Downloaded from https://www.pnas.org by University of Minnesota Libraries on March 3, 2022 from IP address 134.84.192.103.

PNAS

ECOLOGY

Check for
updates

Assessing the roles of nitrogen, biomass, and niche
dimensionality as drivers of species loss in grassland

communities

Nir Band®' @ Ronen Kadmon®®, Micha Mandel®, and Niv DeMalach®

Edited by Susan Harrison, University of California, Davis, CA; received July 1, 2021; accepted January 20, 2022

Eutrophication is a major driver of species loss in plant communities worldwide. How-
ever, the underlying mechanisms of this phenomenon are controversial. Previous stud-
ies have raised three main explanations: 1) High levels of soil resources increase
standing biomass, thereby intensifying competitive interactions (the “biomass-driven
competition hypothesis”). 2) High levels of soil resources reduce the potential for
resource-based niche partitioning (the “niche dimension hypothesis”). 3) Increasing soil
nitrogen causes stress by changing the abiotic or biotic conditions (the “nitrogen detri-
ment hypothesis”). Despite several syntheses of resource addition experiments, so far,
no study has tested all of the hypotheses together. This is a major shortcoming, since
the mechanisms underlying the three hypotheses are not independent. Here, we con-
duct a simultaneous test of the three hypotheses by integrating data from 630 resource
addition experiments located in 99 sites worldwide. Our results provide strong support
for the nitrogen detriment hypothesis, weaker support for the biomass-driven competi-
tion hypothesis, and negligible support for the niche dimension hypothesis. The results
further show that the indirect effect of nitrogen through its effect on biomass is minor
compared to its direct effect and is much larger than that of all other resources (phos-
phorus, potassium, and water). Thus, we conclude that nitrogen-specific mechanisms
are more important than biomass or niche dimensionality as drivers of species loss
under high levels of soil resources. This conclusion is highly relevant for future attempts
to reduce biodiversity loss caused by global eutrophication.

fertilization | meta-analysis | nutrient enrichment | productivity | species diversity

A decline in species richness with increasing resource availability is a universal pattern
in plant communities (1-3). This pattern is particularly common in herbaceous plant
communities and has been documented in hundreds of experiments worldwide (3-10).
The recognition that anthropogenic eutrophication is a major threat to global diversity
(11, 12) has accelerated research of the extent and implications of this phenomenon
(13, 14). Nevertheless, the mechanisms by which high levels of resources cause a
decline in species richness are not fully understood (15-21).

Early attempts to explain the decrease of richness under high levels of soil resources
have attributed this pattern to an increase in biomass, leading to intensified interspe-
cific competition (22, 23). According to this hypothesis (hereafter, the “biomass-driven
competition hypothesis”), high levels of soil resources provide a competitive advantage
for fast-growing and large species, excluding smaller and slow-growing species from the
community (22-25). It has also been proposed (23) and demonstrated (26) that such
competitive exclusion is primarily related to competition for light. Recent work attrib-
utes the pattern to the asymmetric nature of this competition [i.e., tall plants shade
shorter ones but not the opposite (27)]. However, other works suggest that root com-
petition may also contribute to species loss under high resource levels (15).

Another hypothesis that has gained support in the last decade has its roots in niche
theory (28, 29). This hypothesis, known as the “niche dimension hypothesis” (30), is
based on the idea that species coexistence requires niche partitioning via differences in
resource requirements (29). According to this hypothesis, limiting resources function as
“niche axes.” Thus, high levels of soil resources reduce the number of limiting resour-
ces, thereby reducing the number of species that can coexist in the community (30).
The strongest support for this hypothesis comes from a global-scale experiment (8)
where the same experimental protocol was applied in all sites. This initative is the
most extensive experimental effort ever undertaken to evaluate diversity responses to
resource addition (45 sites from five continents) and is unique in its factorial design:
All communities in all sites received all possible combinations of nitrogen, phosphorus,
and potassium (i.e., N, P, K, NP, NK, PK, and NPK). This factorial design allowed
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the authors to test the effect of the number of added resources
on species richness. Consistent with their expectations, species
loss in fertilized plots was strongly and positively related to the
number of added resources. Similar results were found in other
studies (30-32) and were interpreted as support for the niche
dimension hypothesis (although see ref. 20).

A third hypothesis suggests that the decline in species rich-
ness under high levels of soil resources is specifically related to
nitrogen (hereafter, N). High levels of N may reduce plant per-
formance by several mechanisms, including ammonium toxicity
(33), acidification (34), changes in soil microbiome (35), and
increased susceptibility to various stress agents (13, 14). This
“nitrogen detriment hypothesis” is supported by studies show-
ing that N addition has a stronger negative effect on species
richness than other soil resources (refs. 4, 9, and 36, although
see ref. 18).

