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Abstract: Since alluvial meadows of river valleys of the Cnidion dubii are protected by the EU Habi-
tats Directive, reconciling farmers” demands for forage quality with the objective of maintaining them
in good conservation status is an important issue in grassland research. In a long-term experiment
from 2010 to 2018, we investigated the impact of fertilizing on forage quality and species assembly
on a species-rich and twice-mown alluvial grassland in the Dessau Elbe floodplain (Germany). The
experiment was composed of an unfertilized control, PK, N60, N60PK and N120PK applications.
A significant improvement in forage quality was achieved by nitrogen fertilization only for crude
protein, with higher feeding requirements for sheep met only in individual years. The legume cycle
was inhibited by the application of nitrogen and high grass cover was maintained, but not increased,
at the highest nitrogen application after an exceptional summer flood. The target forbs persisted
in numbers over the study period in all treatments. For cover, the low-competitive target forbs
responded neutrally to nitrogen fertilization, whereas detrimental effects were demonstrated for the
competitive ones. Thus, we recommend not applying more than 60 kg year ! of nitrogen and only in
combination with phosphorus and potassium.

Keywords: alluvial grassland; fertilizer levels; feeding value; legume cycle; target forbs

1. Introduction

In Europe, grasslands play an important role as part of agricultural production sys-
tems [1,2]. Grasslands have been acknowledged to simultaneously provide multiple ecosys-
tem functions and services [3-6], such as feed base for livestock [7,8], pollination services [9]
and as an important contribution to biodiversity [10]. Due to the drastic decline of grass-
land area during the last century [11-13], many grassland types have been protected by
the EU Habitats Directive and deterioration must be avoided [14,15]. The grassland habitat
type 6440, alluvial meadows of river valleys of the Cnidion dubii, occurs in central to
southeastern Europe, with a distribution focus in the large German floodplains. Within
Natura 2000 sites, alluvial meadows occur in Germany on an estimated 3732 ha [16]. In
the northern German floodplain regions, a tremendous change in the composition of
plant communities has occurred over the last 50 years, with a consistent trend towards
species-poor communities caused by agricultural intensification, and in particular nutri-
ent input [12]. This situation also applies to Germany’s other floodplain regions [17-19].
Therefore, the national conservation status of alluvial meadows is currently ranked as
unfavorable—bad [20,21]. Nevertheless, particularly in areas not subject to intensive dairy
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farming, species-rich alluvial meadows can still be found in a good conservation status.
In the Dessau Elbe floodplain, a large part of the grassland belongs to habitat type 6440.
Many farms participate in agri-environmental schemes and mow twice a year, which
is in accordance with the habitat type management recommendations for mowing fre-
quency [16]. Due to species composition and mowing time, the grassland biomass is less
suitable for dairy cattle [22] and is mainly used as hay for feeding sheep, robust cattle and
horses. Therefore, the interest in nature conservation is often in conflict with the demand
of regional farmers to fertilize species-rich grasslands in order to improve forage quality.

Currently, there are few long-term studies on the development of forage quality in per-
manent grasslands [23-26]. In many cases, only results from one- to three-year experimental
studies have been published [27-30], or the quantity and quality of forage production of
different meadow types have been evaluated [31,32].

There are also few long-term studies on changes in the species assembly of species-
rich alluvial meadows that have been subjected to different fertilization treatments. Three
studies on alluvial Alopecurus pratensis L. meadows are unique: the Cernikovice experiment
in the center of the Czech Republic [33,34], the Vel’ka Lika experiment in the center of
Slovakia [35] and the Steinach experiment in SE Germany (Bavaria) [36]. These studies
compared the effect of different fertilizer applications only after decades of use, while
annual fluctuations and periodic oscillations were not evaluated. However, consideration
of these aspects is important to improve our understanding of the relationships between
fertilization, forage quality and species assembly.

Starting from a species-rich condition, studies from mountain and alpine regions
showed drastic changes in species assembly and reduced nature conservation value due
to nitrogen fertilization [31,37]. For lowland and mountain meadows, the promotion of
grasses and the decrease of legumes by nitrogen application have been described promi-
nently [30,38,39]. Legumes have a positive effect on forage quality [40-42] and are in a
periodic system in grassland [43,44]. The legume cycle and the effects of fertilization have
hardly been studied so far [44], and to our knowledge, have not been investigated for
grasslands with flooding events. Finally, the change in alluvial meadow target species is
also an important issue. It has been commonly found that nitrogen fertilization led to
decreased plant species richness for the whole range of European grassland types [45].
In addition, target species numbers are expected to decrease [46-52]. There are different
findings on the response of grassland forbs to fertilization [53-55]. Of interest here is the
effect of plant strategy types on target forbs performance, assuming that low-competitive
forbs will benefit if no nitrogen fertilizer is applied due to reduced light competition [56,57].

Based on the results of previous grassland studies on the effect of fertilization, there is a
certain discrepancy between the demand for improving forage quality through fertilization
and the conservation of species assembly in species-rich floodplain grassland. In a large-
scale field experiment, we examined the effects of different fertilization treatments on the
development of forage quality and species assembly of a species-rich alluvial meadow over
eight years. We focused on the following questions: (Q1) Can forage quality be increased
by fertilization to the extent that it is suitable for higher performance phases of sheep?
(Q2) Which fertilization treatments have a negative influence on target species number
development? (Q3) How does the grass and legume cover change with different fertilizer
applications? (Q4) Do low-competitive and competitive target forbs respond similarly
to different fertilizer applications? We discuss our findings in a wider perspective, the
challenge to reconcile farmers’ demands on the forage quality of alluvial grasslands with
the nature conservation goal of maintaining them in good conservation status.

