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Abstract
1. Theory predicts a decline in grassland diversity under nutrient enrichment and 

loss of herbivory, and one possible cause is hampered seedling recruitment. Two 
potential drivers for reduced diversity at the seedling level are diminished light 
availability caused by surrounding vegetation and accumulation of dead biomass.

2. To test the importance of these two mechanisms on early recruitment, we added 
seeds of 15 herbaceous grassland plant species and monitored sown and natural 
seedling emergence during one growing season in a full factorial field experiment 
with light addition and litter removal under fertilization and exclusion of mamma-
lian herbivores in an experimental grassland in Central Germany. We used mod-
ern LED lamps, mimicking the spectrum of natural sun light, to provide light to 
small- statured understorey plants. This novel experimental set- up allowed us to 
specifically disentangle the roles of light limitation and litter accumulation inde-
pendently and in combination.

3. In general, herbivore exclusion, but not fertilization increased the amount of lit-
ter biomass. Litter removal increased seedling number and richness by 83% and 
33%, respectively, while light addition had no significant main effect on seedling 
recruitment, nor did it interact with any other factors, and did not affect recruit-
ment even when litter was removed. In addition, fertilization had a negative and 
herbivore exclusion a negligible impact on recruitment, and these effects were 
independent of litter removal. Furthermore, seedling number and richness were 
unrelated to light intensity and quality, litter depth, soil moisture, temperature 
and C:N ratio.

4. Synthesis: These results provide novel insights into the role of light limitation 
versus litter accumulation driving early recruitment and help understanding the 
mechanisms that affect diversity in grassland communities via recruitment. Our 
results highlight the detrimental role of litter accumulation as opposed to sur-
rounding vegetation induced light deficiency driving early recruitment from seeds 
and call for management actions that reduce the amount of litter when maintain-
ing or restoring diversity.
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1  |  INTRODUC TION

Anthropogenic and experimental nutrient enrichment can substan-
tially reduce plant diversity (Bobbink et al., 2010; Borer, Seabloom, 
et al., 2014; Clark & Tilman, 2008; Stevens, Dise, et al., 2004). 
Nutrient enrichment- induced species loss can be explained by a shift 
in limiting resources from nutrients to light (Eskelinen et al., 2022; 
Hautier et al., 2009) and diminished number of resource niches 
(Harpole & Tilman, 2007), that lead to extinctions depending on spe-
cies' initial abundance and traits (Suding et al., 2005). Besides caus-
ing extinctions, nutrient enrichment can affect species gains, and 
has been shown to be an important impediment for colonization by 
seed (Fayolle et al., 2009; Foster & Gross, 1998; Lamb, 2008; Myers 
& Harms, 2009; Stevens, Bunker, et al., 2004; Tilman, 1993).

One mechanism explaining diversity loss under nutrient en-
richment is unequal light availability between adult plants and 
seedlings, that is, diminished amount of light in dense vegetation 
caused by shading (DeMalach et al., 2017; Goldberg et al., 2017). 
This is suggested to lead to reduced species gains by interfering 
with colonization and recruitment dynamics (Tilman, 1993). While 
competition for light has been shown to be an important mecha-
nism driving diversity loss under fertilized conditions (Eskelinen 
et al., 2022; Hautier et al., 2009), the importance of competition for 
light in early recruitment, that is, controlling species arrival, is still 
untested. Although many studies have addressed the impact of light 
on recruitment indirectly by for example, correlating unmanipulated 
light levels with recruitment success (Kahmen & Poschlod, 2008; 
Kleijn, 2003), or using litter and/or biomass removals or tiebacks 
of surrounding vegetation to increase light availability for seeds 
and seedlings (Dickson & Foster, 2011; Eskelinen & Virtanen, 2005; 
Foster & Gross, 1998; Grman, 2013; Gross et al., 2005; Loydi 
et al., 2013; Xiong et al., 2003), these do not reflect causality or 
may produce confounded results due to methodological reasons. 
For example, biomass removal could release nutrients from roots, 
causing a fertilization effect (Gross et al., 2005), and alter tempera-
ture (Dickson & Foster, 2011; Eskelinen et al., 2022) and humidity 
(Eskelinen et al., 2022), and may not reflect light as a causal factor. 
Therefore, testing the causal role of light in affecting recruitment 
requires direct experimental addition of light into the understorey 
where recruitment takes place.

In general, light can be an important cue for breaking seed dor-
mancy (Seo et al., 2009; Smith, 1982) and for seedling development 
such as de- etiolation and cotyledon unfolding (Chen et al., 2004). 
Seedlings that emerge and develop early, that is, before vegetation 
becomes dense, have better access to light and thus a competitive 
advantage over those that emerge later (Miller, 1987). On the other 
hand, light can also be a stress factor for seedlings if, for example, 
irradiation is too high (Demmig- Adams & Adams 3rd, 2006).

Colonization and plant recruitment could also be negatively 
affected by a physical barrier of dead biomass that can prevent 
seeds from reaching the soil surface and germinating (Facelli & 
Pickett, 1991; Ruprecht et al., 2012). Dead biomass can also reduce 
light penetration to the ground (Foster & Gross, 1998) which can 
impair germination and seedling establishment (Zhang et al., 2019) 
or produce leachates that inhibit seedling growth (Bonanomi 
et al., 2011). Such negative effects of litter accumulation on spe-
cies colonization and recruitment should be especially strong in 
nutrient- enriched conditions where more litter should accumulate 
due to greater productivity (Foster & Gross, 1998; Loydi et al., 2013; 
Stevens, Bunker, et al., 2004). To date, while many studies have ma-
nipulated litter and/or live biomass to test their roles for plant re-
cruitment and colonization under nutrient enrichment, no attempts 
have been made to separate the effects of litter accumulation and re-
duced light levels through shading from the surrounding vegetation.

Mammalian herbivory can relax light limitation via consumption 
of plant biomass (Borer, Seabloom, et al., 2014; Olff & Ritchie, 1998), 
often selectively consuming nutrient- rich and tall- statured species 
(Diaz et al., 2007; Evju et al., 2009). Herbivores can thereby alle-
viate competition for light and maintain plant diversity (Eskelinen 
et al., 2022). These positive effects on diversity through prevent-
ing species extinctions can be especially pronounced in nutrient- 
enriched conditions (Bakker et al., 2006; Kaarlejärvi et al., 2017). 
Herbivores can also facilitate colonization and recruitment from 
seed via reducing the amount of litter by trampling, and increas-
ing litter decomposition rates (Olofsson & Oksanen, 2002; Wang 
et al., 2018), which can create favourable recruitment gaps for 
seedlings (Vandvik & Goldberg, 2006). In the absence of herbivores, 
especially in nutrient- enriched conditions, both increased light lim-
itation caused by shading of surrounding vegetation and increased 
amount of litter could therefore hamper species recruitment, and 
lead to reduced diversity.

We added seeds of 15 grassland species and investigated the 
roles of light limitation and litter accumulation, independently and 
in combination, on seed germination and early seedling establish-
ment under nutrient enrichment and mammalian herbivory. Our 
experiment was carried out in an experimental grassland in Central 
Germany that was grazed by sheep. To reduce light limitation caused 
by shading of the surrounding vegetation, we provided light to the 
small- statured understorey plants using modern LED lamps that 
mimicked the spectrum of natural sun light. These lamps did not 
cause heating or change humidity (Figure 1; Eskelinen et al., 2022). 
To manipulate litter, we removed undecomposed dead plant ma-
terial from previous years, in a full factorial combination with light 
addition. These two treatments were further performed in a full fac-
torial combination of fertilization and exclusion of sheep. We spe-
cifically asked (1) what are the roles of light availability and litter for 

K E Y W O R D S
diversity decline, germination, LED lamps, litter removal, nutrient enrichment, recruitment, 
seed addition, sheep grazing
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recruitment of grassland plants from seed? (2) Does the relative im-
portance of light availability and litter for recruitment change under 
nutrient enrichment, herbivory and their interaction? We predicted 
that both (1) litter removal and (2) light addition would increase 
recruitment and that (3) litter removal and light addition would 
enhance recruitment more under fertilized and fenced conditions 
compared to unfertilized and grazed conditions. Furthermore, we 
analysed how light quantity (measured as light intensity) and quality 
(red to far red ratio (R:FR)), soil moisture, temperature and C:N ratio 
and litter depth were associated with recruitment.

2  |  MATERIAL S AND METHODS

2.1  |  Study site

The experiment was located in Germany, at Bad Lauchstädt Field 
Research Station (51°22,060N, 11°50,060E). The long- term mean 
annual precipitation in this area is 489 mm and the mean annual tem-
perature is 8.9°C (Schädler et al., 2019). The soils are fertile Haplic 
Chernozems (Altermann et al., 2005; Schädler et al., 2019). The ex-
periment was conducted within the Global Change Experimental 
Facility (GCEF) which combines land use type and climate change 
research (Schädler et al., 2019). We used the five extensively used 
pastures under ambient climatic conditions of the GCEF in our ex-
periment. These five pastures are exposed to sheep grazing by a 
herd of about 20 individuals of German black- headed mutton sheep 
two to three times year, depending on how much vegetation biomass 

is present. Each pasture (16 × 24 m) is grazed for a short period of 
high intensity for 24 h at a time (Schädler et al., 2019). Both 2018 
and 2019 were significant drought years in Central Europe (Hari 
et al., 2020) that were characterized by severe water deficit dur-
ing the summers and a strong decline in green vegetation in Central 
European pastures (Buras et al., 2020); during these years the pas-
tures were grazed twice. The vegetation in the extensively used pas-
tures resembles species- rich grassland vegetation in dryer regions 
of Central Germany (Schädler et al., 2019). The entire experimental 
area is fenced to keep out naturally occurring deer, while smaller 
herbivores like European hare Lepus europaeus can pass the fences.