In the last few decades, numerous studies, including a large
number of meta-analyses, have investigated the drivers of spe-
cies loss under high levels of resource availability (2, 3, 6-10,
37). However, each of these studies has focused on particular
resources or mechanisms, and no study has attempted to test
the three hypotheses simultaneously. This is a significant short-
coming because the mechanisms underlying the three hypothe-
ses are not independent. Such a lack of independence increases
the likelihood of confounding effects and may result in biased
conclusions concerning the effects of the underlying
mechanisms.

Here, we test the three hypotheses together using an exten-
sive dataset collected from 630 different resource addition
experiments in 99 different sites worldwide (Fig. 1 and S/
Appendix, Table S1). Our analysis was designed to explicitly
test distinct predictions derived from the above hypotheses.
The first, derived from the biomass-driven competition hypoth-
esis, is a negative effect of biomass on species richness. The sec-
ond, derived from the niche dimension hypothesis, is a negative
effect of the number of added resources on species richness.
The third, derived from the nitrogen detriment hypothesis, is a
negative effect of the presence of N on species richness (with all
other resources having much weaker effects).

As emphasized above, the three hypotheses are not mutually
exclusive, and more than a single mechanism might be involved
in causing richness decline in response to resource addition.
Thus, rather than considering the three hypotheses as alterna-
tives, we aimed to evaluate the degree to which each hypothesis
receives support from previously published experiments. To
this end, we analyzed the data in two steps. First, we tested
each hypothesis separately in order to verify that the patterns
obtained from our dataset are consistent with those obtained in
previous studies when testing each hypothesis by itself. Then,
in a second step, we tested the three hypotheses simultaneously
using two complementary approaches: multiple regression mod-
els and structural equation models. These approaches allowed
us to quantitatively compare the effects of the three previously
proposed drivers of species loss (biomass, number of resources,
and presence of N) based on their predictive power and effect
size and compare their direct vs. indirect effects on species
richness.

Results

The first prediction, a decrease of species richness at high bio-
mass levels, was supported by the data. However, a quadratic
model provided a better fit to the data, indicating that the
effect of biomass on richness was unimodal rather than negative
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(Fig. 24 and SI Appendix, Fig. S1 and Table S2). The quadratic
model showed a corrected Akaike Information Criterion value
that was lower by 33 units than that of the linear model
(evidence ratio of 17 x 10°). We, therefore, incorporated the
quadratic term of biomass in all further models that included
biomass as a predictor variable.

The second prediction, a negative effect of the number of
added resources on species richness, was supported by the data
(Fig. 2B). The effect was highly significant when tested using a
linear mixed-effects model with the number of added resources
as a linear predictor (as done in previous studies) (blue line in
Fig. 2B; SI Appendix, Table S3). A corresponding model relax-
ing the assumption of linearity, in which the number of added
resources was incorporated using dummy variables, indicated
that the effects of one resource, two resources, and three resour-
ces were highly significant (red error bars in Fig. 2B; S/
Appendix, Table S4). Moreover, the mean values of richness
corresponding to the addition of zero, one, two, and three
resources fell almost precisely on the linear regression line (Fig.
2B), confirming the linear response. Treatments including all
four resources were removed from the latter analysis due to
inadequate sample size (7 = 3).

The third prediction, a negative effect of the presence of N
on species richness, was also supported by the data (Fig. 2C
and SI Appendix, Table S3). Moreover, this N-specific model
showed a much better fit to the data (in terms of the model's
corrected Akaike information criterion [AICc] value) than the
other two models (evidence ratio of 7 x 10'* compared to the
biomass model and 3 x 10° compared to the number of added
resources model; S/ Appendix, Table S3). The results further
demonstrate that treatments including N (N = 1 in Fig. 2C)
had lower richness than both control treatments and treatments
without N (Fig. 2C). Similar results were obtained for a larger
dataset, including an additional 374 records for which biomass
data were unavailable (S7 Appendix, Fig. S2).

Thus, all hypotheses were supported by our global dataset.
To evaluate the relative importance of the drivers of species loss
proposed by the three hypotheses, we incorporated the effects
of the three factors in a single, mixed-effects model, with bio-
mass (including its quadratic term), number of added resources,
and N as fixed effects. The results of this integrated model indi-
cated that biomass and N had statistically significant negative
effects on richness, while the number of resources had a negligi-
ble and statistically insignificant effect (Table 1). Moreover,
removing the number of added resources as a predictor from
the model improved its AICc score by about seven units (evi-
dence ratio of 39; Table 1). Conversely, omitting either bio-
mass or N from the model resulted in a lower predictive power
(Table 1). Thus, based on information theoretic criteria, the
model providing the best fit to the data was one combining
the effects of biomass (including its quadratic term) and N
(Table 1).