2. Materials and Methods
2.1. Study Area
Our study area is situated on the Elbe floodplain near Dessau in Saxony-Anhalt

(N 51°5’09.35”, E 12°17'57.12", 58 m above sea level). The climate is continental with a
mean annual precipitation of 571 mm and a mean annual temperature of 9.4 °C (long-
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term mean 1981-2010, Deutscher Wetterdienst). The Elbe River is 2.5 km away and used
to flood the area in spring, but during the study period, the study site was not flooded
every year. Dry soil conditions prevail in summer. The soil is an acidic gley, character-
ized by low phosphorus and a medium potassium level. The grassland belongs to the
Natura 2000 habitat type 6440 (alluvial meadows of river valleys of the Cnidion dubii),
protected by the Habitats Directive 92/43/EEC, and to the plant association Sanguisorbo
officinalis-Silaetum silai Klapp 1951, a vegetation type with low fodder value [58]. Before
the experiment started, the permanent and never oversown grassland was in a favorable
conservation status. Species richness was high with a mean number of vascular plants of
30.0 (+ 3.4) and forbs of 23.8 (-2.9) on 25 m?. The study site contains the characteristic
river corridor plants (according to Burkart [59]) Allium angulosum L., Carex praecox Schreb.,
Galium boreale L., Sanguisorba officinalis L., Selinum dubium (Schkuhr) Leute, Silaum silaus
(L.) Schinz & Thell., Thalictrum flavum L., Veronica maritima L. and Viola stagnina Kit. ex
Schult. Other frequently occurring species are Anthoxanthum odoratum L., Daucus carota
L., Euphorbia esula L., Galium album Mill., Lathyrus pratensis L., Leucanthemum ircutianum
Turcz. ex DC., Lychnis flos-cuculi L., Poa angustifolia L., Ranunculus acris L., Rumex acetosa
L., Scorzoneroides autumnalis (L.) Moench and Trifolium pratense L. The dominant grass was
Alopecurus pratensis. The nomenclature of vascular plants follows Jager [60].

The meadow was traditionally mown twice in the growing season for hay making,
and, depending on the growth, additionally grazed by sheep in autumn and not fertilized
for at least 30 years. During the experiment, an exceptional flooding event flooded the
area for six weeks in summer 2013 and destroyed all vegetation. However, the vegetation
recovered within a few weeks and only the less flood-tolerant species Festuca pratensis
Huds. declined sharply.

2.2. Experimental Design and Sampling

In 2010, the experiment was established in four completely randomized blocks with
each block containing five square sample plots (5.0 x 5.0 m) each for one of the five treat-
ments. The meadow was mown twice, with a first cut in early June and a second cut
mid-August. The fertilizer treatments were: (i) unfertilized control (NO), (ii) phosphorus
and potassium as withdrawn (PK), (iii) nitrogen 60 kg ha™! year’l (N60), (iv) nitrogen
60 kg ha~! year~! plus phosphorus and potassium as withdrawn (N60PK) and (v) nitrogen
120 kg ha~! year~! plus phosphorus and potassium as withdrawn (N120PK). The phos-
phorus and potassium content of the biomass was determined together with measurement
of the forage quality parameters. Both nutrients were applied in the amounts that were
removed with the harvest in the previous year, calculated for each treatment. We used
mineral fertilizer applied in commercially available granules, nitrogen as urea in two doses
before and shortly after the first cut, phosphorus in the form of triple superphosphate and
potassium in the form of 60er Kali in one dose before the first cut.

Soil samples were taken at the plot level at a depth of 0-10 cm (mixing of 10 soil core
samples per plot), in March 2010 to 2015 and 2017. Overall, the soil had a pH of 4.88 (£+0.17)
(analyzed after DIN [61]), contained 0.47% (£0.11) total nitrogen (analyzed after DIN [62])
and 5.73% (£1.11) total carbon (analyzed after DIN [63]). Plant-available phosphorus
(double-lactate method) was measured at a very low level (14.6 mg kg £ 6.9) and potassium
at an optimal level (127.0 mg kg + 35.9) (both analyzed after VDLUFA [64], classification of
nutrient concentration level after LLG [65]. The soil chemical characteristics before the start
of the experiment in 2010 are shown in Table 1. Despite different fertilization treatments,
the soil characteristics did not differ between the treatments over time (Figure Al).

We recorded vascular plant species abundance from 2010 to 2018 (except in 2016)
using the Londo scale [66] on the 5.0 x 5.0 m plots annually in mid-May. The estimation of
the percentage contribution of Cirsium arvense L. to the aboveground plant biomass (yield
proportion: Voigtlander and Voss [67]) was made on the 5.0 m x 5.0 m plots shortly before
the first and second cuts.
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From 2010 to 2017 (except 2013, 2016), we cut all plants within one randomly selected
1 m? frame in each plot at a height of 3-5 cm shortly before mowing to estimate forage
quality. Samples were dried and analyzed in a laboratory by near-infrared reflectance
spectroscopy (NIRS) according to standard VDLUFA [68] methods for the concentrations of
crude protein and crude fiber in the dry matter (DM). Metabolizable energy was calculated
according to Losand et al. [69] (with cellulase solubility ELOS and acid detergent fiber ADF
determined by NIRS). The NIRS method was used due to the high number of samples
(40 per year) to reduce costs.

Table 1. Mean and standard deviation (in brackets) of soil chemical characteristics (sampling depth
0-10 cm) before the experiment started.

