg C kg soil min". The input for a half year (corresponding to a vegetation period)
was 1.7 g kg™ soil (262,800 (min in half of a year) *0.0065)/1000). Sugar C input on 1 ha soil was
5.1 Mg C half year" (3*10° (kg soil in 1 ha)*1.7). This input includes sugar C from the primary
source (plant biomass) and from the secondary source (microbially recycled sugars).

For the estimation we calculated the possible input of sugar C from deciduous forests
(Table 7-4) (Basilevich, 1993). We calculated the possible input of sugar C from plant biomass
(primary source) into the soil considering 1) the annual plant biomass production, 2) the known
percentage of cellulose, and 3) assuming that most sugar C enters the soil as cellulose. To calculate
the cellulose portion in the above- and belowground plant biomass, we used the mean values from
Fig. 7-1. The amount of root exudates has been calculated as /3 of the root biomass (Kuzyakov and
Domanski, 2000); the proportion of sugars in the composition of root exudates has been taken as
50% (Hutsch et al., 2002). Total input of glucose C from plant biomass has been calculated as the
sum of aboveground and belowground plant biomass and root exudates. The comparison of sugar C
input from plants (about 1.1 Mg C ha™ year™) with the calculated theoretical total input into DOM
(~ 5.1 Mg C) leads us to conclude that */s of sugars in DOM are sugars from the secondary source —
living microorganisms and microbial residues. The remaining 20% originate from plant biomass.
We expect that portion of secondary sugar C will be even higher in ecosystems with higher
temperatures because primary productivity increases with temperature slower than microbial
turnover.

The very high portion (~ 80%) of the secondary sugars in soil strongly contradicts with the
classical view on carbon use efficiency (CUE) (Lettau and Kuzyakov, 1999; Payne, 1970). Even if
only one step of microbial recycling for sugar C is assumed, the CUE should be about 0.8, but this
is nearly two fold higher than CUE values frequently reported for soil (Sinsabaugh et al., 2013).
Assuming, that sugar C is recycled in soil more than once (Basler et al., 2015a; Basler et al.,
2015b), the CUE should be close to 1.0. The discordance between very high efficiency of C
recycling by soil microorganisms (not only of sugars (Hobbie and Hobbie, 2013 ) and the frequently

reported low CUE values should be clarified in theoretical concepts and justified in experiments.
5.3.2. Internal recycling and biochemical pathways of sugars within microorganisms

Despite the high microbial demand for sugars, C from them is not mineralized to CO,

completely. Rather, part of the C undergoes intensive internal recycling. Therefore, sugar C is
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‘stabilized’ or actually stored in living MB. To estimate MRT of sugar C within MB, we applied the
double exponential model to the data on "*C or "*C glucose incorporation into MB (Eq. 2). The first
exponent was responsible for the fast-utilized C, mainly allocated in the cytoplasm. The MTR of
sugar C in MB calculated by £/ (see Eq. 2) was 1.25 d. The rate of the second exponent reflects the
C incorporated into the stable cell components such as cell walls. MRT of C in that pool calculated
by k2 was 230 d (Fig. 7-8). Calculated glucose C MRT in MB is in accordance with estimated
turnover times of bacterial (120-180 d) and fungal biomass (270 d) in soil (Moore et al., 2005;
Rousk and Baath, 2007).

The main pathways of the glucose utilization by soil microorganisms are the pentose
phosphate cycle and glycolysis (Embden-Meyerhof-Parnas). The latter is part of the Krebs cycle.
These pathways of sugars within the cells are described in detail in microbial biochemistry
(Lengeler et al., 1999) and will not be reviewed here. As a result of internal recycling, sugar C can
be included into various metabolic products such as other sugars, carboxylic acids or amino acids
and can be used to construct cell structural components including cell membranes and cell walls
(Gunina et al., 2014), or cell polymers like DNA or RNA.

For internal recycling it is important that mainly glucose (hexoses, H in Fig. 7-6) will be
produced within the gluconeogenesis (Apostel et al., 2015). Pentoses will be produced within
internal recycling only to a very minor extent. This explains why microbially produced sugars
consist nearly entirely of hexoses, and the pentoses (pentoses, P in Fig. 7-6) originate mainly from

plant residues.

5.3.3. Sugar C stabilization in SOM and long-term external recycling

Together with decomposition, sugar C can be stabilized in the SOM pool and further
participate in long-term external recycling (Fig. 7-6). There are two ways to stabilize sugar C in
SOM: 1) stabilization within the composition of recalcitrant plant polymers such as cellulose means
stabilization of the primary source, and 2) stabilization within the microbial residues means
stabilization of the secondary source. Cellulose as well as dead MB are quite recalcitrant and, thus,
C in these sources is preserved in the soil for long periods.

To estimate sugar C stabilization within the composition of recalcitrant plant polymers, we
calculated the cellulose decomposition rates in the soil. We used the annual input of glucose with
plant cellulose (approximately 1 Mg C ha™ = 300 mg C kg™ soil, see Table 7-4) and the content of
cellulose-derived glucose C in SOM composition (400 mg kg™, Fig. 7-4) to calculate the rate of
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cellulose decomposition in soil. We assumed that the content of cellulose-derived glucose C in
SOM (Fig. 7-4) is nearly constant over a vegetation period. The first-order kinetics was used:
Pool,,, = Pool, + Input — Pool, -k, ..., Eq. 4

where: Pool is the pool of cellulose sugar C (mg kg') in SOM at time ¢ or #+1, Input is an input of

cellulose (mg C kg'1 soil) with plant biomass and Kp...,.s 1s the decomposition rate of cellulose (day

b,

Table 7-4. Estimated glucose-C input from plants on the example of deciduous forest.

Mg ha y' Above ground biomass  Below ground biomass Root exudates
Net primary production® 6.1 1.4 0.5
Cellulose 1.8 0.8 n.a.
Glucose-C 0.7 0.3 0.1
Total input of glucose-C from plants (Mg C ha™ y™) 1.1

% Data were taken from Basilevich N.E. (1993).
n.a. — not applicable.

The calculated decomposition rate of cellulose was 0.002 day', and MRT of cellulose was
1.4 y"'. The latter value is in the range of cellulose MRT reported in the literature (Blagodatskaya et
al., 2014; Zech et al., 2012).

To estimate the portion of sugar C stabilized in microbial residues (stabilization in
secondary source), we subtracted the percentage of sugar °C or '*C incorporated into living MB
from the percentage of sugar °C or "*C remaining in SOM (Fig. 7-8). Here, we assumed that sugar
C remaining in SOM consists of the sum of that in living MB plus in the composition of microbial
residues (because other processes are negligible, see above). The sugar C in microbial residues
already peaked on day 5 after glucose addition. It decreased rapidly up to day 15 and the further
decrease was very slow (Fig. 7-8). The initial fast increase of sugar C in dead MB involves the
release of metabolic products from microbial cells into the soil (Cheshire, 1979). The fast depletion
of one third of the dead microbial pool reflects further microbial decomposition of metabolites to
CO; and is ~500 times slower than the initial sugar utilization. The slow decrease of sugar C in the
pool of microbial residues reflects the dying MB and thus the slow degradation of sugar C

incorporated into cell polymers (long-term external recycling).
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Thus, sugar C incorporated into the dead MB starts to dominate in SOM and determines the
long-term MRT of sugar C in soil (Fig. 7-8). This corroborates the results of long-term experiments
that applied '*C-labeled glucose into the soil: three years after glucose addition, 15-20% of '*C were
still present in SOM (Cheshire, 1979).
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Figure 7-8. Dynamics and partitioning of glucose-C for three pools: living microbial biomass, dead
microbial residues and SOM. The experimental points (N = 451) are based on the 2™ database of
32C and C labelling studies. (See references in Supplementary).

6. Relevance of carbohydrates for soil processes
Carbohydrates play multiple roles in soil. The key ones are: strong contribution to aggregate

formation, C sequestration, and maintenance and stimulation of microbial activities and functions.

6.1. Aggregate formation

Carbohydrates are natural glue. They agglutinate mineral and organic particles well and thus
promote the formation of water-stable aggregates. The capacity to affect aggregate formation
depends on the composition of the carbohydrates: monomers are mainly responsible for the short-
term (hours - days) aggregate stabilization, whereas polysaccharides can glue particles together for
much longer periods (Abiven et al., 2009; Jastrow, 1996). Plant litter, enriched by carbohydrates, is

mainly responsible for macroaggregate formations, whereas root mucilages also contribute to the
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formation of microaggregates in the rhizosphere (Carminati and Vetterlein, 2012; Oades, 1984;
Puget et al., 1999).

The carbohydrates from plant debris and root mucilages stimulate intensive microbial
growth and, as a consequence, accumulation of bacterial and especially fungal mucilages in the
rhizosphere and detritusphere; these mucilages serve as additional binding agents. Unlike plant
carbohydrates, however, microbially derived polysaccharides bind mainly clay particles and
promote the formation of microaggregates < 50 um (Puget et al., 1999). Additionally, the gluing
role of glucoproteins (e.g. glomalin-related proteins) released by hyphens and spores of arbuscular
mycorrhiza should be underlined (Rillig, 2004; Wright et al., 1996; Wright and Upadhyaya, 1996).
Beside proteins, glucoproteins contain up to 85% of sugars, mainly glucose, which are very slowly
decomposed in soil (years to decades). These glucoproteins therefore bind the mineral and organic
particles to soil aggregates for long periods.

Thus, independent of origin (roots, hyphens, bacteria), carbohydrates affect aggregate
formation and are the main structure-forming agents in soils. This is crucial for aeration, water
permeability and holding capacity, bulk density, rooting ability, C sequestration, microbial
activities, plant nutrition and ultimately soil fertility. As chemical agents, carbohydrates strongly

affect the physical and biological properties of soils.

6.2. SOM formation

Plant carbohydrates are rapidly decomposed in soil and therefore, do not contribute directly
to long-term C stabilization because they are not recalcitrant. Even considering such C stabilization
mechanisms as encapsulation in fine aggregates and pores (Sollins et al., 1996; von Luetzow et al.,
2006), the aggregates turnover from a few weeks to months (Plante and McGill, 2002) releases
encapsulated residues from their composition and leads to subsequent rapid decomposition. Thus, as
shown above, most of the carbohydrates within SOM are of microbial origin.

Carbohydrate C, determined by total hydrolysis, presents on average 10 = 5% of SOM
(Fig. 7-2) and is a mixture of plant litter, microbial residues and microbial recycling products.
Nonetheless, these 10% show only the direct contribution of sugars themselves to SOM. Indirect
contribution involves the substances originating from sugar C during microbial metabolism and
stabilized later by microbial residues in SOM. Such an indirect contribution of sugar C to SOM is
no doubt much higher than the direct one because sugars are used to produce nearly all microbial

compounds (Gunina et al., 2014; Lengeler et al., 1999). The other main compound classes such as
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carboxylic acids, proteins and lipids are much less involved in the synthesis of cell compounds.
Consequently, the total contribution of sugar C to SOM is much higher than its directly measures

portion.

6.3. Sugars: the main triggers of priming effects in rhizosphere

About 10-30% of assimilated C is released by roots in the rhizosphere. About 50% of this C
consists of sugars, and the remaining part is comprised by carboxylic acids, amino acids and
phenolic compounds. The ecological relevance of the last three groups is well known: carboxylic
acids decrease pH in the rhizosphere as well as complex and chelate metals; amino acids help
mobilize Fe, Zn and certain other micronutrients and may play a role as signaling substances;
phenolic compounds are important allelopathic agents (Blum, 1998) and signaling compounds.
Nonetheless, the role of sugars comprising about twice the amount of all other compounds released
together in the rhizosphere) remains unknown. Clearly, sugars are not merely useless C losses in the
rhizosphere. Such inefficient plants would not be competitive during evolution compared to others
plants that avoid C losses. None of the identified functions, such as signaling agents or mucilage on
root tips — can explain the huge amounts of sugars released by roots.