2.2  |  Basic experimental design

In 2017, we established a full factorial experiment of fertilization and 
herbivore exclusion; four plots sized 1.4 × 1.4 m, separated by a 1- m 
buffer zone, were established in each of the five pastures resulting in 
a total of 20 plots (Eskelinen et al., 2022). The four plots within each 
pasture were randomly assigned to one of the treatment combina-
tions (grazed, fertilized + grazed, exclosed, fertilized + exclosed). The 
five pastures were thus considered as the block factor.

To fertilize, we applied slow- release granular NPK fertilizer mix-
ture (Haifa Multicote 2 M 40- 0- 0; 40% N, Super Triple Phosphate 
TPS (45% P203)), potassium sulphate fertilizer (50% K2O, 45% SO3) 
to fertilizer addition plots twice per growing season (later March– 
May and June), resulting in a yearly addition of 10 g N, 10 g P and 
10 g K per m2 (see the protocol of Borer, Harpole, et al., 2014 for 

F I G U R E  1  Illustration of (a) the basic 
experimental design with fertilization, 
exclusion of sheep grazing and light 
addition, (b) the additional litter removal 
treatment (brown rectangles) embedded 
in the basic experiment and close up 
illustration of two litter removal units, one 
with litter present, the other with litter 
removed and (c) photo of litter removal 
and litter present units. The photo has 
been taken right after the implementation 
of the litter removal treatment. Photo 
credit M.- T. Jessen. Images were 
created by G. Rada (iDiv, Media and 
Communications).
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grasslands around the globe). The fertilization treatment was started 
at the end of May 2017 when we applied the first fertilizer round. 
However, the herbivore exclusion treatment was started at the end 
of August 2017, that is, 3 months later (Eskelinen et al., 2022).

To implement the herbivore exclusion treatment, we fenced 
plots receiving herbivore exclusion treatment with 1.8 m × 1.8 m, 
82 cm high, 10 cm mesh rectangular portable metal fences (Eskelinen 
et al., 2022). The fences did not exclude mice and voles (mainly 
Apodemus sylvaticus and Microtus arvalis) which frequently occur in 
the plots (Jessen & Eskelinen, personal observation). In 2019, one 
plot originally intended for herbivore exclusion only was accidentally 
fertilized and one plot originally intended for herbivore exclusion 
and fertilization treatment was not fertilized. We therefore treated 
both as fertilized in data analyses. However, excluding these plots 
from the analyses did not change the results qualitatively.

For the light addition treatment, the 1.4 × 1.4 m plots were fur-
ther divided into two smaller subplots, 0.7 m × 1.4 m each, one of 
which was randomly assigned to light addition, resulting in a total of 
40 subplots according to a split- plot design (Figure 1 and Eskelinen 
et al., 2022). To add light, we installed two 120 cm long and 3.5 cm 
wide, high- intensity LED lamps (C65, Valoya, Finland) designed for 
growing plants in growth chambers, vertical farming applications, 
etc.; https://www.valoya.com/c- serie s- led- grow- light s/. The light 
addition treatment started at the same time as the fertilization treat-
ment, that is, at the end of May 2017 (Eskelinen et al., 2022). Our 
light addition treatment mimicked adding natural sunlight to a gap in 
vegetation in a real grassland; the spectrum was therefore designed 
to include all wave lengths of sunlight, including small amounts of 
UV and IF. The lamps did not alter top soil temperature (measured 
approximately 3 cm deep; Figure S1) or air temperature (Eskelinen 
et al., 2022).

The lamps were installed horizontally to the ground and parallel 
to each other at a distance of 28 cm in an area of 0.7 × 1.4 m (Figure 1 
and Eskelinen et al., 2022). Each year we placed the lamps on the 
subplots in early spring when temperatures were above zero and 
there was low risk of frost damage (February– April) and took them 
down in the fall (October– November) when temperatures dropped 
close to zero, thus adding light during the active growing season 
(Eskelinen et al., 2022). In 2019, we switched on the lamps on 4 April, 
and not earlier, because temperatures still dropped below zero. By 
the time of our seedling survey, the lamps had been on for 46 days. 
The lamps in grazed subplots were removed for the period of grazing 
due to security reasons and switched off in the ungrazed subplots 
for the same time period to make sure all lighted subplots received 
similar light conditions. We intended to provide light for small- 
statured understorey plants and seedlings that were likeliest to 
suffer from competition for light (Eskelinen et al., 2022). Therefore, 
the lamps were installed 10 cm above the smallest plants and above 
litter that lay on the ground, except for in litter removal plots where 
lamps provided light to the bare ground. Our light addition treat-
ment increased light intensity in the vegetation understorey, that is, 
reduced shading by the surrounding (adult) vegetation; for example, 
it increased light levels inside fertilized and unfertilized exclosures 

where the light limitation was greatest, on average by 57% (Eskelinen 
et al., 2022). Our design was not intended to address the mecha-
nisms by which litter affects seedlings and therefore we did not 
attempt to provide light under litter. Furthermore, trying to instal 
lamps under litter would have caused considerable disturbance, con-
founding possible light effects with mechanical disturbance. In many 
plots, our lamps would also not have fitted under litter, which can 
form a thin, yet functionally effective layer. Nevertheless, the light 
addition treatment, on average, did increase light intensity in plots 
with litter present (Figure S2) and increasing litter depth led to lower 
light intensity (Figure S3). When the plants grew during the course of 
the summer, the lamps were gradually raised to follow the growth of 
the smallest plants (Eskelinen et al., 2022). All lamps were set to the 
same height in all experimental plots to ensure equal conditions. We 
set the lamps to switch on 2 h after sunrise and switch off 2 h before 
sunset, and they automatically switched off when the air tempera-
ture exceeded 28°C to prevent overheating (Eskelinen et al., 2022).

2.3  |  Litter removal experiment

In January 2019, we established two 20 × 20 cm litter removal units, 
separated by 10 cm, within each of the 40 subplots, resulting in 80 L 
removal units and representing the sub- subplot level according to 
a split- split- plot design (Figure 1). One of these units was randomly 
assigned to litter removal, and the other was left intact. The purpose 
of our litter removal treatment was to target dead biomass that had 
accumulated during the previous years. We implemented the treat-
ment in January when most of the biomass was from previous years 
and dead, either lying on the ground as litter or standing dead and 
about to soon fall down. However, there was little green biomass 
mixed with the live biomass, mostly short grass leaves which were 
not possible to disentangle from the dead biomass, and were there-
fore removed with the dead biomass. On average we removed about 
400 g m2 in control plots, 550 g m2 in fertilized plots, 700 g m2 in ex-
closed plots and 775 g m2 in exclosed and fertilized plots (Figure 2). 
These are medium to high litter amounts (Loydi et al., 2013). As no 
live biomass was removed when the growing season and growth of 
most plants started, our treatment can functionally be called ‘litter 
removal’.

2.4  |  Seed addition

To study seedling recruitment response to the treatments, we se-
lected 15 common Central European grassland species (Table S1), 
abundant in the experimental plots, and added 50 seeds per species 
to all 80 L removal units. Based on a preseed addition seedling survey, 
seedling number was low under grazed conditions (data not shown), 
possibly because grazers also consumed flowers and affected seed 
production. Therefore, by adding a fixed amount of seeds independ-
ent of the species we ensured that there was a sufficient amount of 
seeds in each unit, all species had the same opportunity to respond 
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to the treatments, and seed availability would not prevent exam-
ining treatment effects on recruitment for any species (for a simi-
lar approach see Aicher et al., 2011; Eskelinen et al., 2016; Zobel 
et al., 2000). Species were chosen to encompass a broad range of 
size (e.g. seed size and adult plant stature) as indicators of germi-
nation success and relative competitive ability (Keddy et al., 2002). 
The seeds originated from a local wild collection from 2018 (Saale- 
Saaten Stolle, Germany) but represented the same accessions used 
for the initial establishment of the GCEF in 2014. Before sowing the 
seeds in the field, we tested their germination rate, ensuring the vi-
ability of the seed material (Table S1), and to make sure we were able 
to identify all species even from their first true leaves. Seeds of all 15 
species were mixed together and manually sprinkled over the units. 
We used a cardboard frame to prevent seeds from spreading outside 
the experimental units. Vegetation was gently shaken to ensure that 
seeds settled to the ground. Sowing was done in January to make 
sure that all seeds experienced natural cold stratification.

2.5  |  Seedling survey

In winter/spring 2019, the units were monitored frequently start-
ing from the beginning of February to capture all emerging seed-
lings. However, due to cold late winter and early spring of 2019, 
with frequent ground frost from February to mid- April (UFZ, 2019, 
Table S2), no seedlings were detected before April. The first seed-
lings appeared in late April when the occurrence of below zero tem-
peratures started to diminish, and growing season and vegetation 
growth properly started. Seedlings were counted and marked at the 
end of April and May. We identified all fully germinated seedlings 
(cotyledons and at least one true leaf out) into species and recorded 
their number. We counted seeded and naturally occurring species. 
Since we did not mark the seeds, it was not possible to distinguish 

naturally occurring seedlings from sown seedlings. Plants were 
counted as seedlings as long as their cotyledons were present. In 
this study we report data from the second sampling occasion (21– 
23 May), since this represents the peak number of seedlings. We 
also checked the plots in June and July for seeds germinating later; 
however, most seedlings had matured (i.e. no longer had cotyledons) 
and could no longer be counted as seedlings. Furthermore, as both 
2018 and 2019 were extreme drought years with high temperatures 
and very little rain in June and July (56% of precipitation in relation 
to long- term observations from 1961 to 1990; DWD, 2018, 2019) 
conditions were not favourable for any further germination. The 
2018 summer drought may have changed the composition of natu-
rally occurring seedlings through shifts in abundance in adult plant 
communities, but it should not have affected the treatment effects 
on early recruitment observed at the end of May 2019. Precipitation 
levels in March– April in 2019 were in line with 10- year average val-
ues (Table S2).