Treatment pH Value Phosphorus Potassium  Total Carbon Total
(mg kg) (mg kg) (%) Nitrogen (%)
NO 4.84 (0.14) 9.50 (2.65) 105.00 (20.90) 5.23 (0.91) 0.46 (0.10)
PK 492 (0.14) 1375 (6.24)  111.50 (21.08)  5.43 (1.23) 0.48 (0.12)
N60 4.84 (0.14) 1075 (6.24)  121.75(19.05)  5.80 (1.33) 0.50 (0.13)
N60PK 4.96 (0.05) 1350 (7.77)  126.25(18.87)  5.48(0.71) 0.47 (0.08)
N120PK 4.83(0.17) 10.50 (0.58) 127.25(17.91) 5.90 (0.80) 0.50 (0.08)

2.3. Species Groups

The species group of grasses included all species of the plant families Poaceae, Cyper-
aceae and Juncaceae. Legumes are species of the plant family Fabaceae. Target species
are characteristic species of habitat type 6440 [70] and characteristic species and other low
growing forbs of the Sanguisorbo officinalis-Silaetum silai [58]. High-competitive target
forbs are species of the ecological strategy types C and CS (after Grime et al. [71]).

2.4. Statistical Analyses

All statistical analyses were performed in R version 4.0.4 [72].

We modelled the soil variables, the forage quality variables (Q1), the target species
number (Q2) and the cover variables (Q3, Q4) as functions of fertilization treatments and
time with generalized linear mixed models (GLMMs; [73]). All soil variables, i.e., pH,
phosphorus, potassium, total carbon and total nitrogen; and forage quality variables, i.e.,
crude protein, crude fiber and metabolizable energy, were modelled with identity-link and
Gaussian errors. The cover of grasses, legumes and all target forbs, as well as of low- and
high-competitive target forbs, were expressed as percentages, that is as strictly bounded but
non-binomial data. We therefore logit-transformed these variables [74] before modelling
them with identity-link and Gaussian errors. The target species number was modelled
with log-link and Poisson errors.

All models were parameterized using the R package LME4, version 1.1.26 [73], account-
ing for repeated measurements and the spatially nested sampling structure by specifying
plot nested within block as random (intercept) effects in the models. For four of the models,
i.e., crude protein (first cut), cover of all target forbs, cover of high-competitive target
forbs and the target species number, the mixed-effects model was singular. For the first
three models, we used a simpler model with only one random effect with accounting for
the repeated measurements but not for the target species number; the model was still
singular. Therefore, we used generalized linear model without random effects for target
species number. Thus, all these three models therefore needed to be interpreted more
conservatively. We simplified the models as much as possible to find the minimal adequate
model by using a backward selection procedure with likelihood ratio tests [75].

3. Results
3.1. Forage Quality

At the beginning of the experiment in 2010, crude fiber concentration in all treatments
was higher for the first cut than for the second cut. Crude protein concentrations and the
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values for metabolizable energy showed the opposite (Table A1). For all forage quality
parameters, the range of variation occurring during the study period was always higher
for the second cut than for the first cut (Table 2). The raw data are provided in Table S1.

Table 2. Forage quality shown as minimum and maximum yearly means of the six sampling years
for the first and second cuts. The raw data are provided as a Supplementary File (Table S1).

NO PK N60 N60PK N120PK
Crude fiber First cut 257-295 259-289 257-293 258-307 268-308
(gkgDM™1) Second cut 242-291 241-297 228-288 237-293 250-320
Crude protein First cut 90-110 92-101 96-121 94-126 104-131
(g kg DM 1) Second cut 102-124 94-120 105-132 105-142 98-150
Metabolizable energy First cut 8.5-9.5 8.5-9.5 8.7-9.5 8.4-94 8.4-9.3
(M] kg DM 1) Second cut 8.1-9.6 7.9-10.1 8.1-9.9 7.8-10.0 7.6-9.4

Crude protein showed significant differences between the three treatment groups
obtained as minimal adequate model, NO & PK, N60 & N60PK and 120PK (Figure 1), for
both the first and second cuts, and these groups also had a different development over
time (Table 3, Figure 1). The crude protein concentration of the treatment group NO & PK
remained at similar levels throughout the study period at both cuts, while the nitrogen-
fertilized treatment groups, N60 & N60PK and N120PK, changed significantly more over
time. For the first cut, the crude protein concentration increased from the third year of the
experiment and was particularly high in the years 2014 and 2015, after the summer flood
in 2013. The largest increase was observed for the N120PK treatment in the 2014-2015
period (Figure 1). For the second cut, crude protein contents of the nitrogen-fertilized
treatments peaked in 2014, after the summer flood of 2013, before decreasing continuously
in the following years. In particular, the N120PK treatment had a strong decrease in these
years (Figure 1).

Table 3. Effects of fertilizer and year on the crude protein of the first cut in early June and the second
cut in mid-August according to the minimal adequate model. Both models had three levels for the
fertilizer, for the first cut four levels for year, and for the second cut five levels for year (Figure 1).