One limitation of the integrated mixed-effects model is that
it does not explicitly account for indirect relationships between
model variables. Specifically, both N and the number of added
resources are expected to influence richness indirectly through
their effects on biomass. A common approach for modeling the
combined direct and indirect effects in a single framework is
structural equation modeling (SEM) (38). However, this
approach is usually limited to linear relationships (38). We,
therefore, incorporated a composite variable into the model.
This composite variable describes the overall effect of biomass
on species richness as the sum of its linear and quadratic
terms (39) (Fig. 3). In essence, this approach reduces the
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Fig. 1. General characteristics of the data included in our meta-analysis. (A) Geographical distribution of the sites included in the meta-analysis [red, sites
of the nutrient network included in Harpole et al.’s study (8); green, other sites]. (B) The experimental treatments included in the meta-analysis and their

prevalence in the dataset.

dimensionality of the biomass effect on richness from two
dimensions (the linear and quadratic components) into a single
variable that captures the combined effects of the original two
dimensions on species richness. This synthetic (“composite”)
variable is then incorporated within the SEM framework as a
linear term, thereby allowing us to quantify the effects of bio-
mass, number of added resources, and N on species richness
while accounting for the direct and indirect effects of N and
the number of added resources through their effects on biomass
[by multiplying the relevant coefficients (38)]. It should be
noted, however, that the composite variable is not interchange-
able with biomass in this model (e.g., the standardized coeffi-
cient for the effect of the composite variable on species richness
is not equivalent to the effect of biomass on richness).

The results (Fig. 3 and SI Appendix, Table S5) revealed two
important patterns. First, the direct effect of N on species rich-
ness was much larger than the direct effect of the number of
added resources. The latter effect was also insignificant, as in
the integrated mixed-effects model. Second, the direct effect of
N on species richness was much larger than its indirect effect
through the composite variable representing biomass (—0.1197
vs. —0.0150, respectively). Thus, N had both direct and indi-
rect effects on richness, with the direct effect being much larger
than the indirect one. This conclusion was also supported by
an alternative SEM formulation in which the effect of biomass
was introduced to the model in terms of its effect size (the log-
response ratio; SI Appendix, Fig. S3). However, while this SEM
formulation has the advantage that it does not require a

PNAS 2022 Vol.119 No.10 2112010119

composite variable, it ignores the unimodal nature of the
biomass—richness relationship and should therefore be inter-
preted with caution.

A final analysis was performed to test the effects of all combi-
nations of resources for which we had data (N, P, K, water,
NP, NK, PK, NPK, and NPK with water) on both standing
biomass and species richness. The results of the biomass model
indicated that only two treatments had statistically significant
effects on biomass: N and P (Fig. 44 and SI Appendix,
Table S6). Thus, both N and P had the potential to reduce
richness through their indirect effects on biomass (as predicted
by the biomass-driven competition hypothesis). However, a
corresponding model with species richness as the response vari-
able showed that only N had a statistically significant effect
(blue bars in Fig. 4B; SI Appendix, Table S7). Thus, although P
enrichment increases biomass according to our dataset, this
increase is not translated into a decrease in richness. Finally, we
found that adding biomass as a predictor to the all-resources
model (red bars in Fig. 4B; SI Appendix, Table S7) had a negli-
gible effect on the results. This result provides further support
that the indirect effect of N on species richness through its
effect on biomass was negligible relative to its direct effect.

Overall, our results can be summarized into three major
findings: 1) Among the three previously proposed explanations
for the negative effect of resource addition on species richness,
the nitrogen detriment hypothesis receives the strongest support
from published experiments. 2) Although both N and P (and
the number of added resources) increase biomass, N is the
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Fig. 2. Predicted species richness (mean = 95% Cl) as a function of (A)
standing biomass, (B) the number of added resources, and (C) the presence
of nitrogen. (A) Prediction is based on a mixed-effects linear model with the
linear and quadratic terms of biomass as fixed effects (conditional R* =
0.888, marginal R? = 0.073). (B) Blue, prediction of a mixed-effects linear
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primary driver of species loss in this global-scale dataset. 3) The
direct effect of N on richness is much larger than its indirect
effect through biomass.

Discussion

We performed a global meta-analysis to test three major
hypotheses regarding the decrease of species richness under
high levels of soil resources: The biomass-driven competition
hypothesis, the niche dimension hypothesis, and the nitrogen
detriment hypothesis. The nitrogen detriment hypothesis
gained the strongest support, the biomass-driven competition
hypothesis gained intermediate support, and the niche dimen-
sion hypothesis has gained meager support in our analyses.
Although these results do not refute the role of the biomass-
driven competition hypothesis or the niche dimension hypothe-
sis in specific systems, they suggest that, on a global scale, the
primary mechanism of species loss following resource addition
is specifically related to the presence of N. In the following sec-
tions, we discuss the interpretation and implications of these
results in view of each hypothesis, as well as the limitations and
implications of this study.