2.6  |  Abiotic measurements

We recorded litter depth (cm) at the centre of each unit from which 
litter was not removed (n = 40). We measured volumetric water con-
tent (VWC) and soil temperature at the centre of each unit (n = 80) 
at a depth of 3.81 cm with a soil moisture probe (TDR 100, Spectrum 
Technologies). The measurements were taken at the end of May all 
on the same day 1 week after the latest rain event (7.5 mm). We col-
lected two composite soil samples from each unit that were later 
pooled, dried in room temperature, and analysed for C:N ratio (Vario 
EL CNHS analyser, Elementar Analysensysteme GmbH). We meas-
ured light intensity at each unit using a light metre (LI- 250A, LI- 190R, 
LI- COR). Light measurements were taken on a cloudless day around 
noon at ground level. The measurements were taken under live veg-
etation and litter layer when present to quantify light conditions 
at the ground layer at the time of seedling sampling. However, in 
many plots litter layer was too thin for our light sensor to fit under 
it and the light measurements do not reflect the effect of litter on 
light. Light quality was measured at the same time with a handheld 
spectrometer (GL Spectis 1.0 touch, GL Optic, Poland). We focused 
on red to far red ratio (R:FR), an important indicator of vegetation 
density and composition (Skalova et al., 1999). The live and dead bio-
mass collected at the time of implementing the litter removal treat-
ment was oven- dried at 60°C for 48 h and weighed. No permit was 
needed to conduct the field work of this study.

2.7  |  Statistical analysis

We used linear mixed effects models to assess the interactive effects 
of herbivore exclusion, fertilization, light addition and litter removal 
(all fixed factors) on seedling number and richness. To account for the 
split- split- plot experimental design, that is, that litter removal units 
were sub- subplots nested within subplots that in turn were nested 

F I G U R E  2  Litter biomass (mean ± SE) in relation to fertilization, 
herbivore exclusion and their interaction. The dead biomass was 
collected from 20 × 20 cm litter removal units when establishing the 
litter removal treatment in January 2019, oven dried and weighed. 
The biomass values on the y- axis were scaled up to 1 m2. Herbivory 
exclusion increased litter biomass (F1,12 = 22.91, p < 0.001) and 
there was a trend that this effect was magnified by fertilization 
(E × F interaction, F1,12 = 3.22, p = 0.098). C, control; F, fertilization; 
E, herbivore exclusion; EF, fertilization and herbivore exclusion.
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within plots that were organized in blocks, our random effects in-
cluded subplot nested within plot and plots nested within block. 
All models had the same random structure. We limited the amount 
of interactions to three- way interactions, since four- way interac-
tions were not significant and did not change the results otherwise. 
Significance of the factors was tested with F- tests. We used model 
diagnostic plots to check the homogeneity of variances and the nor-
mality of errors (Crawley, 2007) and both seedling number and rich-
ness were square- root transformed to meet the assumptions. We 
also tried running the same models as GLMMs with a Poisson error 
structure, but these models failed to converge. To additionally test 
for variation in effect sizes between light addition and litter removal 
we calculated their effect sizes on total seedling number and richness 
as log ratios of the treatment responses divided by the control. Data 
were pooled across exclosure and fertilization treatments for these 
analyses. We used linear mixed effect models to assess statistical dif-
ferences of the effect sizes between the treatments.

We used similar linear mixed effects models with the same ran-
dom structure than above to test the effects of the treatments on 
individual seedling species that were common enough in the plots, 
that is, had three or more observations in each treatment combi-
nation. Of the 36 species observed we ran separate models for six 
species. It was not possible to test the remaining 30 species.

We assessed the relationship between (total and sown) seedling 
number and richness and the environmental variables (light inten-
sity and quality, soil moisture, temperature and C:N ratio) and litter 
depth using multiple linear mixed effects models with similar ran-
dom structure as above. We standardized all explanatory variables 
to facilitate the comparison of values with different units and orders 
of magnitude. Collinearity of the single factors in the models was 
tested using the variance inflation factor (VIF) and factor reordering. 
Since litter depth was measured only in units where litter was pres-
ent (i.e. in half of the units compared to measurements taken for the 
other factors), the relationship between seedling number and rich-
ness (total and sown) and litter depth was tested in separate models. 
In these models, plot was nested within block, which accounts for 
the nested sampling design.

To investigate the interactive effects of herbivore exclusion, 
nutrient enrichment, light addition and litter removal on the com-
munity composition of seedlings, we applied permutational multi-
variate analysis of variances (Anderson, 2001) with Bray– Curtis 
dissimilarity and 999 permutations. We included block as a random 
variable in the models. Total seedling and sown seedling communi-
ties were analysed separately. We used nonmetric multidimensional 
scaling (NMDS) to illustrate significant community responses to the 
treatments.

We used the lme4 package (Bates et al., 2015) to run linear mixed 
effect models, the car package for assessing the significance of the 
treatments effects (Fox & Weisberg, 2019), the vegan package for 
running PERMANOVA and NMDS (Oksanen et al., 2020), the ti-
dyverse package for data manipulation (Wickham et al., 2019) and the 
ggplot2 package for plotting (Wickham, 2016) in R statistical soft-
ware (R Core Team, 2020 version 4.0.2).

3  |  RESULTS

3.1  |  Effects of litter removal, light addition and 
other treatments on seedling number and richness

Thirteen of 15 originally sown species were found in at least some 
of the experimental units. Only Heracleum sphondyleum and Linaria 
vulgaris did not germinate at all. The maximum number of seedlings 
(sown species only) in one unit was 65 and the maximum number of 
all seedlings (including unseeded species) in one unit was 85. The 
maximum seedling richness (sown species only) in one unit was 9 and 
the maximum seedling richness of all species (including unseeded 
species) in one unit was 16. In total, we found 36 different seedling 
species in the entire experimental set- up.

Litter removal significantly increased both total and sown seed-
ling number and richness (Figure 3a,b, Table S3, Figure S4a,b): total 
seedling number was on average 83% higher, and total seedling rich-
ness 33% higher, in litter removal units compared to intact units. Sown 
seedling number was on average 112% higher, and sown seedling rich-
ness 33% higher, in litter removal units compared to intact units.

Light addition had no significant main or interactive effects 
on either (total and sown) seedling number or seedling richness 
(Figure 3a,b, Table S3, Figure S4a,b), but fertilization significantly de-
creased total seedling number and richness (Figure 3a,b, Table S3).

Comparing the effect sizes of litter removal and light addition, 
litter accumulation had a strong negative effect on both total and 
sown seedling number and richness regardless of light addition or 
unlighted conditions, whereas light addition had no effect inde-
pendently or in combination with litter removal (Figure S5a– d).

3.2  |  Environmental changes in relation to seedling 
number and richness

Total and sown seedling number and richness were not significantly 
related to light intensity or light spectrum (Figures 4d,e and 5d,e, 
Table S4), even though the range of measured light intensity val-
ues was high (11.54– 1202.50 μmol/m2/s, Figures 4d and 5d). In ad-
dition, neither total and sown seedling number nor richness were 
significantly correlated with soil moisture, soil temperature or soil 
C:N ratio (Figures 4b,c,f and 5b,c,f, Table S3). Sown seedling num-
ber decreased with increasing litter depth, but this effect was only 
marginally significant (Table S4). Total seedling number and total and 
sown seedling richness showed no significant relation to litter depth 
(measured only from plots where litter was still present, i.e. no litter 
removal plots; Figures 4a and 5a, Table S4).

3.3  |  Effects of litter removal, light addition and 
other treatments on individual seedling species

Consistent with total seedling number, three of the tested individual 
species that responded to the treatments were positively affected 
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by litter removal: there was a significant positive main effect on 
Achillea millefolium, Daucus carota and Plantago media (Figure S6a). In 
addition, herbivore exclusion had a positive impact on Galium album 
(Figure S6b). Pimpinella saxifraga and Silene latifolia were tested but 
did not respond to any of the treatments.

3.4  |  Effects of litter removal, light addition and 
other treatments on the seedling community

Both total and sown seedling species community compositions were 
altered by litter removal and herbivore exclusion (PERMANOVA results; 

F I G U R E  3  (a) Total number of seedlings (mean ± SE) and (b) total seedling richness (mean ± SE) under light addition, litter removal, 
herbivore exclusion and fertilization sampled in May 2019. The asterisks indicate statistical significance (***p < 0.001; main effect of litter 
removal, *p < 0.05; main effect of fertilization).

F I G U R E  4  Relationships between total seedling number and (a) litter depth, (b) soil moisture, (c) soil temperature, (d) light intensity at 
the ground (under litter and live vegetation when present), (e) red to far red ratio and (f) soil C:N ratio. All measurements were taken at the 
seedling survey units. The dashed line indicates that there is no significant relationship. Note that litter depth was only recorded in half of 
the experimental units (those without litter removal treatment). Figures for sown seedlings (data not shown) are qualitatively the same.
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Table S5, Figure S7a,b). Herbivore exclusion and litter removal also inter-
acted to affect sown seedling community composition (PERMANOVA 
results; Table S5, Figure S7c). Light addition and fertilization had no ef-
fect on total and sown seedling community compositions.

4  |  DISCUSSION

We found that recruitment success (seedling number and richness) 
was strongly controlled by the presence of litter, while light addi-
tion above the litter layer exhibited no significant impact on early 
seedling recruitment neither independently nor in combination with 
litter removal. Furthermore, a large range of measured light intensity 
values did not correlate with recruitment success, reinforcing our 
experimental result that light was not important for early seedling 
establishment. These findings were independent of nutrient enrich-
ment and herbivory. Our results therefore suggest that light limita-
tion hampering early recruitment through shading by surrounding 
adult vegetation is not the main driver of diversity loss in a wide 
variety of conditions, and not even under nutrient enrichment and 
exclusion of herbivores. Rather, a combination of factors associated 
with build- up of dense litter layer determines how many species and 
seedlings germinate. Conditions which promote accumulation of 
dead biomass can therefore be important filters preventing recruit-
ment from the local species pool.