Sum Sq Mean Sq NumDF DenDF F value p

First cut

Fertilizer 2385.9 1192.9 2 19.6 15.1 <0.001
Year 5736.8 1912.3 3 91.0 24.1 <0.001
Fertilizer x Year 1947.3 324.6 6 91.0 41 0.001
Second cut

Fertilizer 2538.6 1269.3 2 15.7 10.6 0.001
Year 9408.6 2352.2 4 87.3 19.6 <0.001
Fertilizer x Year 5255.9 657.0 8 87.3 5.5 <0.001

For the first cut, crude fiber (Table 4, Figure 2a) and metabolizable energy (Table 5,
Figure 3a) did not develop differently over time in the fertilizer treatments. In contrast,
for the second cut, the two treatment groups, NO & PK & N60 & N60PK and N120PK,
developed significantly differently over time for crude fiber (Table 4) and metabolizable
energy (Table 5). For crude fiber, both treatment groups increased from 2010 to the 2011,
2012 and 2014 period before they decreased in 2015 and then increased again in 2017, and
in particular in the N120PK treatment (Figure 2b). Metabolizable energy decreased from
2010 to 2011 before increasing in the 2012 to 2015 period (Figure 3b). In 2014, the year
after the summer flood, metabolizable energy showed the lowest concentration. While
metabolizable energy in the NO & PK & N60 & N60PK treatment group increased again at
the end of the study period in 2017, the N120PK treatment differed and returned to the low
2014 level (Figure 3b).
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Figure 1. The minimal adequate model for the effect of fertilization treatment and time on the concen-
tration of crude protein (g kg DM 1) for the first (a) and second (b) cuts with different fertilization
treatments between 2010 and 2017 (except 2013 and 2016). Level needed for female sheep (70-100 kg):
72-73 g kg DML, for ewes (70-100 kg) rearing a single lamb: 122-143 g kg DM, for rams 100-120 kg:
75 g kg DM ™!, for rams in the breeding season: 140 g kg DM~! [76].

Table 4. Effects of fertilizer and year on the crude fiber of the first cut in early June and the second

cut in mid-August according to the minimal adequate model. Both models had two levels for the
fertilizer and four levels for year (Figure 2).

SumSq MeanSq NumDF DenDF F value p
First cut
Fertilizer 2348.9 2348.9 1 15 17.0 <0.001
Year 21,407.3 7135.8 3 97 51.7 <0.001
Second cut
Fertilizer 1702.5 1702.5 1 23.9 59 0.023
Year 24,466.3 8155.4 3 94.4 28.3 <0.001
Fertilizer x Year 6627.1 2209.0 3 94.4 7.7 <0.001
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Figure 2. The minimal adequate model for the effect of fertilization treatment and time on the concentration of crude fiber
(g kg DM 1) for the first (a) and second (b) cuts with different fertilization treatments between 2010 and 2017 (except 2013

and 2016).

Table 5. Effects of fertilizer and year on the metabolizable energy of the first cut in early June and the
second cut in mid-August according to the minimal adequate model. Both models had two levels for
the fertilizer and five levels for year (Figure 3).

NumDF

NO PK N60 N120PK

Sum Sq Mean Sq DenDF F Value p
First cut
Fertilizer 0.6 0.6 1 15 8.8 0.01
Year 10.6 2.7 4 96 35.8 <0.001
Second cut
Fertilizer 1.8 1.8 1 18.6 12.6 0.022
Year 28.0 7.0 4 92.2 48.2 <0.001
Fertilizer x Year 2.9 0.7 4 92.2 5.0 0.001
(a) (b)
N60PK NO PK N60 N60PK N120PK

b
=]
1

Metabolizable energy MJ kg DM'1)

2010

2011 201217 2014

2015
Year
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2011 201217 2014 2015
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Figure 3. The minimal adequate model for the effect of fertilization treatment and time on the metabolizable energy
MJ kg DM 1) for the first (a) and second (b) cuts with different fertilization treatments between 2010 and 2017 (except 2013
and 2016). Level needed for female sheep (70-100 kg): 8.7-8.8 MJ kg DM™1, for ewes (70-100 kg) rearing a single lamb:

10.4-10.7 MJ kg DM !, for rams 100-120 kg: 9.4 MJ kg DM, for rams in the breeding season: 10.0 MJ kg DM~ [76].
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Summarizing for the second cut, at the end of the study period in 2017, the forage
value of the N120PK treatment was the lowest due to low crude protein and metaboliz-
able energy concentrations and the highest crude fiber concentration. This development

was accompanied by the strongest increase in the yield proportion of Cirsium arvense in
2017 (Figure A2).

3.2. Species Assembly
3.2.1. Development of Target Species Number

Almost two-thirds of the species were target species, of which 28 were forbs (including
four legumes) and eleven were grasses (Table A2). In the observation period, mean target
species number did not differ significantly between treatments or years, and neither did the
treatments differ over time (Figure 4). The target species persisted despite high nitrogen
application over the 8-year study period.

PK N60 N60PK N120PK

25

20

Target species number

- H

-

1=

¢Eﬁuﬁiﬂ

Figure 4. Development of the number of target species with different fertilization treatments between 2010 and 2018 (except
2016). There were no significant differences between treatments or years according to the generalized linear model (GLM).

3.2.2. Development of Grass Cover

The grass cover developed differently over time for the three treatment groups NO &
PK, N60 and N60PK & N120PK (Table 6). For the NO & PK and the N60 group it decreased
considerably over time from 2014 onwards and stabilized at a low level in the years 2017-
2018 (Figure 5). The N60PK & N120PK treatments were less affected by the flooding,
showing a smaller decline in grass cover. After the flood in 2013, Festuca pratensis declined
sharply and remained at very low levels in all plots, regardless of whether fertilizer was
applied (Figure A3). By 2017-2018, grass cover in nitrogen-fertilized plots recovered almost
to the baseline level as Alopecurus pratensis and, especially for N120PK, Elymus repens (L.)
Gould increased in cover (Figure A3).

Table 6. Effects of fertilizer and year on the cumulative cover of grasses according to the minimal
adequate model. The model had three levels for the fertilizer and three levels for year (Figure 5).