The Biomass-Driven Competition Hypothesis. The biomass-
driven competition hypothesis asserts that the mechanism
underlying species loss under high levels of soil resources is an
increase in biomass which increases the likelihood of competi-
tive exclusion (22-25). This hypothesis is supported by experi-
mental studies (1, 3, 8, 9, 14). It has often been proposed to
explain the decreasing phase of the unimodal biomass—richness
relationships observed in many natural communities (2, 40).

In this meta-analysis, we limited our analysis to experimental
studies and found that the effect of biomass on species richness
was unimodal (Fig. 24 and SI Appendix, Table S2). This was
somewhat surprising, as the prevalent pattern emerging from
previous experimental studies is a2 monotonic decline in richness
with increasing biomass. A common explanation for the dis-
parity between experimental studies showing mostly negative
relationships and natural gradients often showing a unimodal
relationship is that many experimental studies are conducted at
systems representing the decreasing phase of the unimodal
biomass-richness relationship. Our results are consistent with
this hypothesis, showing that, once a sufficiently broad biomass
gradient is examined (and controlling for differences between
sites), the pattern emerging from experimental studies is also
unimodal.

Nevertheless, the biomass-driven competition hypothesis
(22) gained only modest support in our analysis. While the
total effect of N addition on species richness in our dataset was
a reduction of ~20% (Fig. 4B), only ~2% was mediated by an
increase in standing biomass (as indicated by the difference
between the effects of N in models with and without biomass;

Fig. 4B).

model with the number of resources treated as a continuous variable
(conditional R? = 0.879, marginal R? = 0.024); red, predictions of a mixed-
effects model with the number of resources treated as dummy variables
(conditional R? = 0.880, marginal R? = 0.025). Data for four added resour-
ces are not shown due to small sample size. (C) Predictions are based on a
mixed-effects model with three levels of resource addition treatments: con-
trol (red, no addition), treatments that do not include nitrogen (blue, N =
0), and treatments that include nitrogen (blue, N = 1, conditional R? =
0.889, marginal R*> = 0.031). Biomass and richness are in logarithmic scale.
See S/ Appendix, Table S3 for statistical details.
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Table 1. Results of mixed-effects models testing the effects of various combinations of biomass (B), number of
added resources (NAR), and nitrogen (N), on log-transformed species richness

Estimates
Predictors of species richness All NAR + N B+N B + NAR
Intercept 0.67 *** 1.09 #** 0.65 *** 0.68 ***
(0.41 to 0.94) (1.04 to 1.13) (0.39 to 0.92) (0.41 to 0.96)
Biomass 0.43 *** 0.46 *** 0.46 ***
(0.21 to 0.66) (0.24 to 0.69) (0.23 to 0.70)
Biomass? —0.11 **%* —0.12 *¥%* —0.12 *¥%*
(=0.16 to —0.06) (=0.17 to —0.07) (-0.17 to —0.07)
Number of added resources -0.01 —0.02 ** —0.03 ***
(—0.02 to 0.00) (—0.03 to —0.01) (—0.04 to —0.02)
N presence —0.06 *** —0.07 *** —0.07 ***
(—0.08 to —0.05) (—0.09 to —0.05) (—0.09 to —0.06)
Random effects
o? 0.01 0.01 0.01 0.01
700 0.06 0.06 0.06 0.06
ICC 0.89 0.89 0.89 0.88
n 141 141 141 141
Observations 630 630 630 630
Marginal R*/conditional R? 0.048/0.895 0.032/0.891 0.050/0.895 0.049/0.888
AlCc —802.804 —798.651 —810.138 —766.253

**p < 0.01, ***P < 0.001; o2, residual (within-cluster) variance; 100, between-cluster variance; ICC, intraclass correlation coefficient; n, number of clusters; AICc, corrected AIC.
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Fig. 3. Results of a structural equation model testing the three hypothe-
ses together (the biomass-driven competition hypothesis, the niche dimen-
sion hypothesis, and the nitrogen detriment hypothesis). The model
includes two equations; one with composite biomass as the response vari-
able (conditional R> = 0.83, marginal R? = 0.07); another with species rich-
ness as the response variable (conditional R? = 0.9, marginal R? = 0.05).
The observed variables are represented in rectangles. The hexagon indi-
cates a composite variable (biomass-predicted species richness, including
the linear and quadratic terms of biomass). Arrows show structural rela-
tionships (solid arrows indicate a positive effect, while dashed arrows indi-
cate a negative effect). Black arrows represent significant (P < 0.05) rela-
tionships, and the gray arrow represents the nonsignificant relationship.
Numbers near arrows are standardized coefficients obtained by local esti-
mation. ***P < 0.001. The model was tested against nested unsaturated
models and was found to be the best according to the AlCc. See S/
Appendix, Table S5 for details. Note that interpretation of arrows related to
the composite variable within SEM differs from other types of variables
(see details in Methods).