Sugars are labile organic compounds that are not absorbed by the soil mineral matrix or by
SOM after release from roots. Rather, they are taken up by microorganisms within minutes and
used very efficiently for both energy and cell compound production. We therefore hypothesize that
the main role of sugars released by roots is to maintain interactions with rhizosphere
microorganisms and to stimulate their activity. The much higher number and activity of
microorganisms in the rhizosphere compared to the root-free soil accelerate SOM decomposition
with mineralization of stored nutrients, mainly N, P, S. If the ability of roots to solubilize nutrients
by carboxylic acids is based solely on chemical processes, then the released sugars contribute to
nutrient mobilization by biotic mechanisms: stimulation of microbial activity, release of
exoenzymes and mineralization of SOM — the phenomena known as priming effects.

The few studies that compared the priming effects between sugars, amino acids, carboxylic
acids and phenols concluded the highest stimulation by amino acids (Hamer and Marschner, 2005).
Importantly, however, the amino acid concentrations in the soil and in the rhizosphere are usually
one order of magnitude lower than those of sugars (Kraffczyk et al., 1984). Amino acids may also
be absorbed by organic and mineral soil compounds. Consequently, sugars should play a much

greater role in the unspecific stimulation of microorganisms. Therefore, we hypothesize that the
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main ecological function of the root-released sugars is to maintain high microbial activity in the
rhizosphere and to trigger the priming effects. The subsequent SOM mineralization provides
nutrients not only for microorganisms but also for plants, boosting their development and
competitive strength compared to other plants that lack such interactions in the rhizosphere. These
hypothesized functions of sugars in soil should be proven in further studies.

From various components of global change, the increasing atmospheric CO, concentration
and N deposition promote net primary productivity (Johnson and Pregitzer, 2007) and so, increase
the carbohydrate input into soil. Additionally, elevated CO, increases carbohydrates percentage in
plant tissues (Liu et al., 2005). These increase of carbohydrate inputs as well as raising C/N ratios of
the plant litter, will decrease its decomposition rates and consequently, prolong the MRT of sugar C
in soil. However, raising N deposition may at least partly compensate the effects of elevated CO; on

MRT of sugar C.

Conclusions and relevance

With this review, we close several gaps in our knowledge on the content, composition and
fate of carbohydrates in soil. This review compiled and analyzed two databases: the first focused on
the content of total, non-cellulose, hot-water and cold-water extractable sugars in soils, as well as on
the origin of sugars in soil. The second database summarized the dynamics of ">C and '*C sugar
(mainly glucose) utilization in three pools: mineralized (CO,), incorporated into living MB and
stabilized within the dead microbial residues. We also estimated primary (from plants) and
secondary (from microorganisms) sources of glucose C in soil and calculated their MRT.

Glucose dominated within the cellulose and non-cellulose sugars in soil due to its diverse
origins: plant and microbial residues as well as root and microbial excretions. The ratio of hexoses
to pentoses of non-cellulose sugars (applied to estimate the origin of sugars) revealed the highest
values for forest soil (1.5), whereas for grasses and crops it was 0.7 and 1.0, respectively. The high
ratio for forest soils was due to the presence of high amounts of hexoses in forest litter, especially in
conifers, and not due to high input of microbial residues. Thus, applying the hexose to pentose ratio
to identify sugar origin requires analyzing the chemical composition of plant litter.

Based on the amount of cellulose-derived glucose in soil and the assessed input of cellulose
from plant biomass (using deciduous forest as an example), the MRT of cellulose was calculated as
14 y'. Slow decomposition of plant polysaccharides continuously delivers sugars for

microorganisms to maintain their metabolism and functions. The maximal initial decomposition rate
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of glucose, taken up from soil solution, was 1.1 % min™', whereas the MRT of glucose in MB was
34 min™. Such rapid decomposition of glucose together with fast uptake from soil solution must be
compensated by high sugars input. Based on the sugar content in DOM and initial glucose C
decomposition rate, the possible input of sugar C into soil solution was calculated as 5 Mg ha™'. The
assessed input of total glucose C from plants (example: deciduous forest) was 1 Mg ha™'. Thus, only
1/5 of all available sugars in soil solution is from plant biomass and 4/5 is from recycling processes.

Despite the high microbial demand for sugars, C from sugars is not mineralized to CO;
completely, but part of it undergoes intensive internal recycling. The calculated MRT of sugar C in
living MB was 230 d. This comparatively long MRT of C in MB can be related to i) the intensive
recycling of glucose C within the MB pool and ii) its incorporation into cell polymers.

Based on the dynamics of labeled glucose C in SOM and in MB, we assessed the sugar C
portion in microbial residues. The distribution of sugar C in microbial residues showed a nearly
constant value (18% of applied tracer) during a 300 d period. This reflects the use of sugar C to
produce polymer cell compounds that can be stabilized within the SOM. Thus, we conclude that the
contribution of sugar C to the soil sugar C pool is higher than the traditionally estimated 10+5% and
that its importance for SOM formation is much higher than the actual amount of sugar C in the soil.

Of all processes involving sugars in soil (Fig. 7-6), microbial uptake and utilization
dominate by far, strongly exceeding sorption, leaching and plant uptake. This, combined with the
much higher input of carbohydrates versus other organic compounds into soil, makes sugars
especially important for maintaining soil microorganisms and their activities. Further studies should
focus not only on the decomposition of sugars in soil (as done in most previous experiments), but
especially on their importance for microbial activities and plant-microbial interactions, where, we

hypothesize, sugars play the most significant role compared to other organics released by roots.
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Abstract

The fate of low molecular weight organic substances (LMWOS) in soil is regulated by microbial
uptake. However, C oxidation state, the number of C atoms and -COOH groups in the LMWOS can
affect their microbial utilization. Thus, the aim of this study was to reveal the effects of substance
chemical properties on initial uptake and utilization of sugars, carboxylic and amino acids by
microorganisms.

Soil solution, spiked with 1C-labelled glucose, fructose, malate, succinate, formate, alanine
or glycine, was added to the soil and 1C was traced in the soil solution, CO,, cytosol, and soil
organic carbon (SOC) over 24 hours.

The half-life time of all LMWOS in the soil solution varied between 0.6 min (formic acid)
and 5.0 min (sugars), indicating its dependence on C oxidation state of the substances. The half-life
time of '*C in the fast mineralized pool in microorganisms, ranged between 30 (malic acid) and 80
(glycine) min and was independent on either C oxidation state, the number of C atoms, or number
of -COOH groups. This suggests that intercellular metabolic pathways are more important for
LMWOS transformation in soil than their basic chemical properties. The portion of mineralized
LMWOS increased with their C oxidation state (20 % for sugars vs. 90% for formic acid)
corresponding to the decrease of C incorporated into the cytosol and SOC pools.

Concluding, the physicochemical properties of the common LMWOS allow predicting their

microbial uptake from soil solution and subsequent partitioning of C within microbial biomass.
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1. Introduction

Low molecular weight organic substances (LMWOS) in soil originate from a wide range of
sources, including root and microbial exudation, animal wastes, canopy throughfall, and the
decomposition of plant and microbial necromass. Although LMWOS typically represent a small
proportion of the total dissolved organic carbon (DOC) pool in soil, they play a critical role in many
soil processes, including complexation of metal ions which increases their mobilization (e.g.
carboxylic acids), as an important N source (e.g. amino acids) for plants and microorganisms, and
as a source of C and energy for microorganisms (e.g. sugars) (Blagodatskaya and Kuzyakov, 2013;
Grayston et al., 1997; Hill et al., 2012). From a global perspective, LMWOS contribute significantly
to total soil CO, flux (up to 30%) (van Hees et al., 2005) and thus represent an important parameter
for modeling of soil organic carbon (SOC) dynamics.

Although LMWOS may be leached, become sorbed to the solid phase, abiotically
mineralized or used by plants, their uptake by the microbial communities dominates their longevity
in soil solution and represents the first step of their utilization (Glanville et al., 2016). The uptake of
LMWOS from solution depends on their properties, namely broad substrate class (e.g. sugars,
phenolics etc), which determines its subsequent use within cell metabolism (Gunina et al., 2014;
Apostel et al., 2013), and concentration, which determines the transport systems used by
microorganisms for taking up LMWOS (Hill et al., 2008). In addition, for amino acids it has been
shown that substances with low C oxidation states (e.g. lysine) are taken up by microorganisms
slower than ones having higher C oxidation states (e.g. glycine and glutamate) (Jones and Hodge,
1999), while the fate of carboxylic acids in soil is dependent on their solubility and association with
the soil’s solid phase (Gunina et al., 2014). Thus, even if the general substance class plays a major
role in the fate of LMWOS in soils, the physico-chemical properties of the individual compound are
also highly important.

The second step of LMWOS utilization by microorganisms is their incorporation into
metabolic cycles and subsequent mineralization to CO, or immobilization within cellular
components (Apostel et al., 2013). It has also been shown that intercellular metabolism affects the
fate of amino and carboxylic acid derived-C in soils (Gunina et al., 2014), as each compound class
enters distinct metabolic cycles within the cell. The proportion of each mineralized LMWOS is also
linked to the C oxidation state of the substrate. Carboxyl groups (-COOH) (C oxidation state =
+3.0) are mineralized to CO, at a higher amount than methyl groups (-CH3) (C oxidation state = -

3.0) (Fischer and Kuzyakov, 2010). So, the presence of a high number of reduced C atoms in
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LMWOS molecules can lead to low mineralization and high LMWOS-C incorporation into
structural elements of the cell. At the same time, a higher proportion of mineralized C should be
observed for substances with high number of oxidized C atoms (e.g. substrates rich in -COOH
groups). Additionally, the standard enthalpy of combustion of organic compounds seems to be
dependent on substance C oxidation state: for substances with "0" C oxidation state (e.g. glucose,
alanine) the values of standard enthalpy of combustion are in the range 1600-2800 kJ/mol, whereas
for oxidized substances (C oxidation state +1 or +2) the values are lower: 280-1300 kJ/mol. Thus,
substance physico-chemical properties can directly impact the utilization processes of LMWOS
within the microorganisms. In contrast, further fate of C contained within LMWOS may be closely
related to cell metabolite turnover, where this C was incorporated during intercellular
metabolisation (Glanville et al., 2016).

The aim of the study was to estimate the initial utilization (within 24 h of LMWOS
application) of three main LMWOS classes (sugars, carboxylic and amino acids) and to reveal the
effect of substance properties on their fate within soil. We hypothesized that: i) LMWOS half-life
times in soil solution will depend on substance properties, namely C oxidation state, number of -
COOH groups and size of the molecules, ii) the half-life of LMWOS-C in microbial biomass pool
will depend on the properties of LMWOS and the pathway taken when entering into intercellular
metabolic cycles, and iii) substances with a high C oxidation state will be mineralized to a larger

extent than substances with a low C oxidation state.

2. Materials and methods
2.1. Site description and soil sampling

Soil was collected from the BangorDIVERSE long-term forest diversity experiment, located
in Abergwyngregyn, North Wales, UK (53°14'16" N, 4°1'1" W) (Smith et al., 2013; Ahmed et al.,
2016). Within this experiment, soil was collected from the replicated Silver birch (Betula pendula
Roth.) plots. The soil is classified as a fine loamy textured Dystric Fluvic Cambisol (WRB, 2006)
and has a mixed glacial till parent material. The site has a mean annual soil temperature of 10.6 °C
and an annual rainfall of ca. 950 mm. The basic properties of the soil are presented in Table 8-1 and
in Ahmed et al. (2016). At each sampling site, surface litter (ca. 1-2 cm) was removed and the top
10 cm of the mineral soil (excluding litter layer) was collected from four independent locations

within each of four replicate plots and combined to make a composite soil sample.
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Soil samples were stored in gas-permeable plastic bags at 5 °C until extraction of soil
solution, which was conducted within 24 h of sample collection. Substrate uptake and

mineralization experiments were conducted within one week of soil sample collection.

Table 8-1. Selected soil properties.

Sand Silt Clay Moisture content pH Total C  Total N C-to-N ratio
(gkg) (gkg) (gkgh (%) (gke) (kg™
48.2+1.3 33.6+0.9 18.2+2.1 32.9+0.5 5.40+0.03 32.2+1.2 3.2+0.3 10.6+0.3

Soil texture was determined by laser diffraction. pH was measured in 1:2.5 (w/v) soil:distilled water extracts. Total C
and N were determined by dry combustion. Values represent the means + SE (n = 4).