Our first prediction was supported as litter removal greatly in-
creased seedling number and richness. Litter removal also increased 
seedling number of most of the individual species that we tested and 
altered seedling community composition. These results are in line 
with earlier litter removal experiments which have shown an increase 
in seedling number or density in response to litter removal (Jensen 
& Meyer, 2001; Johnson et al., 2018; Wilsey & Polley, 2003). Litter 
addition studies also confirm these results (Foster & Gross, 1998; 
Xiong et al., 2003; Zhang et al., 2019). Together these findings high-
light the important role of undecomposed litter, that is, the legacy 
of previous years' vegetation, in suppressing recruitment from seed. 
Accumulated dead biomass can hamper seedling establishment by 
creating a mechanical barrier that prevents seeds from reaching soil 
surface (Donath & Eckstein, 2010; Facelli & Pickett, 1991; Ruprecht 
et al., 2012) and, on the other hand, can suppress seedlings that 
have already germinated. Litter can also inhibit germination through 
leachates (Ruprecht et al., 2008) or by blocking incoming light and 
precipitation (Facelli & Pickett, 1991). In addition, rodents may be 
more active under the protective cover of litter, since dead plant 
material can provide shelter and cover, increasing seed and seed-
ling predation (Edwards & Crawley, 1999; Fraser & Madson, 2008; 
Hulme, 1996; Smith et al., 2021). In our study, recruitment success 
was not associated with light intensity and quality, soil moisture, soil 
temperature or soil C:N ratio, suggesting that litter likely acted as a 
mechanical barrier, rather than affected seedling recruitment via any 

F I G U R E  5  Relationships between total seedling richness and (a) litter depth, (b) soil moisture, (c) soil temperature, (d) light intensity at 
the ground (under litter and live vegetation when present), (e) red to far red ratio and (f) soil C:N ratio. All measurements were taken at the 
seedling survey units. The dashed line indicates that there is no significant relationship. Note that litter depth was only recorded in half of 
the experimental units (those without litter removal treatment). Figures for sown seedlings (data not shown) are qualitatively the same.
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environmental variables. Furthermore, seedling richness and num-
ber were unrelated to litter depth (Figures 4a and 5a), even though 
litter depth had a negative impact on light (Figure S3), suggesting 
that even a thin litter layer can reduce seedling recruitment inde-
pendent of its impact on light. In addition, litter- driven recruitment 
patterns are likely to be controlled not only by one but also by a com-
bination of factors (Lamb, 2008) which jointly affect recruitment, 
and subsequently influence community diversity.

Our second prediction was not supported as light addition did 
not significantly increase seedling number and richness. Moreover, 
light addition had no significant effect even when litter was removed, 
indicating that reduced light via shading by surrounding vegetation is 
not an important factor affecting seed germination and early estab-
lishment. These experimental results were confirmed by our obser-
vational results that even though our light measurements spanned 
a great magnitude of light intensity values (11.54 to 1202.50 μmol/
m2/s), light intensity was not associated with seedling number and 
richness, supporting our conclusion that light does not have a signif-
icant impact on early recruitment success. In earlier studies manipu-
lating the light environment for seedlings indirectly (e.g. via cutting 
biomass, removing litter), positive treatment effects have been 
interpreted as at least partly reflecting greater light limitation and 
competition for light with adult plants (Foster & Gross, 1998; but see 
Eskelinen & Virtanen, 2005; Jutila & Grace, 2002; Loydi et al., 2015; 
Xiong et al., 2003). These studies, however, do not separate between 
the effects of light and litter, and do not control for altered nutrient, 
temperature and humidity levels that can be caused by biomass re-
moval or vegetation tiebacks (Eskelinen et al., 2022; Grman, 2013; 
Gross et al., 2005). Our results of direct light addition, independently 
and in combination with litter removal, suggest that litter rather than 
light availability determines early recruitment success.

Our study was not designed to examine the mechanisms by 
which litter affects early germination and we therefore cannot say 
for sure why litter hampered germination. It would be difficult to 
experimentally disentangle the variable effects of litter on seedling 
emergence. For example, adding light under litter without simulta-
neously disturbing and increasing space, that is, affecting the phys-
ical barrier that litter forms, would be challenging. However, even 
though light reduction could still be one mechanism through which 
litter inhibits germination, our result that light addition, even in 
the absence of litter, did not affect total recruitment suggests that 
changed light availability is not the main mechanism.

It is also possible that the mechanisms maintaining grassland 
plant coexistence may differ between early seedlings and later 
plant life stages. In mature plant communities competition for light 
has been shown to reduce diversity both in greenhouse conditions 
and in the field (Eskelinen et al., 2022; Hautier et al., 2009). While 
adult plants compete for light to maintain a positive carbon balance 
(Mooney, 1972), early seedlings can tolerate low light levels; they do 
not compete with adult plants for light because they are morpholog-
ically inferior and have a less light demanding physiology (Kitajima 
& Myers, 2008). Rather, newly emerging seedlings have evolved to 
develop under light- limited conditions by, for example, adapting the 

photosynthetic capacity of their cotyledons and first true leaves ac-
cordingly (Lawrence et al., 2020). Young seedlings can also live on 
seed resources for a while and therefore are not fully dependent 
on light for resource acquisition until photosynthesis is fully initi-
ated (Fenner, 1987; Kennedy et al., 2004; Kitajima & Myers, 2008). 
Consequently, light availability, altered by surrounding vegetation, 
might not be as critical in early seedling establishment as previously 
thought but likely increases in importance with plant maturation. 
This is supported by findings from the same study system, that 
light addition mitigated or offset the negative effects of fertilization 
and herbivore exclusion on whole community diversity (Eskelinen 
et al., 2022). The impacts of light limitation might therefore act 
through extinctions in later life stages; however, more research is 
needed to disentangle the effects of light in different life stages.

We expected stronger litter-  or light- driven microsite limitation 
for seedlings under fertilization and exclusion of herbivores. In con-
trast to this prediction, litter removal and light addition did not have 
a stronger positive effect on seedling recruitment under fertilized 
and fenced conditions, even though especially herbivore exclusion 
greatly increased the amount of dead biomass (by 53%; Figure 2). 
In our experiment, both litter removal and herbivore exclusion act 
in parallel by affecting the amount of litter, possibly explaining 
why we only found significant treatment effects for litter removal. 
Nevertheless, the strong effect of herbivore exclusion on litter accu-
mulation suggests that herbivore exclusion is an important factor for 
litter build- up and thus indirectly influences seedling recruitment. 
The fertilization treatment alone did not significantly increase litter 
biomass which may explain why suppression of seedling recruitment 
by litter was not magnified by nutrient enrichment.

We found that fertilization alone, independent of litter removal 
and light addition, decreased seedling number and richness, which 
indicates that fertilization did not reduce recruitment via litter ac-
cumulation or light limitation, in contrast to what was suggested 
in previous studies (Bergholz et al., 2015; Myers & Harms, 2009; 
Stevens, Bunker, et al., 2004). Our result is therefore rather linked to 
physiological responses of seedlings to higher ammonium levels in 
fertilized plots (Figure S8b), which can create a toxic environment for 
seedlings (Britto & Kronzucker, 2002), or slightly reduced pH in fer-
tilized plots (Figure S8a), which can also negatively affect seedlings 
(Bardgett et al., 1999). In general, higher ammonium levels could 
also favour pathogens (Lekberg et al., 2021) or affect other factors 
that could be harmful for seedlings but which were not tested in 
our experiment. Overall, our finding shows that potential direct ef-
fects of fertilization can be an additional obstacle to diversity via 
recruitment, but the effect is marginal compared to the effect of 
litter accumulation.

Seedling community responses to the treatments mostly fol-
lowed the responses of seedling number and richness, with litter 
removal being the most influential factor. In addition, herbivore 
exclusion altered seedling community composition, possibly via its 
effects on adult plant community composition and litter (Figure 2), 
or via trampling. One species, G. album, also directly suffered from 
grazing, emphasizing that individual species responses can also vary.
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To conclude, our results provide novel insights into the mecha-
nisms that drive coexistence and diversity in the recruitment phase. 
We show that litter controlled species richness and abundance on 
the seedling level via reduced species recruitment, while light avail-
ability, altered by surrounding adult vegetation, did not matter for 
recruitment, neither independently nor in combination with litter 
removal. This contrasts with findings from adult plant communi-
ties where light addition has been shown to offset diversity decline 
in a greenhouse (Hautier et al., 2009) and in the field (Eskelinen 
et al., 2022). However, to our knowledge this is the first study to di-
rectly add light in the field to test its role in affecting recruitment and 
is the first study separating the roles of litter accumulation and light 
availability in the early recruitment phase. Our results contribute to 
the knowledge needed for planning restoration efforts by empha-
sizing the detrimental effect of litter accumulation for recruitment 
from seed. This knowledge is important for restoration practices 
using seed addition to maintain diversity in natural and seminatu-
ral grasslands (Hernández et al., 2021; Johnson et al., 2018; Török 
et al., 2021), which should benefit from additional litter removal.

AUTHOR CONTRIBUTIONS
Maria- Theresa Jessen collected and analysed the data and wrote 
the manuscript with substantial contributions from Anu Eskelinen. 
Harald Auge and W. Stanley Harpole contributed in editing the man-
uscript. Anu Eskelinen developed and established the experiment 
with contributions from W. Stanley Harpole and Harald Auge.