PNAS 2022 Vol.119 No.10 2112010119

The Niche Dimension Hypothesis. The niche dimension
hypothesis posits that limiting resources function as niche axes.
According to this hypothesis, resource addition reduces the
number of niche axes (i.e., the “dimensionality” of the niche
space), thereby reducing the number of species that can coexist
in the community (30). The most common prediction derived
from this hypothesis is that increasing the number of added
resources in resource addition experiments should decrease spe-
cies richness (8, 31, 32, 41). Patterns consistent with this pre-
diction have been observed in several previous experiments (as
well as in our analysis; Fig. 2B) and were interpreted as a sup-
port for the niche dimension hypothesis (8, 31, 32, 41). How-
ever, this interpretation suffers from two limitations. First, pre-
vious studies show that increasing the number of added
resources also increases aboveground biomass (20, 21). The
more acute problem is that the total number of added resources
is inherently correlated with the likelihood that any particular
resource would be included in the set of added resources. For
example, a balanced design of a factorial experiment including
all combinations of N, P, and K (e.g., refs. 8, 31, 32, and 41)
should include N addition in a third of the plots representing
the single-resource treatment, two-thirds of the plots represent-
ing the two-resource treatment, and all plots of the three-
resource treatment. This inherent correlation is expected to
produce a negative response of mean richness to the number of
added resources even if N is the only resource that reduces rich-
ness. This problem is well recognized in the statistical literature
and is usually referred to as the problem of “multiple versions
of a treatment” (42). As far as we know, none of the previous
tests of the niche dimension hypothesis has considered this
inherent confounding effect.

This study controlled for these confounding effects using
two alternative modeling approaches: a mixed-effects model
and a structural equation model. The latter approach explicitly
accounts for possible indirect effects of the number of added
resources and N on species richness through their effects on
biomass. Our results indicate that, for both models, the effect

https://doi.org/10.1073/pnas.2112010119 5 of 11
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Fig. 4. Effects of the four resources examined in our analysis (N, P, K, and
water) on (A) standing biomass and (B) species richness. Data shown are
estimates of the predicted effects on (A) biomass and (B) richness, as esti-
mated by mixed-effects models including all resources and their combina-
tions (NP, NK, PK, NPK, and NPK with water) as fixed effects, without (blue)
and with (red) biomass as a predictor in the model. Interactions are not
shown, since they were statistically insignificant. For ease of interpretation,
the estimated effects (mean + 95% Cl) of each resource were transformed
into percentage gain/loss of (A) biomass and (B) richness relative to the
control (the dashed lines). See SI Appendix, Table S6 for details of the bio-
mass model, and see S/ Appendix, Table S7 for the richness model.

of the number of added resources on species richness was insig-
nificant (Fig. 3, Table 1, and S/ Appendix, Fig. S4 and Table
S5). This result contrasts the strong negative effect obtained in
a simple model that ignores such confounding effects (Fig. 2B).
Moreover, removing the number of added resources from the
mixed-effects model increased the predictive power of the
model (based on the AICc criterion; Table 1). These results
seriously question previous studies interpreting the decrease in
richness with an increasing number of added resources as evi-
dence for the niche dimension hypothesis (8, 30-32).

The Nitrogen Detriment Hypothesis. Of all resource combina-
tion treatments included in our analysis (N, P, K, water, NP,
NK, PK, NPK, and NPK with water; Fig. 1B), N had the larg-
est and most significant effect on species richness (ST Appendix,
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Table S7). This pattern did not change when standing biomass
was incorporated as an additional predictor in the model (87
Appendix, Table S7). Further analyses in which each resource
was characterized by its amount (in grams per square meter per
year or millimeters per year) provided similar results (57
Appendix, Table S7). This highly consistent finding aligns with
previous meta-analyses indicating that N addition is the pri-
mary driver of richness decline in resource addition experiments
(refs. 3, 4, 7, 9, and 36, although see ref. 18).