2.2. Extraction of soil solution

Soil solution was obtained by centrifugation following the technique of Glanville et al.
(2012). Briefly, 100 g of fresh soil was placed into a polypropylene centrifuge tube with a
perforated bottom and covered by a fine mesh (pore size 50 um). This was attached to a base unit
which collects soil solution during centrifugation. This construction was centrifuged at 3500 g for
15 min. The extracted soil solution was subsequently passed through a 0.2 pm cellulose acetate

filter to remove microbial contaminants and stored at -20 °C prior to use in subsequent experiments.

2.3. LMWOS uptake from soil solution

The uptake of LMWOS by the soil microbial community was measured over 24 h for sugars
(glucose and fructose), carboxylic acids (malic, succinic and formic acids) and amino acids (alanine
and glycine). These substrates were chosen as they are either commonly found in root
exudates/lysates or they represents the breakdown products arising from the main organic polymers
entering soil (i.e. cellulose/protein). The C oxidation state of each LMWOS was calculated as sum
of all C oxidation states divided by the amount of C atoms in the substance (Table 8-2).

The 'C radiolabeled substances (<10 nM) were added separately to the extracted soil
solution (see section 2.2) to obtain a total '*C specific activity of 0.83 kBq ml™ for each compound.
No additional non-labeled substances were added so that we did not want to change the intrinsic
concentrations of the compounds naturally present in soil solution. All LMWOS were uniformly

labeled and '*C specific activities of the each initial substances were: '*C-glucose 7.4 MBq ml”,
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“C-fructose 37 MBq ml”, "*C-malic acid 3.7 MBq ml”, '*C-succinic acid 3.7 MBq ml™, '*C-
formic acid 35.6 MBq ml™, "*C-alanine 3.7 MBq ml™, '*C-glycine 1.8 MBq ml™".

To measure the depletion of the LMWOS from soil solution, fresh field-moist soil (1.2 g)
was placed into a 1.5 cm® polypropylene microcentrifuge tube and 0.3 ml of '*C-labelled soil
solution was added to the soil surface. The solution immediately infiltrated into the soil. The
microcentrifuge tubes were perforated at the bottom and the holes were covered with a small piece
of Whatman GF/A glass fiber filter paper (pore size 1.6 um). These soil-filled microcentrifuge
tubes was then placed on top of another empty microcentrifuge tube and the dual-tube array was
centrifuged (14,000 g, 1 min). The soil solution from the upper tube passed to the lower tube where
it was recovered for analysis. Soil solution was obtained 1, 4, 8, 10, 20, 30, 60, 240, 960 and 1440
min after addition of the '*C-labelled solution to the surface of the soil in the upper microcentrifuge
tube. '*C activity of the recovered soil solution was measured by liquid scintillation counting
(Wallac 1409 scintillation counter, Wallac EG&G Ltd, Milton Keynes, UK) using Wallac
Optiphase 3 scintillation cocktail (Wallac EG&G Ltd, Milton Keynes, UK). This procedure was
also done with sterile soil (autoclaved, 121°C, 30 min) to determine the importance of abiotic losses
of LMWOS from soil solution (i.e. sorption to the solid phase) in the absence of the microbial
activity (Hill et al., 2008). Each component of the experiment was replicated four times. The uptake

rate of '*C-labelled LMWOS from soil solution was calculated as follows:

R=a,+a,exp™,
where R is the percent of applied '*C remaining in soil solution, @ is an
asymptote to which '*C activity fells in single exponential curves, a, is an estimated pool size for
uptake, ¢ is time and k is an uptake rate constant. The half-life times of LMWOS in soil solution (7,
solution) Were calculated as In(2)/k . As the main portion (>80%) of the applied tracer was taken up
from soil solution within 60 min, only this period of time is presented, whereas the single first order

kinetic equation was fitted to all the data collected over the experimental period (24 h).

2.4. LMWOS mineralization in soil

To estimate the mineralization rate of each LMWOS, a similar procedure to that described
above was employed except that we measured the rate of '*CO, evolution from the soil. Briefly,
fresh soil (1.2 g) was placed into a 1.5 ml microcentrifuge tube and 0.3 ml of each '*C-labeled
solution added (according to procedure described above). The microcentrifuge tubes were placed

into a larger 50 ml polypropylene container and a 1 M NaOH trap (1 ml) added to capture evolved
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CO; in the closed system. The NaOH traps were changed at 1.5, 3.5, 5.5, 8.5, 13, 22, 24, 25.5 and
27.5 h after LMWOS addition. '*C activity of the NaOH solutions was measured by liquid
scintillation counting as described above. To describe mineralization rate of each LMWOS, a

double first order kinetic equation was applied to the portion of '*C remaining in the soil (**Csoc),

(calculated as 100-""C,, (%) ):

“Copo = a-exp ™ +b-exp ™,
where a and b are pool sizes for the fast and slow mineralization phases, ¢ is time and k, and £k are
the rate constants for the fast and slow mineralization phases (Glanville et al., 2016). The T, for
LMWOS-C of the fast and slow phases of C mineralization within the microbial community were
calculated as In(2)/k, or In(2)/k, and will subsequently be referred to as 7T, fg and T giow
respectively.

At the end of the experiment (27.5 h), '*C activity was measured in the microbial cytosol pool
using the chloroform fumigation-extraction procedure of Wu et al. (1990). As no extraction
efficiency correction factor was applied to the extracted dissolved organic C pool after fumigation
(Glanville et al., 2016), this pool was referred to "cytosol" rather than microbial biomass. The
amount of "*C remaining in the bulk soil at the end was also measured by combusting the soil at 800
°C in a 0X400 biological oxidiser (R.J. Harvey Instrument Corp., USA) and *CO, measured by
scintillation counting after capture in Oxosol scintillant (National Diagnostics, Atlanta, GA, USA).
To obtain "*C in SOC pool (further referred to as '*C-SOC) the "*C portions in CO, and cytosol
pools were subtracted from '*C in bulk soil, and present the pool containing non-extractable
microbial biomass and microbial metabolites. Tracer incorporation into cytosol and SOC pools was
presented as a percent of the total applied *C.

Based on the calculated '*C incorporation into CO, and microbial cytosol pools (for the last

measurement point - 27.5 h), the anabolism to catabolism ratio was calculated as:

. 14
anabolism _ C o0

2

. T 14
catabolism Ceo,

which shows the proportion of '*C used for energy production relative to that incorporated into cell

components.
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2.5. Statistics

Data on *C in COg, cytosol and SOC as well as pool sizes, rate constants and T, were
subjected to ANOVA and significant differences between the various LMWOS were tested with
LSD post hoc test with P < 0.05. Exponential equations were fitted to the experimental results using
a least squares iteration routine in Statistica 10.0 (Dell Statistica Inc., Tulsa, OK). The simple
regression analysis was performed in Statistica 10.0 (Dell Statistica Inc., Tulsa, OK) with data on C
oxidation state, number of C atoms, number of COOH groups vs. LMWOS T, solution> 7 %-fasts 1 %-slows

portion of "*C in SOC, cytosol and CO, pools.

3. Results
3.1. Uptake of LMWOS from soil solution

The three classes of LMWOS showed a similar uptake pattern from soil solution based on
the '“C depletion from the DOC pool (Fig. 8-1). Calculated LMWOS-C T, sotion changed in the
order: sugars > amino acids > carboxylic acids (Table 8-2). Glucose and fructose showed a similar
T, solution (3.8 min), which was 1.5 - 2 times longer than for other the substances. The lowest 7',
solution (<1 min) was found for formic acid. Estimates of the total amount of LMWOS ascribed to

modelled pool a, were similar for all substances (Table 8-2).

Table 8-2. Single first order kinetic coefficients describing the depletion of individual carbon
substrates from soil solution over time.

Substrate C oxidation Pool a, Pool a, _k_1 HaIf—Ih_‘e, T,
state (%) (%) (min™) (min)
Glucose 0 11.9+4.3 91.6+7.0 0.18+0.03°  3.85+0.12°
Fructose 0 13.9+4 .4 91.1+£6.9 0.18+0.01°  3.76+0.12°
Formic acid +2 8.9+0.9 91.0+2.1 1.1240.11*  0.62+0.08°
Malic acid +1 12.3%1.6 87.4+3.8 0.68+0.08°  1.03+0.08°
Succinic acid +0.5 10.9£2.2 88.5+4.9 0.49+0.06°°  1.42+0.09°
Alanine 0 7.7£1.9 93.6+4.1 0.46+0.05°°  1.51+0.07°
Glycine +1 12.0+2.4 86.8+5.1 0.35+0.05°  1.97+0.09"

a, is an asymptote to which ''C activity fells in single exponential curves, a, is an estimated pool size for uptake, and £
is an uptake rate constant. Half-life (7;) values are derived from the parameter values for k. Values represent means +
SE (n = 4). Letters reflect significant differences between the substances, confidential interval = 84%. For @, and a, no
significant differences were found.
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Figure 8-1. Temporal dynamics of '*C-labelled sugar, organic acid and amino acid
disappearance from soil solution. Values represent means = SE (n = 4). Lines are the
following: blue: solid - glucose, dotted - fructose,; green: solid - formic acid, dashed - malic
acid, dotted - succinic acid; brown: solid - glycine, dashed - alanine.

There was a negative relationship between the 7, souiion Of €ach substrate and its C oxidation
state (Fig. 8-2 top panel) and number of -COOH groups (Supplementary material; Fig. 8-1).
Furthermore, there was a positive relationship between the T'2-solution of all LMWOS and the
number of C atoms within the individual substrates (Fig. 8-2, bottom panel). Results for the
autoclaved soil (Supplementary material; Fig. 8-2) showed some dilution with the intrinsic soil
solution and that sorption can occur for some substances (e.g. carboxylic acids and , glycine).
However, as shown previously (Fischer et al., 2010), biotic uptake of LMWOS out-competes the

abiotic sorption processes, from which we predict that sorption processes will not greatly influence

the results in the non-autoclaved soil.
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Figure 8-2. Relationship between the half-life (min) of different LMWOS in soil solution and their C
oxidation state (top panel) and number of C atoms in the molecule (bottom panel). Values represent
means £ SE (n = 4). The error bars for the half-life times of LMWOS in DOC are smaller than size

of icon symbols.

3.2. Mineralization of LMWOS in soil

Mineralization patterns were similar for all three LMWOS classes, namely the highest
portion of C was mineralized in the first 5 h, and later "*C-CO, reached a plateau (Fig. 8-3). The
maximum proportion of mineralized LMWOS was found for carboxylic acids, followed by amino
acids and sugars (Fig. 8-3). Overall, 15 to 80% of the applied LMWOS were decomposed to CO,
within the first mineralization phase (pool a, k,) depending on substance class (Fig. 8-3). Constant
rates for the first mineralization phase were between 0.5 and 1.3 % h'! and calculated T: ,-fast Values
for pool a for each LMWOS-C were in the range of 0.52-1.34 h (30-80 min) (Table 8-3), with the

shortest values observed for malic acid and the longest for glycine. The Ti, g values for each
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LMWOS-C were much longer than those calculated for their loss from soil solution, showing that
mineralization does not occur immediately after LMWOS uptake. No significant correlation was

found between the 7', sotion Values of each substrate and it subsequent mineralization during the fast

utilization phase (Supplementary materials; Fig. 8-3).
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Figure 8-3. Cumulative '*C-CO, production from mineralization of "*C-labelled substances in soil.
Values represent means = SE (n = 4).

Constant rates for the second mineralization phase (model pool b, ky; Table 8-3), which
describes the turnover of substrate-C immobilized in the microbial biomass, were up to 3 orders of
magnitude lower than for the first modeled pool (a, k,). Calculated LMWOS-C T, 40w ranged
between 25 and 290 h, with the shortest values observed for formic acid and the longest for glucose.

The T,0w values for each LMWOS showed relationships with C oxidation state and number of C

atoms (Supplementary material; Fig. 8-5).
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Table 8-3. Double first order kinetic coefficients describing the depletion of individual carbon

substrates from soil over time.