Sum Sq Mean Sq NumDF DenDF F Value p
Fertilizer 1.0 0.5 2 15.3 6.5 0.001
Year 19.7 9.9 2 134.0 134.7 <0.001
Fertilizer x Year 43 1.1 4 134.0 14.7 <0.001
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Figure 5. The minimal adequate model for the effect of fertilization treatment and time on the cumulative
cover of grasses with different fertilization treatments between 2010 and 2018 (except 2016).

3.2.3. Development of Legume Cover

In 2010 before application of the treatments, the mean cover of legumes ranged
between 15.0 (£5.1) and 22.3 (£8.4) and was formed by Lathyrus pratensis, Lotus corniculatus,
Trifolium pratense, T. repens, T. dubium, Vicia sepium, V. cracca and V. tetrasperma. The treatment
groups, i.e., NO & PK, N60 & N120PK and N60PK developed significantly differently
over time (Table 7), the former group with higher cover of legumes (Figure 6). From
2010 to 20112013 legume cover decreased considerably in all treatments and had almost
disappeared in 2013. After the flood in 2013, legumes started to recover and increased
continuously the following years. By the end of the study period in 2018, legume coverage
in the NO & PK treatments was approaching baseline. Whereas in the nitrogen fertilization
treatments, legume cover was still at a much lower level than their 2010 baseline.

Table 7. Effects of fertilizer and year on the cumulative cover of legumes according to the minimal
adequate model. The model had three levels for the fertilizer and five levels for year (Figure 6).

30 4

20 1

Cumulative cover of legumes (%)

Sum Sq Mean Sq  NumDF DenDF F Value 4

Fertilizer 43 2.1 2 17.0 6.2 0.009

Year 58.0 14.5 4 128.0 42.3 <0.001

Fertilizer x Year 10.7 1.3 8 128.0 3.8 <0.001

NO PK N60 N120PK N60PK
LT e =
2010 2011-12 2013 2014-17 2018 2010 2011-12 2013 2014-17 2018 2010 2011-12 2013 2014-17 2018
Year

Figure 6. The minimal adequate model for the effect of fertilization treatment and time on the cumulative cover of legumes
with different fertilization treatments between 2010 and 2018 (except 2016).
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3.2.4. Development of Target Forbs Cover

The cover of all target forbs and the cover of low-competitive forbs (Table A2) did not
differ with respect to fertilization treatments, only for years (Tables A3 and A4, Figures A4
and A5). For the high-competitive target forbs, the treatment groups NO & PK & N60PK
and N60 & N120PK developed differently over time (Table 8), the latter group with lower
cover of high-competitive target forbs (Figure 7). The cover decreased significantly from
2010 to 2011-2013, before dropping significantly again in 2014, the year after the summer
flooding, before significantly increasing the following years (Figure 7). In particular, the
increase was consistent and large for the NO, PK and N60PK treatments that almost reached
their 2010 baseline level. Cnidium dubium and Ranunculus acris were mainly responsible for
this development (Figure A6).

Table 8. Effects of fertilizer and year on the cumulative cover of high-competitive target forbs accord-
ing to the minimal adequate model. The model had two levels for the fertilizer and four levels for
year (Figure 7).

2010 2011-13,15 2014 2017-18 2010 2011-13,15 2014 2017-18
Year

Sum Sq Mean Sq NumDF DenDF F Value p

Fertilizer 1.1 1.1 1 19.6 5.4 0.031
Year 33.4 11.1 3 134.0 529 <0.001
Fertilizer x Year 3.5 1.2 3 134.0 5.6 0.001
2
- NO PK N60PK N60 N120PK
é 80 o
3 o
*c[—) o
= o
®
= 60
= -r-
(] : o 1
G : . °
S ST !
p 40 : : . __i__ o
D 1 ! . 1
o : ) | I
.— ! - |
5 . ! |

- L o 1
2 20 S
(e} T . 1 .
o | Sl * .
2 — S L
m _ -l -
5 0
£
S
O

Figure 7. The minimal adequate model for the effect of fertilization treatment and time on the cumulative
cover of high-competitive target forbs with different fertilization treatments between 2010 and 2018
(except 2016).

4. Discussion
4.1. Effect of Fertilization on Forage Quality Parameters

In the Dessau grassland experiment, the low forage quality of the alluvial grassland,
which was prevalent at the beginning, could hardly be improved during the study pe-
riod with any of the applied fertilizer treatments. For sheep feeding, the crude protein
concentration and metabolizable energy concentration of both cuts were adequate for low-
performance phases (female sheep without lamb, rams not in breeding season) but did meet
the needs of higher performance phases (lactating ewes, rams in the breeding season) only
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exceptionally. Our results are in line with other authors, who found only few effects on for-
age nutrient concentrations in alluvial grassland when nitrogen up to 200 kg ha~! year !
was applied [35] and in mountain grasslands when nitrogen 85 kg, phosphorus oxide 80 kg
and potassium oxide 240 kg ha~! year~! were applied [77]. The fertilization experiment by
Dindova [38] showed a significant increase in crude protein concentration on a submontane
Arrhenatherion grassland only when at least 200 kg ha~! year ! of nitrogen was supplied.

The 8-year study period may not have been long enough to trigger vegetation restruc-
turing in the different fertilizer treatments. Schellberg et al. [78] stated that changes in
botanical species composition in a mountain hay meadow fertilizer experiment improved
forage quality by the increase of tall growing grasses only in a long-term process.