ACKNO WLE DG E MENTS
This study was funded by the iDiv Flexpool Program (grant no. 
34600565- 11) and a Finnish Academy Research grant (project 
29719) to A.E. We appreciate the Helmholtz Association, the 
Federal Ministry of Education and Research, the State Ministry of 
Science and Economy of Saxony- Anhalt and the State Ministry for 
Higher Education, Research and the Arts Saxony to fund the Global 
Change Experimental Facility (GCEF) project. We thank the staff of 
the Bad Lauchstädt Experimental Research Station (especially Ines 
Merbach and Konrad Kirsch) and Martin Schädler for their work 
in maintaining the plots and infrastructures of the Global Change 
Experimental Facility (GCEF), and Harald Auge, François Buscot, 
Stefan Klotz, Thomas Reitz and Martin Schädler for their role in 
setting up the GCEF. We are grateful to Susanne Dunker and Yann 
Hautier for discussions when planning the experiment, to Peter 
Portius and the UFZ workshop staff for planning and manufacturing 
the lamp mounts, to Anna Leyendecker and Chhaya Werner for sup-
portive help in the field and to Ursula Rachor and Petra Hoffmann 
for valuable help in the laboratory. We thank Marina Semchenko 
and Deborah Ashworth for analysing soil pH and NH4

+, and Jane 
Catford, Eric Allan, Niv DeMalach and an anonymous reviewer for 
helpful comments that improved the manuscript. Open Access fund-
ing enabled and organized by Projekt DEAL.

CONFLIC T OF INTERE S T S TATEMENT
The authors declare no competing interests.

PEER RE VIE W
The peer review history for this article is available at https://
w w w.webof  sc ien  ce .com/api/gatew ay/wos/peer-  rev ie  w/ 
10.1111/1365- 2745.14099.

DATA AVAIL ABILIT Y S TATEMENT
All data associated with this study are publicly available at  
Figshare https://doi.org/10.6084/m9.figsh are.22285 528.v1 (Jessen  
et al., 2023).

ORCID
Maria- Theresa Jessen  https://orcid.org/0000-0002-5238-7118 
Harald Auge  http://orcid.org/0000-0001-7432-8453 
W. Stanley Harpole  https://orcid.org/0000-0002-3404-9174 
Anu Eskelinen  http://orcid.org/0000-0003-1707-5263 

R E FE R E N C E S
Aicher, R. J., Larios, L., & Suding, K. N. (2011). Seed supply, recruitment, 

and assembly: Quantifying relative seed and establishment limita-
tion in a plant community context. The American Naturalist, 178, 
464– 477. https://doi.org/10.1086/661900

Altermann, M., Rinklebe, J., Merbach, I., Körschens, M., Langer, U., & 
Hofmann, B. (2005). Chernozem— Soil of the year 2005. Journal 
of Plant Nutrition and Soil Science, 168, 725– 740. https://doi.
org/10.1002/jpln.20052 1814

Anderson, M. J. (2001). A new method for non- parametric multivar-
iate analysis of variance. Austral Ecology, 26, 32– 46. https://doi.
org/10.1111/j.1442- 9993.2001.01070.pp.x

Bakker, E. S., Ritchie, M. E., Olff, H., Milchunas, D. G., & Knops, J. M. 
(2006). Herbivore impact on grassland plant diversity depends on 
habitat productivity and herbivore size. Ecology Letters, 9, 780– 788. 
https://doi.org/10.1111/j.1461- 0248.2006.00925.x

Bardgett, R. D., Mawdsley, J. L., Edwards, S., Hobbs, P. J., Rodwell, J. S., & 
Davies, W. J. (1999). Plant species and nitrogen effects on soil biolog-
ical properties of temperate upland grasslands. Functional Ecology, 
13, 650– 660. https://doi.org/10.1046/j.1365- 2435.1999.00362.x

Bates, D., Maechler, M., Bolker, B., & Walker, S. (2015). Fitting linear 
mixed- effects models using lme4. Journal of Statistical Software, 67, 
1– 48. https://doi.org/10.18637/ jss.v067.i01

Bergholz, K., Jeltsch, F., Weiss, L., Pottek, J., Geißler, K., & Ristow, M. 
(2015). Fertilization affects the establishment ability of species dif-
fering in seed mass via direct nutrient addition and indirect com-
petition effects. Oikos, 124, 1547– 1554. https://doi.org/10.1111/
oik.02193

Bobbink, R., Hicks, K., Galloway, J., Spranger, T., Alkemade, R., Ashmore, 
M., Bustamante, M., Cinderby, S., Davidson, E., Dentener, F., 
Emmett, B., Erisman, J. W., Fenn, M., Gilliam, F., Nordin, A., Pardo, 
L., & De Vries, W. (2010). Global assessment of nitrogen deposi-
tion effects on terrestrial plant diversity: A synthesis. Ecological 
Applications, 20, 30– 59. https://doi.org/10.1890/08- 1140.1

Bonanomi, G., Incerti, G., Barile, E., Capodilupo, M., Antignani, 
V., Mingo, A., Lanzotti, V., Scala, F., & Mazzoleni, S. (2011). 
Phytotoxicity, not nitrogen immobilization, explains plant lit-
ter inhibitory effects: Evidence from solid- state 13C NMR 
spectroscopy. New Phytologist, 191, 1018– 1030. https://doi.
org/10.1111/j.1469- 8137.2011.03765.x

Borer, E. T., Harpole, W. S., Adler, P. B., Lind, E. M., Orrock, J. L., 
Seabloom, E. W., Smith, M. D., & Freckleton, R. (2014). Finding 
generality in ecology: A model for globally distributed experi-
ments. Methods in Ecology and Evolution, 5, 65– 73. https://doi.
org/10.1111/2041- 210x.12125

 13652745, 2023, 6, D
ow

nloaded from
 https://besjournals.onlinelibrary.w

iley.com
/doi/10.1111/1365-2745.14099 by Fak-M

artin L
uther U

niversitats, W
iley O

nline L
ibrary on [01/03/2024]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://www.webofscience.com/api/gateway/wos/peer-review/10.1111/1365-2745.14099
https://www.webofscience.com/api/gateway/wos/peer-review/10.1111/1365-2745.14099
https://www.webofscience.com/api/gateway/wos/peer-review/10.1111/1365-2745.14099
https://doi.org/10.6084/m9.figshare.22285528.v1
https://orcid.org/0000-0002-5238-7118
https://orcid.org/0000-0002-5238-7118
http://orcid.org/0000-0001-7432-8453
http://orcid.org/0000-0001-7432-8453
https://orcid.org/0000-0002-3404-9174
https://orcid.org/0000-0002-3404-9174
http://orcid.org/0000-0003-1707-5263
http://orcid.org/0000-0003-1707-5263
https://doi.org/10.1086/661900
https://doi.org/10.1002/jpln.200521814
https://doi.org/10.1002/jpln.200521814
https://doi.org/10.1111/j.1442-9993.2001.01070.pp.x
https://doi.org/10.1111/j.1442-9993.2001.01070.pp.x
https://doi.org/10.1111/j.1461-0248.2006.00925.x
https://doi.org/10.1046/j.1365-2435.1999.00362.x
https://doi.org/10.18637/jss.v067.i01
https://doi.org/10.1111/oik.02193
https://doi.org/10.1111/oik.02193
https://doi.org/10.1890/08-1140.1
https://doi.org/10.1111/j.1469-8137.2011.03765.x
https://doi.org/10.1111/j.1469-8137.2011.03765.x
https://doi.org/10.1111/2041-210x.12125
https://doi.org/10.1111/2041-210x.12125


1184  |   Journal of Ecology JESSEN et al.

Borer, E. T., Seabloom, E. W., Gruner, D. S., Harpole, W. S., Hillebrand, 
H., Lind, E. M., Adler, P. B., Alberti, J., Anderson, T. M., Bakker, 
J. D., Biederman, L., Blumenthal, D., Brown, C. S., Brudvig, L. A., 
Buckley, Y. M., Cadotte, M., Chu, C., Cleland, E. E., Crawley, M. J., 
… Yang, L. H. (2014). Herbivores and nutrients control grassland 
plant diversity via light limitation. Nature, 508, 517– 520. https://doi.
org/10.1038/natur e13144

Britto, D. T., & Kronzucker, H. J. (2002). NH4+ toxicity in higher plants: 
A critical review. Journal of Plant Ecology, 159, 567– 584. https://doi.
org/10.1078/0176- 1617- 0774

Buras, A., Rammig, A., & Zang, C. S. (2020). Quantifying impacts of 
the 2018 drought on European ecosystems in comparison to 
2003. Biogeosciences, 17, 1655– 1672. https://doi.org/10.5194/
bg- 17- 1655- 2020

Chen, M., Chory, J., & Fankhauser, C. (2004). Light signal transduction 
in higher plants. Annual Review of Genetics, 38, 87– 117. https://doi.
org/10.1146/annur ev.genet.38.072902.092259

Clark, C. M., & Tilman, D. (2008). Loss of plant species after chronic low- 
level nitrogen deposition to prairie grasslands. Nature, 451, 712– 
715. https://doi.org/10.1038/natur e06503

Crawley, M. J. (2007). The R book. Wiley & Sons, Ldt.
DeMalach, N., Zaady, E., & Kadmon, R. (2017). Light asymmetry explains 

the effect of nutrient enrichment on grassland diversity. Ecology 
Letters, 20, 60– 69. https://doi.org/10.1111/ele.12706

Demmig- Adams, B., & Adams, W. W., 3rd. (2006). Photoprotection 
in an ecological context: The remarkable complexity of ther-
mal energy dissipation. New Phytologist, 172, 11– 21. https://doi.
org/10.1111/j.1469- 8137.2006.01835.x

Diaz, S., Lavorel, S., McIntyre, S., Falczuk, V., Casanoves, F., 
Milchunas, D. G., Skarpe, C., Rusch, G., Sternberg, M., Noy- 
Meir, I., Landsberg, J., Zhang, W., Clark, H., & Campbell, B. 
D. (2007). Plant trait responses to grazing— A global syn-
thesis. Global Change Biology, 13, 313– 341. https://doi.
org/10.1111/j.1365- 2486.2006.01288.x

Dickson, T. L., & Foster, B. L. (2011). Fertilization decreases plant biodi-
versity even when light is not limiting. Ecology Letters, 14, 380– 388. 
https://doi.org/10.1111/j.1461- 0248.2011.01599.x

Donath, T. W., & Eckstein, R. L. (2010). Effects of bryophytes and grass 
litter on seedling emergence vary by vertical seed position and 
seed size. Plant Ecology, 207, 257– 268. https://doi.org/10.1007/
s1125 8- 009- 9670- 8

DWD. (2018). In D. Wetterdienst (Ed.), Deutschlandwetter im Jahr 2018: 
Die wärmsten, trockensten und sonnigsten Orte in Deutschland. 
Deutscher Wetterdienst.