Substrate Pool a Pool b K, Ko Ky Ty, ko Ty,
(%) (%) () () (h) (h)
Glucose 14.3+0.7% 85.6+0.5° 0.88+0.12°® 0.0024+0.0003°  0.79+0.10°°  288.8+0.09°
Fructose 17.120.5° 82.9+0.3° 1.01+0.08® 0.0028+0.0002b°  0.68+0.06™°  247.6+0.05"
Formic acid 82.8+2.5° 17.2+1.99 0.87+0.07° 0.0270+0.0070°  0.80+0.05°  25.7+0.19°
Malic acid 44.6+1.4° 55.4+0.9° 1.3320.14°  0.0044+0.0008°  0.52+0.08°  157.5+0.13°
Succinic acid 49.4+2.5° 50.6+1.6° 1.11+0.17a° 0.0039+0.0020°  0.63+0.11°°  177.7+0.31°
Alanine 23.9+1.5° 76.0+1.0° 0.86+0.15°° 0.0028+0.0007*°  0.81+0.11°°  247.6:0.18°
Glycine 26.7+1.2° 73.0¢1.0° 0.52+0.06° 0.0044+0.0007°  1.34+0.07°  157.5+0.11°

Pool a and b are the estimated pool sizes for the fast and slow mineralization phases respectively, while k, and £ are the
rate constants describing the rate of turnover of these two pools. T, values are the half-times for pools a and b
determined from k, and k, respectively. Values represent means + SE (n = 4). Letters reflect significant differences
between the substances, confidential interval = 84%.

The partitioning of LMWOS-C between CO,, the microbial cytosol and that remaining in
SOC is shown in Figure 8-4. The maximum proportion of mineralized substances was observed for
formic acid, which was followed by malic and succinic acid, amino acids and sugars. In contrast,
the '*C recovered in the cytosol and remaining in SOC followed the opposite trend. The proportion
of mineralized LMWOS increased with substance C oxidation state, whereas the amount of Hc
incorporated into the cytosol and remaining in SOC (for all substances) followed the opposite trend
(Fig. 8-4, top panel). Additionally, the proportion of LMWOS-C incorporated into the microbial
cytosol increased with the number of C atoms present in the molecule and decreased with the

number of -COOH groups (Fig. 8-4, bottom panel).
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Figure 8-4. Relationship between '*C remaining in the cytosol, SOC and CO; pools and C oxidation
state (top panel) and "*C remaining in the cytosol and number of C atoms and -COOH groups
(bottom panel) in different LMWOS. Values represent means + SE (n = 4). P-values for the
regression lines on the top panel figure are less than 0.002; p-values for the regression lines on the
bottom panel figure are less than 0.004. The substance names are shown only once.
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Anabolism/catabolism ratio (Fig. 8-5) was the highest for the sugars (both glucose and
fructose) and for alanine, having zero C substance oxidation states. The lowest value was found for
formic acid.

Overall, initial utilization of LMWOS within the microbial biomass was not dependent on
the substance properties. In contrast, the total amount of LMWOS-C which can be utilized
(including mineralization to CO, and incorporation in to cellular compounds) within the microbial

biomass was clearly dependent on the physico-chemical properties of the individual substrates.
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Figure 8-5. Relationship between '*C incorporated into cytosol (anabolism)/"*C incorporated into
CO; (catabolism) and C oxidation state at the end of LMWOS mineralization experiment.

4. Discussion

In this study, the utilization of LMWOS in soil focused on: i) the initial rate of uptake from
soil solution, ii) mineralization to CO,, and iii) subsequent utilization and partitioning of C within
the microbial cells. These processes were studied within 24 h, to deduce the initial fate of LMWOS-
C rather than the turnover of secondary metabolites within the microbial community or the turnover
of the biomass itself (i.e. necromass). The fate and flux of LMWOS was studied at natural
concentrations (soil solution was only labeled at trace levels for each *C-compound), to best reflect
conditions which naturally exist in the field. This contrasts with almost all previous studies which

have used high substrate addition rates to investigate LMWOS turnover in the soil. Although these
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former studies may reflect pulse additions of soluble C arising from root lysis or organic waste
addition, they misrepresent the much lower concentrations of LMWOS produced by the slower

turnover of more recalcitrant (and arguably more important) pools of soil organic matter.

4.1. Uptake of LMWOS from soil solution

We found that up to 90% of the applied LMWOS were taken up from soil solution within
the first 10 minutes (Fig. 8-1). Similar results have been found for glucose applied to soil in the
concentration range from 1 uM to 10 mM (Hill et al., 2008). The rapid removal of substrates can be
attributed to the rapid uptake of LMWOS by the C-limited soil microbial community, extracellular
enzymatic decomposition or sorption on the mineral phases. For most neutral or monovalent
LMWOS, microorganisms represent the dominate loss pathway from solution, particularly in
comparison to sorption to mineral phases (Fischer et al., 2010). In the case of di- and tri-valent
substrates, however, sorption can significantly suppress microbial uptake, especially in soils
containing large amounts of Fe and Al oxyhydroxides (Jones and Edwards, 1998), however, it was
not the case in our study. We attempted here to estimate the effect of abiotic sorption processes by
measuring the loss of LMWOS under sterile (autoclaved) and non-sterile soil. Sorption had low
importance in the fate of LMWOS because larger percent of '*C was removed from soil solution in
non-sterile soil compare to sterile for the same time interval. This is the consequence of neutral pH
values and low contents of Fe and Al in the soil. Overall, our results are consistent with microbial
transformation being the dominant process. Although extracellular enzymes may exist in soil
solution and could extracellularly cleave our substrates (e.g. deaminases acting on alanine or
glycine to produce pyruvate and lactate), we expect this transformation pathway to be insignificant
in comparison to the direct uptake by microbial membrane transporters.

The fastest uptake rates from solution and subsequent 7', somtion Values (0.6-1.5 min) were
found for carboxylic acids while the slowest Tt somtion Value was found for sugars (3.7 min)
(Table 8-2). Although the rate of depletion was very rapid for all substrates, the variation in uptake
rate can be attributed to differences in (i) relative diffusion speed of the substrates in solution, (ii)
different affinities and expression of the various transport systems within the microbial community,
and (ii1) rate of intracellular processing of the various substrate classes which may feedback on
transporter activity (Hill et al., 2008; Jones and Edwards, 1998). The Ti; soution Of carboxylic and
amino acids decreased with the C oxidation state of substances suggesting that LMWOS with low C

oxidation states remain in soil solution longer than ones which are highly oxidized. At the same
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time, LMWOS T, sowtion Values increased with the number of C atoms indicating that substances
with a lower molecular weight are taken up faster. For substances with a similar C oxidation state
(both sugars and alanine), a longer T somtion Was found for larger molecules although more
substrates would need to be tested to confirm this. Overall, even if the substance class is one of the
significant parameter determining the fate of LMWOS in soil solution (Gunina et al., 2014), we
conclude that the 7, somion Of LMWOS depends also on substance C oxidation state and on
molecular size. Further, the very rapid uptake of all LMWOS classes from soil solution suggests

that this is not the limiting step of their initial utilization by microorganisms.

4.2. Mineralization of LMWOS

The Tv,.rast values, describing the initial transformation of LMWOS-C within the microbial
biomass, were 30-80 times higher than the 7, soution Values, indicating that mineralization may occur
more slowly than cellular uptake. However, we added tracer amounts of substrate to extracted soil
solution which was then injected to the soil to try and mimic natural C concentrations. Therefore,
we would expect the system to be at quasi-steady state (i.e. a stable microbial biomass) and the rate
of C influx into soil solution should be equal to the rate of C efflux from the microbial biomass.
However, it was not the case in our study and observed slow rate of C efflux and high values of T,
fast could be due to 1) dilution of the LMWOS in the labile metabolite pool within the cytosol (Hill et
al., 2008), and ii) passage of LMWOS through contrasting metabolic pathways which enter aerobic
or anaerobic respiratory cycles at different points. Additionally, natural artifacts such as release of
HCOj;™ from the cell, its diffusion through extracellular water films and the subsequent degassing
and diffusion of CO, through the pore network to the soil surface can effect on the temporal
dynamic of captured CO, (Boddy et al., 2007). However, due to the small amount of soil, which
was used in the present experiment, these artifacts should not strongly affect our results, but would
need to be accounted for when working with large undisturbed field samples. This highlights the
intrinsic problems associated with sole reliance on quantifying substrate turnover rates based on
mineralization data alone, especially for short-lived substrates. It also indicates that previous studies
may have vastly underestimated substrate turnover rates (van Hees et al., 2002).

An absence of dependence between LMWOS-C T, and C oxidation state, number of C
atoms, or number of -COOH groups of the substances (Supplementary material; Fig. 8-4) are likely
due to incorporation of LMWOS into various metabolic pathways within the microorganisms

(Gunina et al., 2014; Apostel et al., 2013; Apostel et al., 2015; Dippold and Kuzyakov, 2013;
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Dijkstra et al., 2011). So, calculated alanine C Ty, ¢,e was 1.5 times faster than glycine (Table 8-3).
This could be explained as alanine enters the citric acid cycle as pyruvate, whereas glycine is
metabolized in the cells via three different pathways: 1) by glycine cleavage enzyme, ii) by
conversion of glycine to pyruvate via serine and iii) by conversion of glycine to glyoxylate by L-
amino acid oxidase or L-amino acid dehydrogenase (Keseler et al., 2009), thus, glycine-C can be
metabolized slower than alanine. In contrast, LMWOS-C T',.4ow decreased with an increase in C
oxidation state and increased with the amount of C atoms in the LMWOS molecule, showing that
more time is needed to oxidize the LMWOS with a low C oxidation state. Thus, the initial
mineralization processes of LMWOS by soil microorganisms are mainly connected with the point at
which compounds enter into metabolic cycles, whereas subsequent utilization of LMWOS-derived

C can be affected by properties of the substances.

4.3. Partitioning of LMWOS-C between the CO,, cytosol and SOC pools

The amount of C mineralized followed the order: carboxylic acids > amino acids > sugars.
This is in agreement with some previous laboratory and field studies (Jones and Edwards, 1998),
but contrasts with others where no differences were observed (Gunina et al.,, 2014). Such
contradictory results are connected with 1) various observation periods used during the studies, ii)
the amount of time elapsed between LMWOS application and the start of sampling, and iii) various
half-life time of cell metabolites, where LMWOS-C was incorporated. Additionally, the total
amount of LMWOS applied to the soil can affect the amount of substrate mineralized, especially if
the amount added is sufficient to stimulate microbial growth. Typically, when concentrations of
LMWOS exceed 10 mM the amount of C incorporated into microbial biomass compartments
increases and less C is respired (Hill et al., 2008). In this study, the proportion of substrate-C
mineralized increased with the C oxidation state of the substances (Fig. 8-4, top panel, Fig. 8-6),
showing that oxidized compounds are used preferentially for respiration with less C incorporated

into cell metabolites.
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Figure 8-6. Schematic representation showing the dependence of microbial uptake rate (red),
utilization (green) and mineralization efficiency (black) of three distinct classes of LMWOS as a
function of substrate C oxidation state.

The highest portion of *C-LMWOS recovered from the cytosol pool was from sugars,
suggesting that sugars are the universal compounds for construction of cell components
(constituents of the bacterial and fungal cell membranes and cell walls, lipoteichoic and teichoic
acids of Gram-positive bacteria, lipopolysaccharides of Gram-negative bacteria, polysaccharides,
etc) (Dippold et al., 2014; Gunina and Kuzyakov, 2015; Lengeler et al., 1999). In contrast, the
lowest incorporation of '*C-LMWOS found in the cytosol was from carboxylic acids, with the
lowest of that group being formic acid (Fig. 8-4, Supplementary material; Fig. 8-6). Reported ratios
of mineralized-C to immobilized-C for carboxylic acids is 3:2 (Jones and Edwards, 1998). A wider
range of mineralized-to-immobilized C was reported for formic acid - 19:1 (Herlihy et al., 1987)
and our results (Fig. 8-4, Supplementary material; Fig. 8-6) are in accordance with these findings.
Such high mineralization can be explained by the fact that formic acid is a toxic substance (Herlihy
et al., 1987), and thus, even if it is taken up by microorganisms it is mainly decomposed to CO;
within the cells. The proportion of C incorporated into the cytosol decreased with the substance C
oxidation state (Fig. 8-4, top panel), suggesting that more oxidized compounds are mainly used for

respiration, whereas reduced compounds are utilized for cell biomass construction. Thus, despite
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the initial LMWOS mineralization dynamics being independent of substance properties, the final
partitioning of the LMWOS-C between mineralized and immobilized pools is dependent on their
physiochemical properties.