The significant changes between the years for all investigated parameters at both cuts
indicate a typical year-to-year variability, which was also described by other authors [24,79],
but seems to have been particularly affected by the summer flooding event. Exclusively
after the summer flood, the tested nitrogen fertilizer treatments had such an increasing one-
to two-year effect on crude protein concentration that higher requirements in sheep feeding
could be met, while the metabolizable energy concentration responded in the opposite way.
Bloschl et al. [80] predicted an increase of exceptional flooding events for the future and
therefore, further research is needed to evaluate short- and long-term effects of flooding on
forage quality parameters.

The decrease in forage quality for the second cut in the high-nitrogen-fertilized
N120PK plots was visible at the end of the study period in the low crude protein concentra-
tion, low metabolizable energy and high crude fiber concentration. This could be related to
the increase of Cirsium arvense, whose crude protein level decreases significantly in later
stages of development in summer and fall [81]. Nitrogen fertilization promotes ruderal
grassland forbs with low feeding values [12,46]. This is consistent with many twice-mowed,
more heavily fertilized grasslands of the Dessau Elbe floodplain. The increase of ruder-
alization indicators such as Cirsium arvense, Elymus repens and Tanacetum vulgare L. is a
phenomenon that has been increasingly observed there in recent years [82].

4.2. Effect of Fertilization on Species Assembly
4.2.1. Grass and Legume Performance and Legume Cycle

Interestingly, the effect of the nitrogen fertilization became apparent in the experiment
only after the summer flood in 2013, but without the expected increase in grass cover
as other authors stated [33,36,39,53]. An increase in grass cover can be achieved with
even low to moderate nitrogen application of 35-50 kg ha~! year—! [33,83]. However, the
effect of nitrogen application can be influenced by water availability [84] or limitation
by phosphorus [85,86]. Possibly, the low phosphorus content in the soil combined with
the summer drying of the study site prevented an increase in grass cover. The tall grass
Alopecurus pratensis was responsible for maintaining the grass cover, a result which is
in agreement with those from the Jizera Mountains grassland experiment [87]. Elymus
repens, which benefits from nitrogen fertilization [88], performed the same function in the
N120PK treatment.

Compared to the Cernikovice grassland experiment [33], the legume cover was quite
high at the beginning of the Dessau grassland experiment. It can be assumed that the
vegetation was at the top of the curve of the legume cycle, as a strong decrease occurred
in the following year, as also documented by Schwinning and Parsons [43,89] in grazing
systems. In the year after the summer flood, all plots suffered a great loss of legumes
until their almost complete disappearance. Afterwards, their cover increased again only
on the plots not fertilized with nitrogen and approached the initial state after eight years.
This period corresponds to the legume cycle duration in permanent grasslands [44]. The
persistently low cover of legumes in plots with nitrogen application is consistent with the
results from other long-term experiments, not only on alluvial grasslands [33,53,83,87,90].
Our study illustrates for alluvial grasslands that the legume cycle could be maintained
only for the non-nitrogen-fertilized plots, as already described for montane grasslands [44].
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The fact that no difference in legume cover was found between the unfertilized control
and PK fertilization treatments contradicts the findings for montane grasslands, where
legumes benefited from PK fertilization compared to unfertilized controls [91].

These results are however in line with the Cernikovice alluvial grassland experiment,
where legumes achieved the highest cover in the control and PK treatments [33].

Legumes can have a significant influence on the forage quality and elasticity of forage
utilization by maintaining overall sward digestibility over a longer period [92], increasing
protein in fodder [93] or increasing the mineral content [94]. In addition, they can play
an important role for securing the feed supply for livestock with regard to future climatic
conditions. Legumes are well adapted to higher temperatures and can also use water
reserves in deeper soil layers through their deep root system [42].

4.2.2. Target Species Number and Target Forbs Cover

Contrary to the assumption that alluvial grassland target species number decreases
under nitrogen fertilization according to species richness [33,95], there was no decline dur-
ing the 8-year study period. This is in accordance with the Steinach grassland experiment,
the results of which concluded that species composition in productive alluvial grasslands is
substantially less affected by fertilizer application than in low-productivity grasslands [36].
Flooding events act as a major influencing factor by overruling the fertilization effects on
species richness [96]. Although the study area was no longer flooded annually in the spring
during the study period, it seems that the exceptional summer flood of 2013 was sufficient
to produce this effect. In addition to flooding events, the low soil phosphorus level in the
studied alluvial grassland could also be responsible for the persistence of target species.
Several authors [97-99] found that low soil phosphorus availability seems to be a key factor
in maintaining high species richness. Moreover, in the Dessau grassland experiment, no
soil-acidifying nitrogen fertilizer was applied which, according to Hejcman et al. [36], can
also have a positive effect on maintaining the target species number.

The assumption that nitrogen fertilization leads to a decrease in cover of low-competitive
target forbs cannot be confirmed. This can be explained by the fact that the grass cover did not
increase under nitrogen fertilization as observed in other grassland experiments [33,36,39,53].
Furthermore, the expected increase in light competition and niche dimension reduc-
tion [52,100] has not occurred in our study. In addition, low-competitive species present
on the study site, such as the target forbs Cardamine pratensis L., Prunella vulgaris L., Ra-
nunculus auricomus L. and Veronica chamaedrys L., responded neutrally to fertilization as
also described by Busch et al. [55]. In contrast, after declining in the first four years of
the experiment, the high-competitive target forbs did not reach the 2010 level after the
summer flood on the nitrogen-fertilized plots, which can be attributed to the fact that even
high-competitive species can be negatively affected by nitrogen fertilization [55]. On the
plots without nitrogen fertilization, however, some species (e.g., Selinum dubium and Ranun-
culus acris) clearly benefited from the summer flood by considerably increasing their cover.
Interestingly, the negative effect of moderate nitrogen fertilization (N60) was compensated
for by additional P and K fertilization (N60PK). This is confirmed by Kidd et al. [83],
whose study showed that nitrogen fertilization alone has a stronger negative effect than in
combination with phosphorus and potassium.