DWD. (2019). In D. Wetterdienst (Ed.), Deutschlandwetter im Jahr 2019: 
Die wärmsten, trockensten und sonnigsten Orte in Deutschland. 
Deutscher Wetterdienst.

Edwards, G. R., & Crawley, M. J. (1999). Herbivores, seed banks and 
seedling recruitment in Mesic grassland. Journal of Ecology, 87, 423– 
435. https://doi.org/10.1046/j.1365- 2745.1999.00363.x

Eskelinen, A., Harpole, W. S., Jessen, M. T., Virtanen, R., & Hautier, Y. 
(2022). Light competition drives herbivore and nutrient effects 
on plant diversity. Nature, 611, 301– 305. https://doi.org/10.1038/
s4158 6- 022- 05383 - 9

Eskelinen, A., Saccone, P., Spasojevic, M. J., & Virtanen, R. (2016). 
Herbivory mediates the long- term shift in the relative importance 
of microsite and propagule limitation. Journal of Ecology, 104, 1326– 
1334. https://doi.org/10.1111/1365- 2745.12592

Eskelinen, A., & Virtanen, R. (2005). Local and regional processes in 
low- productive mountain plant communities: The roles of seed 
and microsite limitation in relation to grazing. Oikos, 110, 360– 368. 
https://doi.org/10.1111/j.0030- 1299.2005.13579.x

Evju, M., Austrheim, G., Halvorsen, R., & Mysterud, A. (2009). Grazing 
responses in herbs in relation to herbivore selectivity and plant 
traits in an alpine ecosystem. Oecologia, 161, 77– 85. https://doi.
org/10.1007/s0044 2- 009- 1358- 1

Facelli, J. M., & Pickett, S. T. A. (1991). Plant litter— Its dynamics and 
effects on plant community structure. Botanical Review, 57, 1– 32. 
https://doi.org/10.1007/Bf028 58763

Fayolle, A., Violle, C., & Navas, M. L. (2009). Differential impacts of plant in-
teractions on herbaceous species recruitment: Disentangling factors 
controlling emergence, survival and growth of seedlings. Oecologia, 
159, 817– 825. https://doi.org/10.1007/s00442- 008- 1254- 0

Fenner, M. (1987). Seedlings. New Phytologist, 106, 35– 47. https://doi.
org/10.1111/j.1469- 8137.1987.tb046 81.x

Foster, B. L., & Gross, K. L. (1998). Species richness in a successional 
grassland: Effects of nitrogen enrichment and plant litter. Ecology, 
79, 2593– 2602. https://doi.org/10.2307/176503

Fox, J., & Weisberg, S. (2019). An {R} companion to applied regression. Sage.
Fraser, L. H., & Madson, E. B. (2008). The interacting effects of herbivore 

exclosures and seed addition in a wet meadow. Oikos, 117, 1057– 
1063. https://doi.org/10.1111/j.0030- 1299.2008.16251.x

Goldberg, D. E., Martina, J. P., Elgersma, K. J., & Currie, W. S. (2017). 
Plant size and competitive dynamics along nutrient gradients. The 
American Naturalist, 190, 229– 243. https://doi.org/10.1086/692438

Grman, E. (2013). Seedling light limitation does not increase across a 
natural productivity gradient. Journal of Plant Ecology, 6, 193– 200. 
https://doi.org/10.1093/jpe/rts032

Gross, K. L., Mittelbach, G. G., & Reynolds, H. L. (2005). Grassland inva-
sibility and diversity: Responses to nutrients, seed input, and dis-
turbance. Ecology, 86, 476– 486. https://doi.org/10.1890/04- 0122

Hari, V., Rakovec, O., Markonis, Y., Hanel, M., & Kumar, R. (2020). 
Increased future occurrences of the exceptional 2018– 2019 
Central European drought under global warming. Scientific Reports, 
10, 12207. https://doi.org/10.1038/s4159 8- 020- 68872 - 9

Harpole, W. S., & Tilman, D. (2007). Grassland species loss resulting 
from reduced niche dimension. Nature, 446, 791– 793. https://doi.
org/10.1038/natur e05684

Hautier, Y., Niklaus, P. A., & Hector, A. (2009). Competition for light 
causes plant biodiversity loss after eutrophication. Science, 324, 
636– 638. https://doi.org/10.1126/scien ce.1169640

Hernández, E., Shaw, E. A., Aoyama, L., Brambila, A., Niederer, C., Weiss, 
S. B., & Hallett, L. M. (2021). Fire versus grazing as tools to restore 
serpentine grasslands under global change. Restoration Ecology, 29, 
e13353. https://doi.org/10.1111/rec.13353

Hulme, P. E. (1996). Herbivores and the performance of grassland plants: 
A comparison of arthropod, mollusc and rodent herbivory. Journal 
of Ecology, 84, 43– 51. https://doi.org/10.2307/2261698

Jensen, K., & Meyer, C. (2001). Effects of light competition and litter on 
the performance of Viola palustris and on species composition and 
diversity of an abandoned fen meadow. Plant Ecology, 155, 169– 
181. https://doi.org/10.1023/A:10132 70628964

Jessen, M. T., Auge, H., Harpole, W. S., & Eskelinen, A. (2023). Data from: 
Litter accumulation, not light limitation, drives early plant recruit-
ment. Figshare. https://doi.org/10.6084/m9.figsh are.22285 528.v1

Johnson, D. P., Catford, J. A., Driscoll, D. A., Gibbons, P., & Fraser, L. 
(2018). Seed addition and biomass removal key to restoring native 
forbs in degraded temperate grassland. Applied Vegetation Science, 
21, 219– 228. https://doi.org/10.1111/avsc.12352

Jutila, H. M., & Grace, J. B. (2002). Effects of disturbance on germination 
and seedling establishment in a coastal prairie grassland: A test of 
the competitive release hypothesis. Journal of Ecology, 90, 291– 302. 
https://doi.org/10.1046/j.1365- 2745.2001.00665.x

Kaarlejärvi, E., Eskelinen, A., & Olofsson, J. (2017). Herbivores rescue 
diversity in warming tundra by modulating trait- dependent spe-
cies losses and gains. Nature Communications, 8, 419. https://doi.
org/10.1038/s4146 7- 017- 00554 - z

Kahmen, S., & Poschlod, P. (2008). Does germination success differ 
with respect to seed mass and germination season? Experimental 
testing of plant functional trait responses to grassland manage-
ment. Annals of Botany, 101, 541– 548. https://doi.org/10.1093/
aob/mcm311

 13652745, 2023, 6, D
ow

nloaded from
 https://besjournals.onlinelibrary.w

iley.com
/doi/10.1111/1365-2745.14099 by Fak-M

artin L
uther U

niversitats, W
iley O

nline L
ibrary on [01/03/2024]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1038/nature13144
https://doi.org/10.1038/nature13144
https://doi.org/10.1078/0176-1617-0774
https://doi.org/10.1078/0176-1617-0774
https://doi.org/10.5194/bg-17-1655-2020
https://doi.org/10.5194/bg-17-1655-2020
https://doi.org/10.1146/annurev.genet.38.072902.092259
https://doi.org/10.1146/annurev.genet.38.072902.092259
https://doi.org/10.1038/nature06503
https://doi.org/10.1111/ele.12706
https://doi.org/10.1111/j.1469-8137.2006.01835.x
https://doi.org/10.1111/j.1469-8137.2006.01835.x
https://doi.org/10.1111/j.1365-2486.2006.01288.x
https://doi.org/10.1111/j.1365-2486.2006.01288.x
https://doi.org/10.1111/j.1461-0248.2011.01599.x
https://doi.org/10.1007/s11258-009-9670-8
https://doi.org/10.1007/s11258-009-9670-8
https://doi.org/10.1046/j.1365-2745.1999.00363.x
https://doi.org/10.1038/s41586-022-05383-9
https://doi.org/10.1038/s41586-022-05383-9
https://doi.org/10.1111/1365-2745.12592
https://doi.org/10.1111/j.0030-1299.2005.13579.x
https://doi.org/10.1007/s00442-009-1358-1
https://doi.org/10.1007/s00442-009-1358-1
https://doi.org/10.1007/Bf02858763
https://doi.org/10.1007/s00442-008-1254-0
https://doi.org/10.1111/j.1469-8137.1987.tb04681.x
https://doi.org/10.1111/j.1469-8137.1987.tb04681.x
https://doi.org/10.2307/176503
https://doi.org/10.1111/j.0030-1299.2008.16251.x
https://doi.org/10.1086/692438
https://doi.org/10.1093/jpe/rts032
https://doi.org/10.1890/04-0122
https://doi.org/10.1038/s41598-020-68872-9
https://doi.org/10.1038/nature05684
https://doi.org/10.1038/nature05684
https://doi.org/10.1126/science.1169640
https://doi.org/10.1111/rec.13353
https://doi.org/10.2307/2261698
https://doi.org/10.1023/A:1013270628964
https://doi.org/10.6084/m9.figshare.22285528.v1
https://doi.org/10.1111/avsc.12352
https://doi.org/10.1046/j.1365-2745.2001.00665.x
https://doi.org/10.1038/s41467-017-00554-z
https://doi.org/10.1038/s41467-017-00554-z
https://doi.org/10.1093/aob/mcm311
https://doi.org/10.1093/aob/mcm311


    |  1185Journal of EcologyJESSEN et al.