Anabolism/catabolism ratio (Fig. 8-5) declined as C oxidation state increased, suggesting
that losses for respiration prevail during the assimilation of C from oxidized substances or
functional groups (e.g. -COOH). This is directly connected with energy production, which
microorganisms can obtain during utilization of LMWOS - with C oxidation state increases, energy
content of the LMWOS decreases. Thus, it shows that substrates with high oxidation state are used
primarily for energy, whereas substrates with low C oxidation state are primarily used for cell

construction and maintenance.

5. Conclusions

Typically, the turnover of individual LMWOS in soil is estimated by measuring the rate of
CO; appearance after substrate addition to soil (i.e. substrate-induced respiration). However, this
approach fails to realistically capture the dynamics of LMWOS in soil. In this study, the uptake of
three common classes of LMWOS (sugars, carboxylic and amino acids) from soil solution and their
subsequent mineralization by the soil microbial community was studied over a 24 h period. While
previous studies have mainly focused on the effect of substance class or concentrations, in the
present study the main focus was on the physico-chemical properties of substances, including
substance C oxidation state, number of -COOH groups and C atoms. We combined the use of
substrates at natural abundance with repeated measurements over short time scales. This allowed us
to estimate actual rates of LMWOS loss from solution rather than the processing of C once it had
already been incorporated into cell metabolites.

The half-life of the LMWOS in soil solution ranged from 0.5 to 3.8 min, with the shortest
for carboxylic acids and the longest for sugars. Thus, the extremely fast microbial uptake of all
LMWOS classes from solution suggests that this is not a rate-limiting step in the utilization of
LMWOS by the microbial community. The 7, of the LMWOS in solution decreased with C
oxidation state. In contrast, the 7, of LMWOS in soil solution increased with the number of C
atoms showing that larger molecules persist longer, possibly due to their slower rate of diffusion in
soil. Our data suggests that the uptake of common LMWOS from soil solution by microorganisms

may be possible to predict from the physio-chemical properties of the substance.
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The LMWOS-C T, 15 values ranged between 30 and 80 min and was lowest for amino
acids and highest for carboxylic acids. Large differences between LMWOS T, values in solution
and in soil shows that microbial uptake and subsequent mineralization of LMWOS are temporarily
decoupled. The Tt of LMWOS-C in soil was not dependent on the properties of the substance,
from which we infer that intercellular metabolism is the main factor determining initial
mineralization of C derived from LMWOS.

The total proportion of C mineralized from each LMWOS increased with the substance’s C
oxidation state, suggesting that oxidized compounds are mineralized to a greater degree than more
reduced compounds. To support this observation, the LMWOS-C T, 4w decreased with C oxidation
state increase. The portion of LMWOS-C incorporated into the cytosol and remaining in SOC
decreased with each substance’s C oxidation state. Thus, substance properties directly affected the
final partitioning of LMWOS-C between mineralized and microbially utilized pools. The
anabolism/catabolism ratio decreased with compound C oxidation state, showing that more oxidized
substances are mainly mineralized, whereas less oxidized LMWOS are primarily used by

microorganisms for cell construction and maintenance.
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Chapter 9
9.1 General discussion

Thus, this PhD work has investigated various processes occurring in forest soils, including the
effect of abiotic factors (MAT and MAP) on the structure of microbial communities (Chapter 3), the
effect of afforestation by different tree species on the formation of microbial community structure
(Chapter 4), and the function of microorganisms after afforestation (chapter 5 and 6). In addition,
knowledge gaps were addressed regarding the utilization of LMWOS by microorganisms and the
effect of their intrinsic physicochemical properties on this process (Chapter 8). Finally, a literature
review on the fate of sugars in soil was conducted (Chapter 7).

Below, the main results and conclusions from all chapters, as well as future possible development
of the investigated topics, will be presented.

The structure of microbial communities governs the allocation of C in soil and affects
ecosystem C cycling (Schimel and Schaeffer, 2012). In turn, chemical soil properties, plant
community type, and climatic variables contribute to the development of soil microbial community
structure. Due to the strong interactions between climatic variables, plant communities and edaphic
properties, it is difficult to reveal the main factors controlling soil microbial community structure.

In chapter 3, findings were presented regarding the effect of climatic variables on the formation of
soil microbial communities in natural forests developed on similar parent material and along an
elevation gradient of Mt. Kilimanjaro (from 770 until 4200 m). The study of soil microbial
community structure revealed a bell-shaped curve of total biomarker (PLFA) content with
elevation, with a maximum at 2100 m. A literature review showed that MAP and MAT also affect
the PLFA content of other mountain ecosystems around the world. Overall, it appears that total
PLFA content peaks at mid-elevations (~ 2000 m) across a broad range of ecosystems around the
world. Soil microbial communities at the highest elevation ecosystems (above 3000 m) were
distinctly different from those at lower elevations. Gram-negative bacteria dominated the microbial
community in Mt. Kilimanjaro soils, accounting for 25-40% of total PLFA, and, thus, regulating the
major trend in PLFA distribution. With increasing elevation, gram-positive bacteria were replaced
by fungi as a reaction to the harsh environmental conditions in the alpine zone above 4000 m,
characterized by low MAT and soil C and N contents. These variations were indirectly dependent
on climatic factors, and mainly explained by changes in vegetation composition and soil

parameters. It is concluded that the optimal conditions for microbial biomass in mountain soils are
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common at elevations between 1700 and 2700 m, mainly because of the presence of an optimal
combination of climatic conditions for vegetation and soil development.

The structure and function of soil microbial communities in mature forests are governed by
both vegetation type and edaphic properties such as SOM, pH, N content, and other nutrient
concentrations, which are unique for each forest. In contrast, the main factor effecting microbial
community structure in young forests seems to be the plant community type, due to significant
shifts in soil properties within a couple of decades after forest establishment. Thus, young forest
soils present a unique opportunity to study the direct effect of biotic factors on the formation of
microbial communities. In chapter 4, findings were presented regarding the effects of tree identity
and forest community composition on soil chemistry and the structure of microbial communities 10
years after forest establishment. The study was done for mono-, bi- and tri-species forests,
comprised of trees with contrasting functional traits, namely primary (birch and alder) and late
successional (beech and oak) species, and N-fixing (alder) and non-N-fixing (beech, oak and birch)
species. Besides, these forest species have different density of fine roots, which is the highest for
beech and the lowest for oak and alder (Supplementary materials). As a control, adjusted arable soil
was also analysed. It was shown that total PLFA content increased by more than 100% in forest
soils compared to the arable control, whereas changes in soil chemical properties (C and N contents,
dissolved N forms) were altered to a lesser degree. Total PLFA content for monoculture forests
(except beech) were higher than for the mixtures, indicating that species identity has a stronger
effect than number of species on the content of microbial biomarkers and no additive effects of
increasing species number were observed (Gunina et al., 2017a). Compared to bacterial biomarkers,
the content of fungal biomarkers was changed by afforestation to a much greater extent. The
increase of particular biomarkers for all forests compared to arable soil was independent of tree
species amount, reflecting an absence of additive effects of forest mixtures on the content of
specific microbial biomarkers. It was shown that microbial community composition in two-species
forests was different from one- and three-species forests due to a higher abundance of
actinomycetes and G+ bacterial biomarkers (Gunina et al., 2017a). In contrast, microbial
community composition for single species forests was similar to the three-species mixtures, and was
only slightly different due to a higher abundance of G- bacterial biomarkers. Thus, development of
forest monocultures, even formed by species with different functional traits, promotes formation of

similar microbial communities. In contrast, the simultaneous presence of early primary and late
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successional species stimulates the development of different community compositions; however,
this effect is dampened in mixtures of two early primary and late successional species.

The information about changes to microbial community structure after afforestation does not
provide a full picture about the shifts in rates of soil processes or nutrients dynamics. To reveal the
changes in the cycling of C, N and P after afforestation, activities of extracellular enzymes were
measured (chapter 5) for the same sites as were used in the previous study (chapter 4). It was
revealed that potential activities of C cycling enzymes (BG) decreased in response to afforestation,
whilst the enzyme affinity remained unchanged. Decrease of soil pH was a strongly correlated with
decrease of BG activity, but additional factors such as a presence of tannins in the litter can
suppress BG activity. In contrast, the increase of xylanase (Xyl) activity (especially in case of two
species mixtures with birch) or its constant values compared to agricultural control plot were
connected with high substrate inputs with the forest litter and fine roots (Supplementary materials)
rich in hemicellulose. Activities of leucine aminopeptidase (LAP) decreased by afforestation for 1.5
- 6 times, whereas LAP affinity increased, showing the shift in microbial community to K-strategies
with more efficient enzyme systems. Simultaneous development of oak or beech in two species
mixtures with birch increased N-Acetyl-p-d-glucosaminidase (NAG) activity compared to other
species, showing high N limitation in these soils and intensive decomposition of microbial
polymers, such as chitine. In contrast, the presence of alder did not affect much LAP or NAG
activities in two or three species mixtures, showing that N-fixing trees supply microorganisms with
sufficient available N, even when growing in mixtures. High acid phosphatase activity was found
under monocultural alder and birch forests, as well as under two species mixtures with birch,
reflecting the same trend as for N-acquisition enzymes. This shows the link between enzymes
responsible for N and P-cycling in young forest soils. Thus, microbial enzyme systems react
differently to afforestation with species having contrast functional traits, even for enzymes
responsible for one nutrient. The maximal activities between the forests were found for the sites,
where birch developed simultaneously with late successional species, showing synergistic effects on
soil microorganisms.

In addition to the changes in extracellular enzyme activities after afforestation, I studied the
impact of afforestation with mono-, bi- and tri-species mixtures of alder, birch or beech on N
cycling (chapter 6). There were no differences revealed in N functional gene abundance for the
investigated plots. In contrast, differences in N cycling rates were found for the pure alder forests:

namely, high gross and net nitrification rates were observed compared with the mixtures containing
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birch or beech. In addition, lower ammonification rates were found in the pure beech forest
compared to pure birch. Thus, it is recommended that N functional gene abundance, transcript level
and rates of N processes should all be taken into account when estimating the effect of afforestation
with pure and mixed species cultures on N cycling in soils.

The direct product of polymer decomposition is monomers (LMWOS), which actually serve
as a main C and N source for microorganisms and can be utilized directly. Although LMWOS have
been intensively investigated in the last 20 years, a proper review of the current state of knowledge
regarding sugars in soil, including their content, composition and fate, was lacking. In addition,
there was a knowledge gap regarding the effect of substance physicochemical properties on their
fate in soil. To address the first issue, a review on the content, composition and fate of
carbohydrates in soil was performed and is presented in chapter 7. This review compiled and
analyzed two databases. The first databases was focused on the content of total, non-cellulose, hot-
water and cold-water extractable sugars in soils, as well as on the origin of sugars in forest,
grassland and cropland soils. The second databases was dedicated to summarizing findings
regarding °C and '*C labelled sugars (mainly glucose) utilization by microorganisms with trace
BC/MC in three pools: mineralized (CO,), incorporated into living microbial biomass (MB) and
stabilized within the dead microbial residues. In addition, primary (plants derived) and secondary
(recycled) sources of glucose C in soil were estimated and their mean residence times (MRT) were
calculated.

It was revealed that glucose dominated the cellulose and non-cellulose sugars in soil due to
its diverse origins, including plant and microbial residues and root and microbial excretions. For
non-cellulose sugars, the ratio of hexoses to pentoses (applied to estimate the origin of sugars)
revealed the highest values for forest soil (1.5), whereas for grassland and cropland it was 0.7 and
1.0, respectively (Gunina and Kuzyakov, 2015). The high ratio for forest soils was due to the
presence of high amounts of hexoses in forest litter, especially in conifers, rather than high input of
microbial residues. Thus, applying the hexose to pentose ratio to identify sugar origin requires
analysis of the chemical composition of plant litter (Gunina and Kuzyakov, 2015).