5. Conclusions

Regarding forage quality, no significant improvement could be achieved for sheep
feeding. Both cuts provided sufficient crude protein concentrations for low-performance
phases in all treatments. The concentration was significantly improved by higher nitrogen
fertilization, but higher feeding requirements of lamb-rearing ewes or rams in breeding
season were only met in individual years. Especially in the second cut, the metaboliz-
able energy concentration decreased during the study period independent of fertilization
treatment and in most years not even the requirements of the low-performance phases
were met. Concerning species assembly, we found that moderate application of N60PK
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does not generate irreversible changes in target forbs cover, but hampers the legume cycle
of permanent alluvial grassland. N60 without PK fertilization additionally shows clear
negative effects on high-competitive target forbs cover and applying N120PK, the originally
good conservation status of the alluvial grassland deteriorates due to the strongest increase
of the tall grass Alopecurus pratensis and the ruderal species Cirsium arvense and Elymus
repens. For N60 and N120PK, irreversible damage in species assembly cannot be ruled out
in the case of further application beyond the study period and should therefore not be
applied on species-rich alluvial grasslands that have good conservation status.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/agriculture11040339/s1, Table S1: Raw data of the forage quality parameters (crude fiber,
crude protein, metabolizable energy).

Author Contributions: Conceptualization, S.D., U.G.J. and S.T.; data curation, S.D.; formal analysis,
K.R. and S.D,; funding acquisition, S.D. and S.T.; investigation, S.D., U.G.]. and M.H.M.; methodology,
S.D. and U.G.J.; project administration, S.D.; writing—original draft, S.D., K.R., A K,; writing-review
and editing, S.D., K.R., A.K,, S.T. and M.H.M. All authors have read and agreed to the published
version of the manuscript.

Funding: This study was funded by the state administrative authority of Saxony-Anhalt (ELER fund-
ing, grant no. 407.1.2-60128 /323010000010, 407.1.2-60128 /323011000033, 407.1.2-60128 /323012000058,
407.1.2-60128/630116000012).

Data Availability Statement: Data of forage quality parameters (crude protein, crude fiber and
metabolizable energy) are provided as a source data file on https://opendata.uni-halle.de, accessed
on 28 March 2021. All other data presented in this study are available on request from the corre-
sponding author.

Acknowledgments: The authors would like to thank Friedrich and Danilo Helm from the Land-
wirtschaftsgesellschaft Dessau Mildensee for providing the meadow for the study and their support
in trial management. We are grateful to Hendrik Pannach from the Biosphere Reserve Mittelelbe for
assistance with study area search and information on grassland use of the Elbe floodplain, to several
colleagues, in particular Nele Adert, Heiner Hensen, Gerd Jiinger, Henriette John, Anja Friedrich and
Kerstin Reifimann, for their help with the field work and to Keith Edwards for language corrections.

Conflicts of Interest: The authors declare no conflict of interest.

Appendix A
pH Phosphorus Potassium Total Carbon Total Nitrogen
6 60 300 10
5.8 ° 9 0.9
250
5.6 %0 ° 038
°
7 0.7
5.4 o 200
5.2 - - 6 0.6
5 w 30 Z 150 X s X os
£ £
438 H 4 o 0.4
20 100
4.6 3 0.3
2 0.2
a4 10 50
4.2 1 0.1
4 0 0 0
PK N60PK PK N60PK PK N60PK PK N60PK PK N60PK
NO N60 N120PK NO N60 N120PK NO N60 N120PK NO N60 N120PK NO N60 N120PK

Figure A1l. Soil chemical characteristics of fertilization treatments during the study period (soil sampling in 2010-2015, 2017).
All variables did not significantly differ between treatments according to the generalized linear mixed model (GLMM).
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Table A1l. Means values and standard deviation (in brackets) of crude fiber (g kg DM 1), crude protein (g kg DM~!) and
metabolizable energy (MJ kg DM 1).