In principle, N addition could reduce species richness
through its effect on biomass or through N-specific mecha-
nisms not related to biomass (the essence of the nitrogen detri-
ment hypothesis). There are two indications in our analysis for
dominance of the latter hypothesis. First, in the SEM analysis,
the standardized coefficient of the direct path from N to species
richness was roughly an order of magnitude larger than that of
the indirect path through biomass (—0.1197 vs. —0.0150,
respectively). Second, a mixed-effects model incorporating the
effects of all combinations of resources on species richness, with
and without biomass, indicated that the total effect of N (direct
+ indirect) was larger by only 2% than its direct effect
(a reduction of species richness by 20% vs. 18%, respectively;
Fig. 4B). These results support our conclusion that the decline
in richness under high levels of nutrients is related to N-specific
effects.

In fact, more than three decades ago, Goldberg and Miller
(43) proposed that the reduction in species richness following
N enrichment might be related to resource-specific effects
rather than an indirect effect through biomass. These authors
compared the effects of adding water and N (as well as other
nutrients) on both biomass and species richness. They found
that water addition had a greater effect on biomass than N
addition, but only N addition caused a decline in species rich-
ness. Based on these findings, they concluded that the decline
in richness in their experiment was not related to an effect of N
through biomass. They suggested, instead, that a differential
phenology of limitation by different resources was the mecha-
nism responsible for the change in richness. While their expla-
nation cannot be tested with our dataset, our global-scale
results are consistent with their experimental findings.

Several mechanisms can drive a “direct” negative effect of N
on species richness. Besides direct toxicity of ammonia (33), N
addition often causes soil acidification (13, 14, 34, 44-47).
The acidification of the soil subsequently leads to lower
availability of nutrients (13). Soil acidification also has adverse
long-term effects, such as increased litter accumulation and
concentrations of toxic metals (13). Experiments comparing the
effects of N addition with and without soil buffering (using
lime) have shown that the effect of N addition on species rich-
ness is much smaller once soil acidification is prevented (34).
Consistent with these results, soil cation exchange capacity,
which measures the soil's buffering capacity to acidification, is a
major predictor of species loss following N addition in various
systems (3, 6).

Another potential mechanism of species loss following N
addition involves excessive N uptake. Extreme levels of N avail-
ability could increase N uptake and may result in toxic levels of
N in plant tissue. Such levels of N can cause elongation of the
vegetative phase in plants, delaying or preventing maturation,
as well as increased susceptibility to temperature-related stress
or drought (13, 33, 48).

N addition may also change the composition, diversity, and
abundance of the microbial community (47, 49, 50). Such
changes can alter various processes of plant—soil feedbacks,
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thereby favoring certain species over others and ultimately lead-
ing to competitive exclusions (35, 49).

While our results support the conclusion that N is the main
driver of species loss in resource addition experiments, further
experiments are necessary to better understand the mechanisms
underlying this effect.

Methodological Issues. An inherent limitation of meta-analyses
focusing on experimental studies is among-studies variability in
the experimental design. In our meta-analysis, this variability is
expressed by differences in the kinds of resources added, their
absolute and relative amounts, the size of the experimental
plots, the number of replicates, the duration of the experiment,
etc. Additionally, our data are strongly unbalanced in the repre-
sentation of the various experimental treatments, with some
treatments, particularly N addition, having a much larger sam-
ple size than other treatments (Fig. 1B). These sources of vari-
ance, together with potential publication bias, could have
affected our results and conclusions.

To evaluate the sensitivity of our results to these issues, we
repeated all our analyses using two independent subsets of the
data: the 45 sites of the standardized “NutNet” experimental
network (8) and all other sites for which we had data (a total of
54 sites). Since data obtained from the “NutNet” network do
not suffer from any of the above issues, a comparison of the
results obtained from the two subsets of data allowed us to
assess the sensitivity of our results to noise caused by inconsis-
tency in the experimental design and publication bias. Further-
more, a strong consistency in the results obtained from the two
datasets can be interpreted as significant support for our
conclusions.

Comparing the patterns obtained for the two independent
datasets revealed a high degree of similarity in both the general
patterns (SI Appendix, Figs. S5-S9) and the statistical models
(81 Appendix, Tables S8-810). This strong consistency indicates
that our findings are not mere artifacts of noise or biases in the
data and further supports our conclusions.

Still, it should be emphasized that our study does not cover
all previously proposed explanations for the negative effect of
nutrient enrichment on species richness. For example, one par-
ticular hypothesis that could not be tested with our data is that
the decline of richness under high levels of resources reflects a
pure sampling effect of a decrease in the number of individuals
(51). According to this hypothesis, increasing soil resources
leads to an increase in average plant size, and this increase leads
to a corresponding increase in the skewness of the plant size
distribution (i.e., an increase in the relative frequency of rela-
tively small plants). Since smaller plants are more likely to die
than larger plants, this process reduces the number of individu-
als and decreases the number of species by a pure sampling
effect (51, 52).