Based on the amount of cellulose-derived glucose in soil and the assessed input of cellulose
from plant biomass (using deciduous forest as an example), the MRT of cellulose was calculated to
be 1.4 y'. Slow decomposition of plant polysaccharides continuously delivers sugars for
microorganisms to maintain their metabolism and functions. The maximum initial decomposition

rate of glucose, taken up from soil solution, was 1.1 % min™, whereas the MRT of glucose in MB
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was 34 min™. Such rapid decomposition of glucose together with fast uptake from soil solution
must be compensated by high sugar input. Based on the sugar content in dissolved organic matter
and initial glucose C decomposition rate, the possible input of sugar C into soil solution was
calculated to be 5 Mg ha” (using deciduous forest as an example ). The assessed input of total
glucose C from plants (for deciduous forest) was 1 Mg ha™. Thus, only 1/5 of all available sugars in
soil solution are from plant biomass and 4/5 are derived from recycling processes (Gunina and
Kuzyakov, 2015).

Despite the high microbial demand for sugars, C from sugars is not mineralized to CO;
completely; part of it undergoes intensive internal recycling. The calculated MRT of sugar C in
living MB was 230 d. This comparatively long MRT of C in MB can be attributed to 1) the intensive
recycling of glucose C within the MB pool and ii) its incorporation into cell polymers.

Based on the dynamics of labeled glucose C in SOM and in MB, the portion of sugar C in
microbial residues was estimated. The distribution of sugar C in microbial residues showed a nearly
constant value (18% of applied tracer) during a 300 d period. This reflects the use of sugar C to
produce polymer cell compounds that can be stabilized within the SOM. Thus, the contribution of
sugar C to the total soil sugar C pool is higher than the traditionally estimated 10+5% and its
importance for SOM formation is much higher than the actual amount of sugar C in the soil.

As was shown in chapter 7, the turnover of individual LMWOS in soil can be estimated by
measuring the rate of CO; evolution after substrate addition to soil. However, this approach fails to
realistically capture the dynamics of LMWOS in soil. In chapter 8, the uptake of three common
classes of LMWOS (sugars, carboxylic and amino acids) from the soil solution and their subsequent
mineralization by the soil microbial community were studied over a 24 h period. Rather than focus
on substrate concentrations, the present study investigated the physicochemical properties of
substances, including substance C oxidation state, number of -COOH groups and C atoms. The
combined of use of '“C-labelled substrates at natural concentrations with repeated measurements
over short timescales allowed estimation of actual rates of LMWOS loss from the soil solution, as
well as mineralization rates of the initially applied C.

The half-life of the LMWOS in soil solution ranged from 0.5 to 3.8 min, with the shortest
time observed for carboxylic acids and the longest for sugars (Gunina et al., 2017b). This suggests
that microbial uptake of all classes of LMWOS from the solution is not a rate-limiting step in their
utilization. The half-life (71,) of the LMWOS in solution decreased with C oxidation state. In

contrast, the 7, of LMWOS in soil solution increased with the number of C atoms, showing that
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larger molecules persist longer, possibly due to their slower rates of diffusion in soil. Thus, it may
be possible to predict the uptake of common LMWOS by microorganisms from the soil solution
based on the physicochemical properties of the substance .

The LMWOS-C half-life in the rapidly mineralizable pool (7i.1.s), calculated by a double
exponential model fitted to the portion of applied '*C-LMWOS in the SOC pool over time, ranged
between 30 and 80 min and was the lowest for amino acids and highest for carboxylic acids. Large
differences between LMWOS T, in solution and in soil shows that microbial uptake and subsequent
mineralization of LMWOS are temporally decoupled. The 7',y of LMWOS-C in soil was not
dependent on the properties of the substance, which implies that intercellular metabolism is the
main factor determining initial mineralization of LMWOS-C.

The total portion of C mineralized from each class of LMWOS increased with the
substance’s C oxidation state, suggesting that oxidized compounds are mineralized to a greater
degree than more reduced compounds. To support this observation, the LMWOS-C half-life in the
slowly mineralizable pool (7,s0w) decreased as C oxidation state increased, while the portion of
LMWOS-C incorporated into the cytosol and remaining in SOC decreased with each substance’s C
oxidation state. Thus, substance properties directly affected the final partitioning of LMWOS-C

between mineralized and microbially-utilized pools.

9.2 Conclusions
In the present work, the structure and function of soil microbial communities in forest ecosystems

were studied. The work clearly shows that microbial community structure and activity are regulated
by a number of factors, namely: i) climatic conditions (abiotic factors), ii) composition of the plant
community (biotic factors), iii) properties of organic compounds entering the soil. It was shown that
abiotic factors (MAT and MAP) affect soil microbial community structure indirectly, mainly via
modification of environmental conditions for microbial development (e.g. soil pH and C and N
content) and plant community productivity. Thus, further research considered only biotic factors.
The effect of biotic factors (forest composition) revealed that development of forest monocultures,
even when composed of species with different functional traits (e.g. early primary vs late
successional species and N-fixing vs non-N-fixing), promotes formation of similar soil microbial
communities. In contrast, the simultaneous presence of early primary and late successional species
stimulates the development of different community compositions; however, this effect is declined in
mixtures of two early primary and late successional species. Thus, species identity is more

important that species diversity for the formation of soil microbial community structure in forests.
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The information about microbial community structure under various forests does not,
however, provide insights into the function of microorganisms and regulation of elements cycling.
Thus, to answer this question, the capacity of microorganisms to decompose organic polymers -
from litter and soil organic matter composition (SOM), was evaluated by estimating activity of
extracellular enzymes responsible for C, N and P cycling. It was found that enzyme systems of
microorganisms react differently to afforestation with species having contrasting functional traits,
even for enzymes responsible for one nutrient cycle. The maximum levels of enzyme activity for N-
Acetyl-B-d-glucosaminidase, xylanase and acid phosphatase were found for the sites where birch
developed simultaneously with late successional species, showing synergistic effects. In contrast to
that, forest diversity did not have an effect on activity of extracellular enzymes, showing that this
parameter is also related more to species identity.

To take a closer look at the cycling of N in soils formed under various tree species (i.e. N-
fixing species grown in monoculture or in mixtures with non-N-fixing species), the N functional
gene abundance and N cycling rates were estimated. It was concluded that both parameters should
be measured to made accurate conclusions about shifts in N processes after afforestation.

The activity of extracellular enzymes shows only the ability of microorganisms to
breakdown organic polymers in plant litter compositio or in SOM; however, to make conclusion
about utilization of organic compounds within microbial cells, a closer look at the decomposition of
organic monomers (LMWOS, namely sugars, carboxylic acid and amino acid, which are the main
components of the soil solution) is needed. Simple decomposition of LMWOS in soil under various
vegetation types was intensively investigated before, and review studies have even been conducted
on the fate of carboxylic (Jones, 1998) and amino acids (Jones et al., 2005) in soils. However, no
detailed analysis of the composition, content and fate of sugars in soils existed previously, so the
present study closed this knowledge gap. The important outcome of this review was that 1/5 of
sugars in the soil solution are derived from primary source (i.e. plant residues), whereas 4/5 are
from recycling processes. This fact can partly explain the decrease of B-glucosidase activity with
afforestation, observed in present study.

Further work was related to the ability of microorganisms to utilize various LMWOS classes
in the soil solution. It is known that plant community composition affects the fate of organic
monomers; however, intrinsic properties of LMWOS can also contribute significantly to utilization
patterns. In the present research, it was shown that it may be possible to predict the uptake of

common LMWOS by microorganisms from the soil solution based on the physiochemical
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properties of the substance, including C oxidation state and number of C atoms. In contrast, it was
found that rates of LMWOS-C cycling within the microbial cells cannot be predicted based on these
parameters; rather, intracellular metabolic cycles determine LMWOS-C fate in the ana- and
catabolism processes. However, substance properties directly affect the final partitioning of
LMWOS-C between mineralized and microbially-utilized pools.

Thus, biotic factors should be taken into account first when studying microbial community
composition in forest soils, with the focus on trees species identity. In contrast to that, climatic
factors effect indirectly to microbial community structure in forests, mainly via modificaion of soil
properties. For the estimation of microorganism function in forest soils, molecular methods as well
as direct measurements of processes rates should be performed. In addition to substance class,
substance intrinsic properties can affect the fate of LMWOS in the soil, which can be used to
predict the microbial utilization pattern of these substances in the forest as well as in other soils.

Present results can be used during afforestation and forest soil management, namely: i) for
afforestation, species identity should be taken into account first, and not forest diversity, ii) for
improvement of nutrient dynamics (N and P), mixtures of early primary successional species (birch
or alder) should be planted with late successional species (oak or beech) in two species mixtures.
For estimation of nutrient cycling in the young forests, the measurement of processes rates is more
preferential, compared to molecular methods (gene abundance). Fot the estimation of
microorganisms functioning, not only the subtance class, which microorganisms utilize for C and

energy, should be taken into account, but also properties of the substances.

9.3 Future research
It was shown in chapter 3 that abiotic factors (i.e. MAP and MAT) can affect the structure of

soil microbial communities. Future work should be related to a more detailed investigation of
changes to soil microbial community structure with elevation, namely with the application of
precise molecular techniques such as metagenomics. This will help to reveal the shift in particular
groups of microorganisms with elevation.

Although a predominant effect of tree species identity vs diversity on the structure of
microbial communities in young forest soils was revealed (chapter 4), more research is needed in
this direction. Further studies should be focused on the several aspects, namely, 1) soil microbial
community structure in mature forests with various species (monoculture as well as mixed-species

forests) should be compared and ii) the effect of the understory can be studied in managed forest
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experiments. Previous studies have shown that the proportion of a particular tree species (e.g.
beech) in a mixed forests can have significant effects on the structure of soil microbial communities
(Scheibe et al., 2015). Therefore, this impact needs to be proven for other tree species.

The functioning of microorganisms is the leading parameter regulating nutrients cycling in
ecosystems. As was shown above, the activity of extracellular enzymes is very sensitive to land use
change (chapter 5), and, thus, can be used to estimate the shifts in nutrient cycles after afforestation.
The possible development of this topic is connected with the estimation of extracellular enzymatic
activity in chronosequence forests, to reveal how kinetic parameters of enzyme function (K, and
Viax) change with the forest development. In addition, such studies can be done with various forest
types, to reveal how the quality of litter inputs can affect C, N and P cycling.

In the present work, the fate of LMWOS was studied with the main focus on their short-term
decomposition and utilization by microorganisms (chapter 8). It is known that LMWOS-C is
incorporated into cell metabolites during its utilization within the microbial biomass. Since the MB
pool is highly dynamic in soil and has a rapid turnover time, microbial residues can account for
more than 60% of SOM. If LMWOS are the main C and energy source for microorganisms and the
final product of polymers decomposition, their contribution to SOM stabilization is actually
underestimated. Thus, future research should be directed towards quantifying the portion of
LMWOS-C which can be stabilized in SOM as microbial residues.