Year 2010 2011 2012 2014 2015 2017
Cut First Second First Second First Second First Second First Second First Second
Crude fiber (g kg DM 1)
NO 268 242 257 291 295 278 292 281 267 267 280 266
(18.8) (17.8) 9.2) (7.8) (8.1) (19.3) (4.5) (15.7) (13.0) (17.4) (20.9) (36.5)
PK 285 241 259 290 289 292 284 297 262 254 278 275
(4.5) (5.3) (10.1) (9.8) (13.1) (4.1) (23.4) (35.2) (14.7) (32.6) 9.2) (30.5)
N60 269 227 257 287 288 288 293 279 268 268 284 270
(12.1) (17.9) (13.9) (12.6) (11) 9.2) (14.8) (12.6) (15.1) (18.3) (17.8) (27.9)
N60PK 282 237 258 286 306 284 300 286 271 258 305 293
(15.4) (14.1) (18.3) 9.1) (24.1) (12.0) 4.5) (19.8) (10.0) (13.8) 4.7) (20.2)
N120PK 289 254 268 284 297 286 293 284 268 250 308 320
9.7) (14.7) 9.6) (5.9) (5.4) (10.9) (12.9) (11.6) (15.7) (17.6) (19.9) (23.6)
Crude protein (g kg DM 1)
NO 101 124 90 121 96 102 110 113 100 116 99 107
(6.1) (4.5) (15.1) (16.5) (5.9) (10.9) (8.5) (6.3) (5.1) (3.9) (4.2) (11.1)
PK 102 116 94 120 92 94 97 107 99 110 96 104
6.7) (7.6) 9.3) (13.7) (1.2) (8.9) (5.1) (12.6) (8.9) 17.7) 4.9) (11.6)
N60 99 115 96 124 111 105 121 132 118 124 117 115
(7.5) 3.1) 4.7) (16.4) (12.7) 8.1) (5.3) (11.5) 9.1) (7.5) (10.5) (11.5)
N6OPK 101 118 94 121 113 110 126 142 114 115 101 105
(3.5) 9.2) (6.2) (7.6) (14.9) (13.8) (22.1) (17.2) (8.5) (22.4) (6.5) (6.4)
N120PK 108 120 104 116 104 116 130 150 131 137 118 98
(6.0) (4.6) (8.9) (9.6) (11.3) (12.6) (8.9) (13.6) (11.7) (19.6) (8.3) (10.9)
Metabolizable energy (MJ kg DM 1)
NO 9.2 9.6 9.5 8.7 8.7 9.3 8.5 8.1 8.8 9.2 9.0 9.0
(0.3) (0.8) 0.1) (0.3) (0.2) (0.3) (0.1) (0.5) (0.4) (0.4) (0.2) (0.6)
PK 9.0 10.1 9.5 8.8 8.6 9.0 8.5 7.9 9.1 9.1 8.8 8.9
(0.1) (0.3) 0.2) (0.2) (0.3) (0.2) (0.5) (0.3) (0.4) (0.8) (0.3) (0.4)
N60 9.3 9.9 9.5 8.9 9.0 9.3 8.7 8.1 8.9 8.9 8.9 8.6
0.2) 0.5) (0.3) 0.2) 0.2) 0.3) 0.4) 0.4) 0.4) (0.5) 0.2) 0.5)
N60PK 8.9 10.0 9.4 8.9 8.5 9.3 8.4 7.8 8.5 8.9 8.4 8.4
0.2) 0.2) (0.4) 0.2) 0.4) (0.3) (0.3) 0.2) 0.6) (0.6) 0.2) 0.4)
N120PK 8.9 94 9.3 8.7 8.9 9.1 8.6 7.6 9.0 9.4 8.4 7.7
(0.2) (0.4) (0.2) (0.3) (0.2) (0.3) (0.1) (0.3) (0.4) (0.4) (0.3) (0.6)
(a) (b)

16

14

12

10

Yield proportion (%)
(o}

4
’ J
0

Yield proportion (%)

2010 2011 2012 2013 2014 2015 2017

16

14

12

10

2010 2011 2012 2013 2014 2015 2017

Figure A2. Percentage contribution of Cirsium arvense to the aboveground plant biomass

in the first (a) and second (b) cuts with different fertilization treatments between 2010 and

2017 (except 2016). Two years after the extreme summer flood in 2013, the treatments N60

and N120PK most strongly increased.
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Figure A3. Development of percentage cover of the five most important grasses with different fertiliza-
tion treatments between 2010 and 2018 (except 2016).

Table A2. Target species (characteristic species of habitat type 6440 (LAU 2010)), characteristic species and low-growing
forbs of the Sanguisorbo officinalis-Silaetum silai (Schubert [58]). High-competitive target forbs (hc) = ecological strategy
types C and CS (after Grime et al. [71]), all other species belong to the group of low-competitive target forbs.

Target forbs (including legumes)

Prunella vulgaris

Viola stagnina

Achillea millefolium (hc)

Ranunculus acris (hc)

Target grasses

Allium angulosum

Ranunculus auricomus

Agrostis capillaris

Cardamine pratensis

Ranunculus polyanthemos (hc)

Alopecurus pratensis

Centaurea jacea (hc)

Rumex acetosa (hc)

Anthoxanthum odoratum

Daucus carota

Sanguisorba officinalis (hc)

Carex acuta

Euphorbia esula

Selinum dubium (hc)

Carex disticha

Galium album (hc)

Senecio aquaticus

Carex nigra

Galium boreale

Silaum silaus (hc)

Carex praecox

Inula salicina

Thalictrum flavum (hc)

Deschampsia cespitosa
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Table A2. Cont.

Lathyrus pratensis (hc) Trifolium pratense (hc) Luzula campestris
Leucanthemum ircutianum (hc) Veronica chamaedrys Poa angustifolia
Lotus corniculatus Veronica maritima (hc) Poa trivialis
Lychnis flos-cuculi Vicia sepium (hc)

Table A3. Effects of year on the cumulative cover of target forbs according to the minimal adequate
model. The model had three levels for year (Figure A4).

Sum Sq Mean Sq NumDF DenDF F Value 4
Year 25.8 12.9 2 138 62.5 <0.001
= 100 ’
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Figure A4. The minimal adequate model for the effect of time on the cumulative cover of target forbs
with different fertilization treatments between 2010 and 2018 (except 2016).

Table A4. Effects of year on the cumulative cover of low-competitive target forbs according to the
minimal adequate model. The model had four levels for year (Figure A5).

Sum Sq Mean Sq NumDF DenDF F Value 4
Year 26.1 8.7 3 137 29.2 <0.001
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Figure A5. The minimal adequate model for the effect of time on the cumulative cover of low-
competitive target forbs with different fertilization treatments between 2010 and 2018 (except 2016).
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Figure A6. Development of percentage cover of the high-competitive target forbs Ranunculus acris and Selinum dubium with
different fertilization treatments between 2010 and 2018 (except 2016).
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