Keddy, P., Nielsen, K., Weiher, E., & Lawson, R. (2002). Relative com-
petitive performance of 63 species of terrestrial herbaceous 
plants. Journal of Vegetation Science, 13, 5– 16. https://doi.
org/10.1658/1100- 9233(2002)013[0005:Rcpos o]2.0.Co;2

Kennedy, P. G., Hausmann, N. J., Wenk, E. H., & Dawson, T. E. (2004). The 
importance of seed reserves for seedling performance: An inte-
grated approach using morphological, physiological, and stable iso-
tope techniques. Oecologia, 141, 547– 554. https://doi.org/10.1007/
s0044 2- 004- 1686- 0

Kitajima, K., & Myers, J. A. (2008). Seedling ecophysiology: Strategies 
toward achievement of positive net carbon balance. In M. A. Leck, 
V. T. Parker, & R. L. Simpson (Eds.), Seedling ecology and evolution. 
Cambridge University Press.

Kleijn, D. (2003). Can establishment characteristics explain the poor 
colonization success of late successional grassland species on 
ex- arable land? Restoration Ecology, 11, 131– 138. https://doi.
org/10.1046/j.1526- 100X.2003.00015.x

Lamb, E. G. (2008). Direct and indirect control of grassland community 
structure by litter, resources, and biomass. Ecology, 89, 216– 225. 
https://doi.org/10.1890/07- 0393.1

Lawrence, E. H., Springer, C. J., Helliker, B. R., & Poethig, R. S. (2020). 
MicroRNA156- mediated changes in leaf composition lead to 
altered photosynthetic traits during vegetative phase change. 
New Phytologist, 231, 1008– 1022. https://doi.org/10.1111/
nph.17007

Lekberg, Y., Arnillas, C. A., Borer, E. T., Bullington, L. S., Fierer, N., 
Kennedy, P. G., Leff, J. W., Luis, A. D., Seabloom, E. W., & Henning, 
J. A. (2021). Nitrogen and phosphorus fertilization consistently 
favor pathogenic over mutualistic fungi in grassland soils. Nature 
Communications, 12, 3484. https://doi.org/10.1038/s4146 7- 021- 
23605 - y

Loydi, A., Donath, T. W., Otte, A., & Eckstein, R. L. (2015). Negative and 
positive interactions among plants: Effects of competitors and lit-
ter on seedling emergence and growth of forest and grassland spe-
cies. Plant Biology, 17, 667– 675. https://doi.org/10.1111/plb.12287

Loydi, A., Eckstein, R. L., Otte, A., & Donath, T. W. (2013). Effects of 
litter on seedling establishment in natural and semi- natural grass-
lands: A meta- analysis. Journal of Ecology, 101, 454– 464. https://
doi.org/10.1111/1365- 2745.12033

Miller, T. E. (1987). Effects of emergence time on survival and growth in 
an early old- field plant community. Oecologia, 72, 272– 278. https://
doi.org/10.1007/BF003 79278

Mooney, H. A. (1972). The carbon balance of plants. Annual Review of 
Ecology and Systematics, 3, 315– 346. https://doi.org/10.1146/
annur ev.es.03.110172.001531

Myers, J. A., & Harms, K. E. (2009). Seed arrival, ecological filters, and 
plant species richness: A meta- analysis. Ecology Letters, 12, 1250– 
1260. https://doi.org/10.1111/j.1461- 0248.2009.01373.x

Oksanen, J., Blanchet, F. G., Friendly, M., Kindt, R., Legendre, P., McGlinn, 
D., Minchin, P. R., O'Hara, R. B., Simpson, G. L., Solymos, P., Stevens, 
M. H. H., Szoecs, E., & Wagner, H. (2020). Vegan: Community ecol-
ogy package.

Olff, H., & Ritchie, M. E. (1998). Effects of herbivores on grassland plant 
diversity. Trends in Ecology & Evolution, 13, 261– 265. https://doi.
org/10.1016/s0169 - 5347(98)01364 - 0

Olofsson, J., & Oksanen, L. (2002). Role of litter decomposition for 
the increased primary production in areas heavily grazed by rein-
deer: A litterbag experiment. Oikos, 96, 507– 515. https://doi.
org/10.1034/j.1600- 0706.2002.960312.x

R Core Team. (2020). R: A language and environment for statistical comput-
ing. R Foundation for Statistical Computing.

Ruprecht, E., Donath, T. W., Otte, A., & Eckstein, R. L. (2008). Chemical 
effects of a dominant grass on seed germination of four familial 
pairs of dry grassland species. Seed Science Research, 18, 239– 248. 
https://doi.org/10.1017/S0960 25850 8096190

Ruprecht, E., Szabó, A., & Collins, B. (2012). Grass litter is a natural seed trap 
in long- term undisturbed grassland. Journal of Vegetation Science, 
23, 495– 504. https://doi.org/10.1111/j.1654- 1103.2011.01376.x

Schädler, M., Buscot, F., Klotz, S., Reitz, T., Durka, W., Bumberger, J., 
Merbach, I., Michalski, S. G., Kirsch, K., Remmler, P., Schulz, E., & 
Auge, H. (2019). Investigating the consequences of climate change 
under different land- use regimes: A novel experimental infrastruc-
ture. Ecosphere, 10, e02635. https://doi.org/10.1002/ecs2.2635

Seo, M., Nambara, E., Choi, G., & Yamaguchi, S. (2009). Interaction of 
light and hormone signals in germinating seeds. Plant Molecular 
Biology, 69, 463– 472. https://doi.org/10.1007/s1110 3- 008- 9429- y

Skalova, H., Krahulec, F., During, H. J., Hadincova, V., Pechackova, S., & 
Herben, T. (1999). Grassland canopy composition and spatial het-
erogeneity in the light quality. Plant Ecology, 143, 129– 139. https://
doi.org/10.1023/A:10098 99803229

Smith, H. (1982). Light quality, photoreception and plant strategy. Annual 
Review in Plant Physiology, 33, 481– 518. https://doi.org/10.1146/
annur ev.pp.33.060182.002405

Smith, R. S., Blaze, J. A., Byers, J. E., & Friess, D. (2021). Dead litter of res-
ident species first facilitates and then inhibits sequential life stages 
of range- expanding species. Journal of Ecology, 109, 1649– 1664. 
https://doi.org/10.1111/1365- 2745.13586

Stevens, C. J., Dise, N. B., Mountford, J. O., & Gowing, D. J. (2004). 
Impact of nitrogen deposition on the species richness of grasslands. 
Science, 303, 1876– 1879. https://doi.org/10.1126/scien ce.1094678

Stevens, M. H. H., Bunker, D. E., Schnitzer, S. A., & Carson, W. P. (2004). 
Establishment limitation reduces species recruitment and species 
richness as soil resources rise. Journal of Ecology, 92, 339– 347. 
https://doi.org/10.1111/j.0022- 0477.2004.00866.x

Suding, K. N., Collins, S. L., Gough, L., Clark, C., Cleland, E. E., Gross, 
K. L., Milchunas, D. G., & Pennings, S. (2005). Functional-  and 
abundance- based mechanisms explain diversity loss due to N fer-
tilization. Proceedings of the National Academy of Sciences of the 
United States of America, 102, 4387– 4392. https://doi.org/10.1073/
pnas.04086 48102

Tilman, D. (1993). Species richness of experimental productivity gradi-
ents: How important is colonization limitation? Ecology, 74, 2179– 
2191. https://doi.org/10.2307/1939572

Török, P., Brudvig, L. A., Kollmann, J., Price, J., & Tóthmérész, B. (2021). 
The present and future of grassland restoration. Restoration Ecology, 
29, e13378. https://doi.org/10.1111/rec.13378

UFZ. (2019). Monatsbericht der Witterungsdaten von Bad Lauchstädt: April 
2019. Helmholtz Centre for Environmental Research-  UFZ.

Vandvik, V., & Goldberg, D. E. (2006). Sources of diversity in a grass-
land metacommunity: Quantifying the contribution of dispersal to 
species richness. The American Naturalist, 168, 157– 167. https://doi.
org/10.1086/505759

Wang, Z., Yuan, X., Wang, D., Zhang, Y., Zhong, Z., Guo, Q., & Feng, 
C. (2018). Large herbivores influence plant litter decomposition 
by altering soil properties and plant quality in a meadow steppe. 
Scientific Reports, 8, 9089. https://doi.org/10.1038/s4159 8- 018- 
26835 - 1

Wickham, H. (2016). ggplot2: Elegant graphics for data analyis. 
Springer- Verlag.