Previous research was mainly focused on the estimation of LMWOS mineralization or
incorporation of LMWOS-C into microbial biomass. The main parameters considered were the type
of substance or its concentration. In this study, I have shown that other LMWOS parameters, such
as C oxidation state, can affect the fate of LMWOS in the soil. Future research directions are related
to more precise study of how properties of LMWOS impact other important parameter of
substances utilization, such as energy release from both cata- and anabolism. Since various
LMWOS are incorporated into diverse metabolic cycles within microorganisms, differences in
energy production from the utilization of various LMWOS classes can be expected. Properties of

the substances within the substance classes likely also have an effect on the fate of LMWOS.
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Supplementary figure 3-1. Changes of microbial biomarkers content calculated based on PLFAs
analysis (in nmol g' soil) with mean annual precipitation (MAP) (top) and mean annual
temperature (MAT) (bottom) for the 3500 m elevation gradient for the Mt Kilimanjaro.
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Supplementary figure 3-2. Changes of microbial biomarkers portions calculated based on PLFAs
analysis (in mol %) with mean annual temperature (MAT) and mean annual precipitation (MAP) for
the 3500 m elevation gradient for the Mt Kilimanjaro. G+ is for gram-positive PLFAs, G- is Ac is
gram-negative PLFAs, Ac is for actinomycetes, AMF is for Arbuscular mycorrhizal fungi, F is for

fungi.
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Supplementary figure 3-3. Changes of microbial biomarkers portions calculated based on PLFAs
analysis (in mol %) with soil C (top) and N (bottom) contents for the 3500 m elevation gradient for
the Mt Kilimanjaro. G+ is for gram-positive PLFAs, G- is Ac is gram-negative PLFAs, Ac is for
actinomycetes, AMF is for Arbuscular mycorrhizal fungi, F is for fungi.
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Supplementary figure 3-4. Changes of microbial biomarkers portions calculated based on PLFAs
analysis (in mol %) with soil pH values for the 3500 m elevation gradient for the Mt. Kilimanjaro.

166



Appendix

3 T T T T T T T T 1
0 500 1000 1500 2000 2500 3000 3500 4000 4500

Elevation (m)

Supplementary figure 3-5. Changes of soil pH values within 3500 m elevation gradient on the Mt.
Kilimanjaro.
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Supplementary figure 3-6. Changes of microbial biomarkers content with soil C and N contents for

the 3500 m elevation gradient for the Mt Kilimanjaro.
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Supplementary table 4-1. Relative abundance of PLFAs in soils under the different forest treatments and the agricultural control plots

(mol% of total PLFA) and total PLFAs content (nmol g soil). Data present mean %st.error, n =4. Forest treatments: Al (alder), Bi (birch),
Be (beech), Oa (oak), ABe (alder+beech), AOa (alder+oak), BiBe (birch+beech), BiOa (birch+oak), ABiBe (alder+birch+beech), ABiOa

(alder+birch+oak). n.a. - data not available due to content was lower than detection limit of measurement.

PLFAs Primary forests Secondary forests Two species mixtures Three species mixtures Agricultural
Alder+Birch Alder+Birch+
Oak Beech Birch Alder Birch+Oak Birch+Beech  Alder+Oak Alder+Beech +Oak Beech Agro

i14:0 0.89+0.13 1.041£0.12  2.1540.15 1.611£0.21 1.6210.10 1.1940.09 1.5040.06 1.6040.35 1.2240.12 1.3410.16 3.17+0.07
a14:0 n.a n.a 0.49+0.00 n.a n.a n.a n.a n.a n.a n.a n.a

14:0 0.43+0.08 0.1940.03 1.56+£0.06  0.55+0.12  2.25+0.04 0.41+0.13 2.4940.05 2.42+0.06 0.61+0.07  0.40+0.11 2.07+0.11
i15:0 10.98+0.73 10.66+0.48 8.82+0.29 10.62+0.08 8.92+0.11 9.3610.51 9.61+0.41 9.62+0.51 9.7410.35  9.40+0.35 8.221+0.21
a15:0 6.46+0.30 7.1240.26  8.24+0.26  7.88+0.43 8.1410.12 7.62+0.31 7.58+0.35 8.08+0.48 8.3410.64  7.44+0.42 7.85+0.16
15:0 n.a n.a 0.4110.02 n.a 1.46+0.04 0.24+0.00 1.47+0.01 1.42+0.04 n.a n.a 0.60+0.06
i16:0 2.21+0.11 2.04+0.17  2.56+0.08  2.22+0.14 3.69+0.13 2.37+0.24 3.81+0.14 3.64+0.03 2.20+0.19  2.19+0.14 3.0410.05
16:1w7c 7.45+0.33 7.2310.08  6.82+0.12 7.43+0.18 7.1740.2 6.87+0.27 7.0410.22 7.5310.25 6.92+0.23  6.87+0.05 9.17+0.16
16:1w5c 4.60+0.41 4.18+0.36  4.7+0.09 4.42+0.18 5.104£0.23 3.95+0.26 4.69+0.3 4.55+0.23 3.8840.33  4.19+0.31 5.1240.18
16:0 19.27+0.54 18.91+0.75 15.58+0.38 18.15+0.35 15.98+0.36 18.01+0.23 16.34+0.18 16.07+0.19 17.07+0.3 16.78+0.44 16.74+0.1
10Me16:0 1.55+0.11 1.74+0.13 1.72+0.16 1.61+0.17 3.07+0.09 1.48+0.23 3.30+0.18 3.6240.05 1.72+0.12 1.67+0.12 2.111+0.11
i17:0 2.62+0.18 2.47+0.09 245+0.03 2.47+0.02 1.45+0.07 2.36+0.08 2.05+0.12 1.87+0.27 2.68+0.06  2.51+0.12 2.67+0.09
al17:0 0.5+0.05 0.41+0.03  0.49+0.06  0.55+0.04 n.a 0.55+0.1 n.a n.a 0.641+0.05  0.65+0.06 0.60+0.06
cyl17:0 3.60+0.14  4.21+0.23  3.59+0.14  2.91+0.09 0.56+0.32 2.84+0.39 2.1340.31 1.37+1.1 2.64+0.17  2.85+0.18 4.01+0.17
17:0 0.02+0.00 n.a 0.34+0.03 n.a n.a 0.1240.1 n.a n.a n.a 0.09+ n.a 0.57+0.03
18:2w6,9 3.1240.39 2.94+0.21 3.69+0.2 2.52+0.35  4.0610.21 4.34+0.69 3.3940.08 3.831£0.00 3.2240.51 3.81+0.56 1.84+0.08
18:1w9c 7.04+0.18 6.86+0.11 6.8310.15  7.05+0.18 7.03+0.27 8.23+0.9 6.98+0.07 7.1840.12 7.2040.2 7.56+0.17 6.1940.18
18:1w7c 15.86+0.75 15.70+0.59 15.85+0.18 16.33+0.32 13.96+0.33 16.35+0.6 13.47+0.21 14.52+0.97 16.16+£0.62 17.05+0.19 14.09+0.42
18:0 3.85+0.32 4.12+0.19  3.51+0.09  4.05+0.15  4.1440.03 3.7610.23 4.76+0.34  4.131+0.19 3.67+0.15  3.62+0.1 4.02+0.08
10Me18:0  0.8310.11 0.84+0.09 1.26£0.09  0.90+0.11 2.04+0.14 1.15+0.11 1.96+0.09  2.02+0.04 1.37+0.11 1.18+0.11 1.97+0.07
cy19:0 8.6+0.23 9.2840.42  8.97+0.25  8.72+0.42 9.5040.32 9.60+0.46 9.63+0.19 10.01+0.68 10.05+0.46 10.4+0.54 5.47+0.23
20:4wbc n.a n.a n.a n.a n.a 0.43+0.00 n.a n.a n.a n.a n.a
20:1w9c 0.1040.03 0.0940.03  0.33+0.01 0.02+0.01 n.a 0.06+0.03 n.a n.a 0.0540.02 0.06+0.02 0.47+0.02
20:0 0.10+0.00 n.a n.a n.a n.a n.a n.a n.a 0.04+0.00 n.a n.a
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Supplementary table 4-2. Chemical properties of soils under the different forest treatments and the agricultural control plot. Data present

mean =+ st. error, n = 4. Letters present significant differences (P < 0.05) level between the treatments for each parameter separately.

Significant differences were obtained by Fischer post hoc test.

Plant type Abbreviation  pH C(gkg'soil) N(gkg'soil) C(tha’) N (tha™) CIN NO, (mg kg™ soil) NH, (mg kg™ soil)
Agricultural Agr 6.49 (0.06)"  28.9+0.7% 3.0 (0.1)™° 34.7+0.9°  3.6+0.1° 9.65 (0.30)° 2.84 (0.10)™® 0.013 (0.006)°
Oak Oak 5.26 (0.18)*  27.3+0.7% 2.9(0.03)*  25.1+0.7°  2.6+0.03° 9.86 (0.32)™ 3.09 (0.42) 0.025 (0.009)°
Beech Be 5.23 (0.06)®  24.8+1.3° 2.5(0.2)° 26.7+1.4*°  2.7+0.2°¢  9.52(0.12)" 1.51 (0.25)° 0.013 (0.004)°
Birch Bi 5.36 (0.03)*  33.8+2.1% 3.2 (0.3)™° 30.4+1.9%°  2.9+0.2°¢  10.58 (0.31)° 1.50 (0.07)° 0.012 (0.003)*®
Alder Al 5.29 (0.05)  29.97+0.9°°°" 3.1 (0.1)*° 31.2¢0.9%°  3.2+0.1%°  9.620.10)°®  2.47 (0.08)*° 0.020 (0.001)°
Birch+Oak Bi+Oak 5.47 (0.08)°  29.9+2.0°“ 3.0 (0.2)*° 26.9+1.8%°  2.7+0.2°®  10.01 (0.04)* 1.43(0.31)° 0.009 (0.002)°
Birch+Beech Bi+Be 5.38 (0.07)*  34.7+1.8% 3.2 (0.2 33.9+1.7°  3.2+0.2® 10.50 (0.06)®®  1.43(0.17)° 0.009 (0.002)°
Alder+Oak Al+Oak 5.05(0.05)°  35.0+2.0° 3.5 (0.04) 25.9+1.5°  2.6+0.02° 10.11 (0.36)®  3.56 (0.52)° 0.028 (0.001)?
Alder+Beech Al+Be 5.35(0.18)  31.5+2.0°°  3.1(0.2)*° 30.3+1.9°°  2.9+0.2°¢  10.30 (0.27)*®  2.57 (0.23)*° 0.008 (0.001)°
Alder+Birch+Oak  Al+Bi+Oak 5.33 (0.04)  31.0+0.7*° 3.0 (0.1)™° 28.6+0.6"  2.8+0.1™ 10.23 (0.25)%°  1.83 (0.22)*° 0.01 (0.001)°
Alder+Birch+Beech  Al+Bi+Be 5.40 (0.08)°  28.56+1.45* 3.1 (0.2)* 28.241.5°  3.0+0.2%° 9.56 (0.20)° 2.53 (0.06)™ 0.01 (0.003)°
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Supplementary figure 6-1. Ratios of fungi:bacteria and ammonia-oxidizing archaea to bacteria
(AOA/AOB) gene copies compared across the 7 forest treatments. Values represent means + SE (n
= 4). Al - alder, Bi - birch, Be - beech, AIBi - alder+birch, AlBe - alder+beech, AlBiBe -
alder+birch+beech.
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Supplementary Table 6-1. Soil properties among the 7 forest treatments (means = SD, n = 4).
Letters reflect significant differences between forest types, p<0.05. Al - alder, Bi - birch, Be -
beech, AlBi - alder+birch, AlBe - alder+beech, AlBiBe - alder+birch+beech.

Total C Total N pH NH," NOy

(g kg" soil) (g kg soil) (ngg'soi)  (ngg’ soil)
Alder 29.97 (0.89)™  3.11 (0.08)"  5.29(0.05)" 2.49(0.57)  19.06 (1.66)™
Birch 33.75(2.05"  3.21(0.26)"  5.36(0.03)* 4.01(0.60)  16.19 (1.13)®
Beech 2478 (1.33)>  2.53(0.18)°  5.23(0.06)* 5.73(3.36)  14.83 (1.25)®
Alder + Birch 32.90 (1.95)  3.13(0.12)"  4.65(0.10)° 4.10(0.61)  15.94 (4.67)°
Alder + Beech 31.54 (1.98)"  3.06(0.15)® 5.35(0.18)" 3.05(0.49)  21.37 (2.21)"
Birch + Beech 34.65 (177 3.23(0.20)  5.38(0.07)* 2.91(0.40)  13.87 (1.86)°
Alder + Birch + Beech 30.02 (1.79)*  3.07 (0.15)"  5.40(0.08)* 3.39(0.34) 1539 (1.28)"
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Supplementary figure 7-1. Non-cellulose sugar C content depending on: SOM (top), soil texture
(bottom left), plant functional types (bottom right). Left and right bottom graphs are created with
the same data, but left graph accounts only soil textures and right graph accounts only plant

functional types.
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Supplementary materials to Chapter 8

Table 8-1

Supplementary tables

Supplementary table 8-1. Physicochemical properties of the studied LMWOS.