Finally, it should also be pointed out that we do not claim
that competition is not important as a driver of species loss under
high levels of soil resources. On the contrary, there are strong
experimental indications that high levels of soil resources may
reduce richness by increasing competition for light (26, 27). Nev-
ertheless, what can be learned from our analysis is that the overall
contribution of this mechanism to species loss in resource addi-
tion experiments is lower than that of N-specific effects.

Conclusion and Implications. This global-scale analysis pro-
vides strong support for the nitrogen detriment hypothesis,
modest support for the biomass-driven competition hypothesis,
and insufficient support for the niche dimension hypothesis.

PNAS 2022 Vol.119 No.10 2112010119

The finding that N enrichment leads to the most detrimental
effect on species richness has major implications for nature con-
servation (9, 13, 53), since N eutrophication is one of the main
threats to biodiversity in this century (11). The fact that a low-
diversity state could persist even decades after the reduction of
N inputs makes this problem even more acute (54). Our results
support previous suggestions concerning the need to reduce
anthropogenic N emissions. Such efforts have been successful
in some countries, but, in most parts of the world, the N depo-
sition rate is still increasing (55). They also imply that future
research should devote more efforts to identifying the specific
mechanisms underlying the negative effect of N on spe-
cies richness.

Methods

Literature Search. The basic criterion for inclusion of a study in the dataset
was reporting results of species richness of herbaceous plants in experiments
that include manipulation of at least one of the following soil resources: N, P, K,
and water. We focused on these resources because other resource manipulations
were too rare for statistical analyses.

We conducted our initial search in the Web of Science search engine, using
the following phrase: “(richness OR *diversity OR “species loss" OR composition
OR “"community*") AND ("resource addition*" OR “resource availability" OR
“nutrient addition*" OR "nutrient enrichment*" OR "nutrient availability” OR
(nitrogen AND addition*) OR (nitrogen AND enrichment*) OR “nitrogen
availability" OR (phosphorus AND addition*) OR (phosphorus AND enrichment*)
OR “phosphorus availability” OR (potassium AND addition*) OR (potassium AND
enrichment*) OR “potassium availability” OR (water AND addition*) OR “water
availability" OR irrigation) AND experiment* AND (grassland* OR herbaceous OR
annual*)". This search yielded 2,213 results (1 April 2021). After screening man-
ually through the titles and abstracts, 319 papers were found to be potentially
relevant. An additional 107 studies were collected from references within these
papers. A deeper scanning of the main text of these papers produced a final
directory of 164 papers that reported richness responses to resource manipula-
tions (S/ Appendix, Appendix 1).

Dataset Construction. Based on the data obtained from the 164 papers, we
constructed a unified database where each record (row) represents the applica-
tion of a single experimental treatment in a specific site and at a specific time.
An experimental treatment was defined as the addition of a certain amount of a
given resource to a set of replicated plots or, in cases of multiple resources, the
application of a particular combination of resources to a set of replicated plots.
Sets of control plots were also regarded as treatments with respect to their repre-
sentation in the database. If a study reported data for multiple years, we
recorded only the last year of observation. In cases where the same plot was
sampled several times during the same year, a single time (the one with the
highest mean richness in control plots) was selected for the analysis. When data
were only reported in figures, we used the digitizing program GetData (56) to
extract the relevant numerical data. This procedure resulted in 1,737 records,
where each record represents the application of a single resource (e.g., P), a
combination of resources (e.g., N and water), or a control group, and the corre-
sponding species richness and biomass data (if available). Only treatments for
which there was an appropriate control group were included in this dataset, and
a given control group could be used as a reference to one or more resource addi-
tion treatments in the same site. We, therefore, coded the treatments in a man-
ner that allowed us to relate each treatment to its relevant control. We termed
this code “Cluster ID" and used it as a random variable in all analyses.

The above dataset was further refined to exclude several undesirable charac-
teristics. Some studies were removed due to the use of unconventional meas-
ures that proved troublesome compared to the majority of the papers (e.g.,
reporting average species richness of specific functional groups rather than the
entire community). When the same resource was added using different fertil-
izers, one type was chosen at random to prevent the disproportional weight of
such studies in the analysis. In cases of studies reporting richness at multiple
scales within the same plot (e.g., 1 m? and 10 m?), a single spatial scale was
chosen based on the most common sampling unit size in the dataset (1 m?) to
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prevent pseudoreplication. Two studies showing extreme values of biomass or
richness (at least 5 times greater than any other paper) were also removed from
the dataset, as they were considered outliers.