Wickham, H., Averick, M., Bryan, J., Chang, W., McGowan, L., François, R., 
Grolemund, G., Hayes, A., Henry, L., Hester, J., Kuhn, M., Pedersen, 
T., Miller, E., Bache, S., Müller, K., Ooms, J., Robinson, D., Seidel, D., 
Spinu, V., … Yutani, H. (2019). Welcome to the Tidyverse. Journal of 
Open Source Software, 4, 1686. https://doi.org/10.21105/ joss.01686

Wilsey, B. J., & Polley, H. W. (2003). Effects of seed additions and 
grazing history on diversity and productivity of subhumid grass-
lands. Ecology, 84, 920– 931. https://doi.org/10.1890/0012- 
9658(2003)084[0920:Eosaa g]2.0.Co;2

Xiong, S. J., Johansson, M. E., Hughes, F. M. R., Hayes, A., Richards, 
K. S., & Nilsson, C. (2003). Interactive effects of soil moisture, 

 13652745, 2023, 6, D
ow

nloaded from
 https://besjournals.onlinelibrary.w

iley.com
/doi/10.1111/1365-2745.14099 by Fak-M

artin L
uther U

niversitats, W
iley O

nline L
ibrary on [01/03/2024]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1658/1100-9233(2002)013%5B0005:Rcposo%5D2.0.Co;2
https://doi.org/10.1658/1100-9233(2002)013%5B0005:Rcposo%5D2.0.Co;2
https://doi.org/10.1007/s00442-004-1686-0
https://doi.org/10.1007/s00442-004-1686-0
https://doi.org/10.1046/j.1526-100X.2003.00015.x
https://doi.org/10.1046/j.1526-100X.2003.00015.x
https://doi.org/10.1890/07-0393.1
https://doi.org/10.1111/nph.17007
https://doi.org/10.1111/nph.17007
https://doi.org/10.1038/s41467-021-23605-y
https://doi.org/10.1038/s41467-021-23605-y
https://doi.org/10.1111/plb.12287
https://doi.org/10.1111/1365-2745.12033
https://doi.org/10.1111/1365-2745.12033
https://doi.org/10.1007/BF00379278
https://doi.org/10.1007/BF00379278
https://doi.org/10.1146/annurev.es.03.110172.001531
https://doi.org/10.1146/annurev.es.03.110172.001531
https://doi.org/10.1111/j.1461-0248.2009.01373.x
https://doi.org/10.1016/s0169-5347(98)01364-0
https://doi.org/10.1016/s0169-5347(98)01364-0
https://doi.org/10.1034/j.1600-0706.2002.960312.x
https://doi.org/10.1034/j.1600-0706.2002.960312.x
https://doi.org/10.1017/S0960258508096190
https://doi.org/10.1111/j.1654-1103.2011.01376.x
https://doi.org/10.1002/ecs2.2635
https://doi.org/10.1007/s11103-008-9429-y
https://doi.org/10.1023/A:1009899803229
https://doi.org/10.1023/A:1009899803229
https://doi.org/10.1146/annurev.pp.33.060182.002405
https://doi.org/10.1146/annurev.pp.33.060182.002405
https://doi.org/10.1111/1365-2745.13586
https://doi.org/10.1126/science.1094678
https://doi.org/10.1111/j.0022-0477.2004.00866.x
https://doi.org/10.1073/pnas.0408648102
https://doi.org/10.1073/pnas.0408648102
https://doi.org/10.2307/1939572
https://doi.org/10.1111/rec.13378
https://doi.org/10.1086/505759
https://doi.org/10.1086/505759
https://doi.org/10.1038/s41598-018-26835-1
https://doi.org/10.1038/s41598-018-26835-1
https://doi.org/10.21105/joss.01686
https://doi.org/10.1890/0012-9658(2003)084%5B0920:Eosaag%5D2.0.Co;2
https://doi.org/10.1890/0012-9658(2003)084%5B0920:Eosaag%5D2.0.Co;2


1186  |   Journal of Ecology JESSEN et al.

vegetation canopy, plant litter and seed addition on plant diversity 
in a wetland community. Journal of Ecology, 91, 976– 986. https://
doi.org/10.1046/j.1365- 2745.2003.00827.x

Zhang, A., Wang, D., & Wan, S. (2019). Litter addition decreases plant 
diversity by suppressing seeding in a semiarid grassland, north-
ern China. Ecology and Evolution, 9, 9907– 9915. https://doi.
org/10.1002/ece3.5532

Zobel, M., Otsus, M., Liira, J., Moora, M., & Mols, T. (2000). Is small- scale 
species richness limited by seed availability or microsite avail-
ability? Ecology, 81, 3274– 3282. https://doi.org/10.1890/0012- 
9658(2000)081[3274:ISSSR L]2.0.CO;2

SUPPORTING INFORMATION
Additional supporting information can be found online in the 
Supporting Information section at the end of this article.

Table S1. Seeded species used in this experiment, their functional 
group and germination percentage in the laboratory. The germination 
percentage in the laboratory was determined by germinating 100 
seeds of each species in a Petri dish with regular irrigation regime, 
and counting all germinating seeds. Linaria vulgaris, Pimpinella 
saxifraga and Ranunculus acris were cold stratified in a refrigerator 
at 4°C for 2 weeks before germinating their seeds. The seeds for 
Heracleum sphondyleum were not available at the time of the test 
period. We grew the seeds in the lab prior to seeding in the field to 
ensure that the seed material was viable and to be able to identify 
germinating species in the field.
Table S2. Air temperature, precipitation and amount of days with 
below 0°C at ground level data for Bad Lauchstädt area from January 
to May, i.e., from when seeds were sown (January) until when 
seedlings were surveyed. Shown are the year 2019, when this study 
was conducted and the longer- term average (2009– 2019). The data 
are monthly averages and taken from the publicly available weather 
reports of the Research Station Bad Lauchstädt (https://www.ufz.
de/index.php?de=46100) using data of the German Meteorological 
Service (Deutscher Wetterdienst). Air temperature was recorded 
2 m above- ground level and minimum temperature, that was used to 
calculate the number of days when temperature was below 0°C, was 
measured 5 cm above ground level.
Table S3. Results of the linear mixed effects models testing the 
effects of litter removal, light addition, herbivore exclosure, 
fertilization and their interactions on total seedling number (sown 
and naturally occurring seedlings), sown seedling number, total 
species richness (richness of sown and naturally occurring seedlings), 
and sown species richness. In the models, subplot was nested within 
plot which was nested within block as a random factor. Significant 
results (p < 0.05) are in bold and marginally significant results (p < 0.1) 
are in italics. *Data are square- root transformed.
Table S4. Results of linear mixed effects models assessing the 
relationships between (total and sown) seedling number and 
richness and light intensity at the ground level (below litter layer 
where present), light quality (R:FR), soil moisture, soil surface 
temperature and soil C:N ratio across species. In the models, subplot 
was nested within plot which was nested within block as a random 
effect. All predictors were standardized to facilitate comparison of 

values with different units and orders of magnitude. The relationship 
between litter depth and seedling number and richness was tested in 
a separate model, because data on litter depth were only recorded 
in half of the plots (those with litter present). Significant results are 
printed in bold (p < 0.05), tendencies are printed in italics (p < 0.1). 
*Data are log transformed.
Table S5. Results of permutational multivariate analysis of variance 
(PERMANOVA) for the total and sown seedling community in 2019. 
The analyses were based on Bray- Curtis dissimilarities. Only the 
significant effects (p < 0.05) are shown.
Figure S1. Soil temperature (means ± SE) with respect to litter 
removal and light addition. Soil surface temperature was measured 
from all experimental units using a soil moisture probe (TDR 100, 
Spectrum Technologies, USA) in May 2019. Soil temperature was 
not significantly affected by light addition (F1,16 = 4, p = 0.063) and or 
litter removal (F1,33 < 0.01, p = 0.930).
Figure S2. Light intensity (means ± SE) with respect to litter removal 
and light addition. Light intensity was measured from all experimental 
units at ground level using a light meter (LI- 250A, LI- 190R, LI- COR, 
USA) in May 2019. Light addition F1,57 = 7.38, p = 0.009.
Figure S3. Litter depth in relation to light intensity in plots without 
and with additional LED illumination. The line is a regression line 
with the 95% confidence intervals shown as shaded area. Litter 
depth F1,26 = 4.13, p = 0.052.
Figure S4. Number of (a) sown seedlings (mean ± SE) and (b) richness 
of sown seedlings (mean ± SE) with respect to light addition, litter 
removal, herbivore exclusion and fertilization sampled in May 2019. 
Open triangles denote units from where litter has been removed, 
while filled triangles denote units where litter is present. Statistics 
are shown in Table S3.
Figure S5. Effect sizes (mean ± SE) of light addition (lamps), 
litter removal (no litter) and light addition plus litter removal (no 
litter + lamps) on (a) total seedling number, (b) total seedling richness, 
(c) sown seedling number and (d) sown seedling richness Effect sizes 
were calculated as log ratios of the treatment responses divided by 
the control (i.e. litter present and no lamps). Total seedling number: 
main effect of litter removal F1,38 = 25.47, p < 0.001, total seedling 
richness: main effect of litter removal F1,38 = 17.06, p < 0.001, 
sown seedling number: main effect of litter removal F1,34 = 20.73, 
p < 0.001, sown seedling richness: main effect of litter removal 
F1,34 = 12.26, p = 0.001. There were no main or interactive effects of 
light addition on seedlings.
Figure S6. The effects of (a) litter removal and (b) herbivore 
exclosure on the seedling number of individual species. Data are 
means ± SE. Achillea millefolium (Achmil; main effect of litter removal, 
F1,33 = 24.03, p < 0.001), Daucus carota (Daucar; main effect of litter 
removal, F1,33 = 15.49, p < 0.001), Plantago media (Plamed; main 
effect of litter, F1,33 = 10.45, p = 0.003). Galium album (Galalb; main 
effect of herbivore exclusion, F1,12 = 9.25, p = 0.010).
Figure S7. Non- metric multidimensional scaling (NMDS) of the 
total seedling community and its relationship with (a) litter removal 
and (b) herbivory exclusion. Non- metric multidimensional scaling 
(NMDS) of the sown seedling community and its relationship with (c) 
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litter removal and herbivory exclusion. The ordinations were based 
on Bray- Curtis dissimilarity. We only show the treatments which 
were significant according to the permutational analysis of variance 
(PERMANOVA). The statistics are shown in Table S5.
Figure S8. pH (a) and NH4 (b) in response to combinations of 
herbivore exclusion, fertilization and light addition. Data are 
means ± SE. pH: main effect of fertilization F1,12 = 11.71, p = 0.005, 
NH4: main effect of fertilization F1,12 = 5.59, p = 0.035. Data for soil 
pH and NH4 concentration were collected in 2020 on the plot level, 
and analyzed at the University of Manchester, UK.
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