Substance C oxidation Number of  Number of
state C atoms -COOH groups

Glucose 0 6 0

Fructose 0 6 0

Formic acid +2 1 1

Malic acid +1 4 2

Succinic acid +0.5 4 2

Alanine 0 3 1

Glycine +1 2 1
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Figure 8-1.

Supplementary figures
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Supplementary figure 8-1. Relationship between the half-life (min) of different LMWOS in soil
solution and number of -COOH groups.Values represent means = SE (n = 4).
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Figure 8-2.
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Supplementary figure 8-2. Temporal dynamics of '*C-labelled sugar, organic acid and amino acid
disappearance from solution in an autoclaved soil. Values represent means = SE (n = 4). Note, the

different scales of x-axis for the left and right parts of the figure.
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Figure 8-3.
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Supplementary figure 8-3. Relationship between the half-life (min) of different C-labelled
LMWOS in soil solution (DOC) and the first rapid phase of "*CO, evolution (C Ti..fs). Values

represent means + SE (n = 4).
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Figure 8-4.
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Supplementary figure 8-4. Relationship between the half-life of different LMWOS at the first rapid
phase of "*CO, evolution (C T,.f¢) (h) and the C oxidation state (top), number of C atoms in the
LMWOS (middle) and number of COOH groups (bottom). Values represent means + SE (n = 4).
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Figure 8-5.
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Supplementary figure 8-5. Relationship between the half-life of different LMWOS at the second
slow phase of 14C02 evolution (C T,4w) (h) and the C oxidation state (top), number of C atoms in
the LMWOS (middle) and number of COOH groups (bottom). Values represent means + SE (n =

4).
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Figure 8-6.
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Supplementary figure 8-6. Partitioning of added '*C from labelled substances (% of total label
added) between the CO,, cytosol and SOC pools. Columns present cumulative portions of .
Letters reflect significant differences (p<0.05) between the LMWOS and are presented separately

for the C remaining in SOC, incorporated into cytosol and CO,. Values represent means + SE (n =
4).
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Figure 8-7.
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Supplementary figure 8-7. Relationship between '*C remaining in the SOC and CO, pools and
number of C atoms (top panel) and number of -COOH groups (bottom panel) in different LMWOS.

Values represent means + SE (n = 4).
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Types of root systems of four tree species (Silver birch (Betula pendula, Roth), European alder
(Alnus glutinosa L.), European beech (Fagus sylvatica, L.), and English oak (Quercus robur, L.)
studied at the chapter 4.

Silver birch

Type of rooting system for birch is heart-shaped, and usually strongly branched (Mauer and
Palatova, 2003). The majority of roots is located at the depth of 40 cm, and vertical roots are located
till the depth of 80-100 cm (Starikov, 1969; Mayer, 1977). Horizontal roots can be 20-36 m in
length (Mauer and Palatova, 2003). Fine roots occupy the uppermost humus layer and around 70%
of them are located within the first 60 cm of soil.

A) 10m

Supplementary figure Al. Type of root system of the 30-years old birch trees (Betula pendula),
(Kalliokoski, Nygren and Sievédnen, 2008).
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Alder

Alder has a deep, heart-shaped root system, which can be up to 5 m depth due to its adaptation to
wet soil conditions, and most of the roots are located up the 2 m depth (Cermak and Fér, 2007).

The elongation of root system is up 6 m around the stem. Amount of fine roots is lower, compared
to birch (Mauer and Palatova, 2003).

Turf

/ vl
20 cm, I

Supplementary figure A2. Root system of 3-years old alder, (McVean, 1956).
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Oak

The root system of oak trees consists of central and outer parts. The central roots can be found 2-
3 m away from the stem, whereas outer roots can be found several meter away (Lyford, 1980).
Amount of fine roots is lower compared to birch (Mauer and Palatova, 2003).

Length N-S (m)

Length E-W (m)
4 3

Quercus petraea

| Deptn (m)

=T

(5]

Supplementary figure A3. Root system of 50-years-old oak (Quercus petraea (Mattusch.), (Hruska
et al., 1999) (left). Distribution of oak roots (Quercus alba), (http://www.deeproot.com/blog/blog-

entries/how-deep-do-tree-roots-grow) (right).
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Beech

The root system of beech depends on the groundwater level: in case of high water level, the tap root
is not formed and the lateral roots have thin diameter; in case of low water level the massive tap
root is formed and lateral roots are dense. The maximum volume of beech roots (70%) is located at
the depth of 1 m (Kodrik and Kodrik, 2002). Amount of fine roots is higher, compared to birch.

Total distribution of roots Total distribution of roots
(%) diameter > 3 cm (%)

Depth (cm) 75 50 25 25 50 75 Depth (cm)
10 i 258 412 i 10
20 : i i 20
30 H H : 30
40 i 389 277 i 40
50 : : : 50
60 § : E § § : 60
70 249 3 o227 ¢ 70
80 : |80
90 R g 90

100 : ! 100
110 110
120 0.6 120

Supplementary figure A4. Distribution of total roots and roots with >3 cm in diameter for the beech
tree, (Kodrik and Kodrik, 2002).
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Abstract

Objectives Afforestation changes soil chemical proper-
ties over several decades. In contrast. microbial commu-
nity structure can be shifted within the first decade and
s0. the direct effects of tree species can be revealed. The
aim of this study was to determine the alteration of soil
microbial community composition 10 years after affor-
estation by trees with contrasting functional traits.
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Methods The study was conducted at the
BangorDIVERSE temperate forest experiment Soil
samples were collected under single, two and three
species mixtures of alder and birch, beech and ocak -
early and secondary successional species, respectively,
and contiguous agricultural field. Soil was analysed for
total carbon (C) and nitrogen (N) contents, and micro-
bial community structure (phospholipid fatty acids
{PLFAs) analysis).

Results and conclusions The total PLFAs content (370—
640 nmol g"' soil} in forest plots increased for 30 to
110 % compared to the agricultural soil (290 nmol g™’
soil). In contrast, soil C. N and C/N mtios were altered
over 10 years much less - increased only up to 20 % or
even decreased (for beech forest).

Afforestation increased bacterial PLFAs by 20—
120 %. whereas it had stronger impact on the
development of fungal communities (increased by
50-200 %). These effects were proved for all
forests. but were more pronounced under the
monocultures compared to mixtures. This indicates
that species identity has a stronger effect than
species diversity. Principal component analysis of
PLFAs revealed that under mono and three species
mixtures similar microbial communities were
formed. In contrast, gram-positive PLFAs and ac-
tinomycete PLFAs contributed mainly to differen-
tiation of two species mixtures from other forests.
Thus, at the early afforestation stage: i) soil bio-
logical properties are altered more than chemical,
and ii) tree species identity affects more than spe-
cies amount on both processes.
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Sugars are the most abundainl organic compounds in the bosphere Deciuse they are monomeis of all
polysaceharides. We summarize the resulrs of the Last 40 years on the sources, content, composition and
fate of sugars in o1l and discuss thedr main functions. We espedially Tocus on sugar uptake, ulilization
and recycling by microerganisme as this is by far the dominating process of sugar transformarien in soil
compared to sorprion. leaching o plant uptake, Moreover, sugars are the most important carbon [C] and
energy source for soil microorganisms,

Two databases have been created. The sl database focussd on the conitents ol cellulode, nen-cellitloss,
hat-water and cobd-water extractable sugars in soils | 348 data, 32 stuclies], This epabled determining the
primary [plani-defived] and secondary (micrabizily and soil argamic matter (SOM] dedleed ) sources of
carbehydrares i sl based on e galactose — mannoselsrabinese + aylose (GMIAN) ratie. The 2nd
database focused on the fate of sugar Cinsoils { 734 data pairs, 32 studies using "5C or ¢ labeled sugars),
B and " dymamics enabled calculating the: 1) initial rate of sugar minerakization, &) mean residence
time [MRT) of € of the applied sugars, and 3) MRET of sugar Cincerporated imte 32) microbial bomass and
Fh) S0M,

The content ol hexases wad 3—4 tines higher than penteses, becauss hexose: originste from plants
angl micreorganiams. The GM{AN ratio of non-cellulose sugars revealed a lower conbribulion of hexoses
in eropland and grassland {race 0.7—1) compare toe forest (ratie 1.5) soils.

B and e studics showed very high initial rate of glucose mineralization (L1% min~ ") and much
hegher rate of sugars uptake by microorganisms from the seil solution. Considering this race along with
the glucose input frem plants and its content im sodl solution, we estimate that only about 206 of all
sugars in seil ariginate from the primary source — decomposition of plant litter and rhizodeposits, The
remaining 80% originat=: from the secondary source — microorganisms and their residues, The esti-
rmated MRET aff sugar © i macrabial biomass was about 230 days, showing mtense and elficient internal
recyeling watlin mcroorganisms, The assessed MET of sugar Cin SOM was about 360 days, reflecting the
considerate aooumulathen of sugar € fn microblal residues and s comparatively slow extemal recycling.

The very rapid uptake of sugars by microorganisms and itensive recyding dearly demonstrate the
impartance of sugars for microbes in sl We speculate that the most important functeens of sugars in
sl are to maintain and stimulate microbial activities in the rhizosphere and detritusphere leading
mohilization of nutrients by accelerated S0M decomposition — priming efects, We conclude that the
actual contribution ol sugar C (nof anly whole sugar melecules, which are usually determined) ta S0M is
much higher than (e 10 + 5% caommoenly medsured bised on their contant
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Abstract The fate of low molecular weight organic
substances (LMWOSs) in soil is regulated by micro-
bial uptake. However, C oxidation state, the number of
C atoms and —COOH groups in the LMWOS can
affect their microbial utilization. Thus, the aim of this
study was to reveal the effects of substance chemical
properties on initial uptake and wtilization of sogars,
carboxylic and amino acids by microorganisms. Soil
solution, spiked with "*C-labelled glucose, fructose,
malate, succinate, formate, alanine or glycine. was
added to the soil and '*C was traced in the soil
solution, C0,, cytosol, and soil organic carbon (SOC)

Responsible Editor: Edward Brzostck.

Electronic supplementary material The online version of
this article (doi:10.1007/s10533-017-0313-1) contains supple-
mentary material, which is available 1o suthorized wusers.

A. Gunina - A. R. Smith - D. L. Jones

School of Environment, Natural Resources and
Geography, Bangor University, Bangor,
Gwynedd LLST 2UW, UK

A Gunina (B - Y. Kuzyakov

Depanment of Agricoltural Soil Science. Georg-Augnost
University of Gitingen. Buesgenweg 2. 37077 Gilttingen.,
Germany

e-mail: guninaann® gmail.com

Y. Kuzyakov

Depanment of Soil Science of Temperate Ecosystcms,
Georg-August University of Gittingen, 37077 Giktingen,
Germany

over 24 h. The half-life time of all LMWOS in the soil
solution varied between (.6 min (formic acid) and
5.0 min (sugars). indicating its dependence on C
oxidation state of the substances. The half-life time of
“C in the fast mineralized pool in microorganisms,
ranged between 30 (malic acid) and &0 (glycine) min
and was independent on either C oxidation state. the
number of C atoms, or number of —<COOH groups.
This suggests that intercellular metabolic pathways
are more important for LMWOS transformation in soil
than their basic chemical properties. The portion of
mineralized LMWOS increased with their C oxidation
state (20% for sugars vs. 90% for formic acid)
corresponding to the decrease of C incorporated into
the cytosol and SOC pools. Concluding, the physic-
ochemical properties of the common LMWOS allow
predicting their microbial uptake from soil solution
and subsequent paritioning of C within microbial
biomass.

Keywords Carbon use efficiency - CUE -

Decomposition kinetics - Dissolved organie nitrogen -
Organic acids

Introduction
Low molecular weight organic substances (LMWOSs)

in soil originate from a wide range of sources,
including root and microbial exudation. animal
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