Our statistical analyses (see below) were designed to distinguish between
two types of predictors representing resource addition: quantitative data (the
amount of each resource in the relevant treatment) and binary data (the pres-
ence or absence of each resource in a given treatment). We, therefore, created
two subsets of data: 1) a quantitative dataset including all treatments where
each treatment was characterized by the amount of each resource added; and 2)
a binary dataset, where treatments were characterized by the presence or
absence of each resource. The latter dataset was further reduced to equalize the
weight of experiments applying single versus multiple amounts of resources
when using the binary dataset. Specifically, if different amounts of the same (sin-
gle) resource were applied in the same experiment, only a single amount was
selected for the binary dataset-the one that was most common in the rest of the
experiments (10 g-m~2.y~" for nutrients and 180 mm for water). The final
binary dataset included 1,004 records distributed over 150 different locations
(Fig. 1 and SI Appendix, Appendix 1 and Table S1). Biomass data were available
for 630 of these records, distributed over 99 locations.

Most of our analyses used the binary dataset, except for testing the effects of
all combinations of resources on species richness, which was applied on both
datasets to test robustness.

Data Analysis. All our analyses are based on mixed-effects models with cluster
IDs treated as a random effect to account for differences between sites. To meet
the assumption of the model, we have logsq-transformed biomass and species
richness which improved the normality and minimized heteroscedasticity of the
data. All statistical analyses were performed in R version 4.1.1 using the pack-
ages MuMIn, Ime4, ImerTest, and piecewiseSEM (57-60).

We started by testing each hypothesis separately. First, the prediction that
increasing biomass reduces richness was tested using both linear and quadratic
models. Next, we tested the effect of the number of added resources on species
richness. The number of added resources was treated as a continuous variable or
a set of dummy variables for each resource level. In the dummy variable model,
each treatment was assigned to one of five categories based on the number of
resources added in that treatment (zero, one, two, three, or four resources). How-
ever, the last category was omitted due to the small sample size (n = 3). Lastly,
we tested the prediction that the presence of N reduces species richness while
other resources do not. In this model, all combinations of experimental treatments
were classified into three groups: control treatments (no addition), resource addi-
tion treatments without N, and resource addition treatments with N. According to
the nitrogen detriment hypothesis, resource addition treatments without N should
not differ in richness from the control treatments, and both treatments should
show higher richness than resource addition treatments with N.

In the second step, we incorporated the effects of biomass (including its lin-
ear and quadratic terms), the number of added resources, and N in a single inte-
grated model. Two types of models were used for this purpose: a multiple
regression model and a SEM. To better interpret the regression model results,
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we also compared the predictive power of regression models incorporating all
possible combinations of biomass, the number of added resources, and N, based
on their AICc (61). Differences in ACc values obtained for selected pairs of mod-
els were also expressed as evidence ratio [the ratio between their Akaike weights
(62)] to interpret the magnitude of the observed differences more intuitively.

The second type of model (SEM) was designed for separating the direct and
biomass-mediated effects of N and the number of added resources on species
richness. The first equation of the SEM included the number of added resources
and N as predictors of a composite variable representing the predicted species
richness by the linear and quadratic terms of biomass. The second equation
included the composite variable, the number of added resources, and N as pre-
dictors of species richness. Biomass was incorporated as a composite variable to
account for its unimodal effect on species richness (see ref. 39 for details on
incorporating quadratic relationships in SEM using composite variables). This
approach enables calculating indirect effects through biomass by multiplying the
relevant coefficients (arrows in Fig. 3). However, caution is needed in interpret-
ing the signs of the arrows; for example, a negative effect of nitrogen on the
composite variable does not represent a negative effect on biomass but a nega-
tive effect on species richness as predicted by biomass. In other words, the coeffi-
cients related to the composite variable should not be interpreted as effects of,
or on, biomass.

The analysis of the SEM started with a saturated model that included all the
potential paths, which we later compared to simpler models by removing paths
(19). We compared the AICc scores of all potential submodels and ultimately
chose the saturated model because it best fitted the data (i.e., had the lowest
AlCc score). We have also built an alternative SEM in which biomass and richness
were incorporated in terms of their effect size instead of their actual values
(everything else was the same). The effect size was calculated as the logq-trans-
formed ratio between treatment and control values (63).

The third phase of the analysis aimed to compare the effects of the four types
of resources (N, P, K, and water) on biomass and species richness using multiple
regressions. Specifically, we tested whether each combination of the four resour-
ces affects biomass, and whether the effects of the resources on species richness
are mediated by biomass. For the second aim, we compared the effects of each
resource on species richness in a model that included only the resources and a
model that also included biomass. The model without biomass estimates the
combined effects of the direct and biomass-mediated effects, while the model
that includes biomass estimates the direct effect of each resource combination.

Data Availability. The csv files and R file have been deposited in Figshare,
https://figshare.com/s/d2933788bc55814b47f3 (64). Previously published data
were used for this work (8, 27, 34, 43, 44, 53, 65-196).
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