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Ecological, evolutionary & environmental sciences study design
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Study description

Research sample

Sampling strategy

Data collection

Timing and spatial scale

We quantified how historical grassland management modifies transfers of recent photosynthate and soil nitrogen through plants and
the soil food web in response to drought, using in situ 13C and 15N pulse-labelling in paired intensively and extensively managed
fields. For this we chose 3 geographically distinct grasslands in the Yorkshire Dales, northern England. At each site there was an
extensively managed field immediately adjacent to an intensively managed field. In each field we installed 3 transparent roofs
(1.5m*1.3m) to intercept all the rainfall, alongside delimited control plots. In the central part of each plots, a 40 cm diameter collar
was inserted at the beginning of the experiment to delimit the pulse labelling area. The rain shelters were in place for 60 days. After
the release of the drought, a solution of NH4 15N-NO3 was injected in the soil in each plot. Plants were exposed to 13C_CO2 for 2-3
hours, by injection of the isotope into a closed chamber placed on the top of the collar. Immediately after the pulse labelling and
after 1, 2, 5, 10 and 20 days, samples of plant shoots and roots, soil CO2 efflux, bulk soil, and soil fauna were taken from each plot to
trace the 13C and the 15N within the plant-soil system.

In total there were 36 plots ( 3 sites * 2 managements * 2 treatments * 3 replicates) and 6 (for plant shoot and gas sampling) or 5 (for
all the other data) sampling dates

Samples have been collected from a controlled field experiment in extensively and intensively managed grasslands. These
representative grasslands from the UK have been chosen on the base of low or high inputs of fertiliser/ grazing pressure respectively
following previous study showing changes in food web structure with grassland managment intensity (de Vries et al 2006; de Vries et
al, 2012; Ward et al 2016). From these plots, several samples have been taken after the pulse labelling to trace the stable isotope
throught the plant-soil system:

- Plant shoot and roots samples to represent the whole plant community

- Gas samples to represent gas exchange between plant, soil and atmosphere during 30min

- Soil samples to extract soil mesofauna and PLFA for microbial communities. The focus has been made on mesofauna, mainly
Collembola and mites, two main groups in term of abundance of soil fauna, and microbial community to be representative of the soil
community in these systems.

-Soil samples that has been sieved, homogeneised and used for other analyses to be representative of soil chemical and physical
properties

We choose 3 geographically distinct managed grassland sites in the Yorkshire Dales, northern England (more than 5 km apart, and
with a maximum of 15km apart), to encompass the heterogeneity of mesotrophic grasslands within this region. Within each site we
choose an area where an extensively managed grassland was adjacent to an intensively grassland to control for differences in soil
type and biotic/abiotic conditions, thus ensuring the only difference was in land management. In each field, we had three replicates
drought and three replicates control plots to encompass the variability of the soil fauna. Within each 1.5 m * 1.3 m plot, a 40cm
diameter collar delimited the pulse labelling and sampling area in intensively and extensively managed grasslands. 40cm diameter
has been estimated to be a good compromise between enough space to encompass the variability in plant and soil community and
not too much space which could cause dilution of the stable isotope and compromise the stable isotope tracing (based on previous
work, de Vries et al, 2012, Morrien et al 2017).

To quantify the dynamics of the stable isotopes through the plant-soil system, we sampled an intensive time series comprising 6
sampling times: at the end of the pulse-labelling, and after 1, 2, 5, 10, 20 days. This time-course was chosen to ensure we maximised
the likelihood of capturing peak isotopic enrichment within all the trophic groups within the soil system, and was based on previous
experiments (Chomel et al 2019, DOI: 10.1111/gcb.14754). Plant and soil samples consisted of 1/5th of the 40cm diameter collar
(aprox. 300g of soil) which is enough to characterise the plant and fauna communities in these systems based on the literature.

Pulse labeling was done during three consecutive days in each site for logistical reasons. Data collection on site was mainly recorded
by MC and NAS on notebooks, with the help of JML and JMR. Metadata was recorded on notebooks as well. Gas samples were taken
on site and stored until analysis. To minimise loss of stable isotope, and to ensure that what we measured reflected the time of
sampling, soil samples were immediately transported to a laboratory to extract the fauna and soil sieved for KCl extractions. The
extracts, plant material, and soil were frozen the same day until their analysis.

MC, NAS and HS completed analyses of samples in the laboratory and collected data and metadata on lab notebooks (pH meter,
sample numbering, time of analysis etc.), and data from instruments were dowloaded and stored as excel files on a computer as soon
as the analyses were performed (GC-MS, Picarro, TOC, CHN, colorimetric segmented flow analyser etc.).

We choose 3 geographically distinct managed grassland sites in the Yorkshire Dales, northern England (more than 5 km apart, and
with a maximum of 15km apart). Exclusion shelters were installed on the 17-18-19th of May 2016 and removed on the 17-18 and
19th of July 2016. The timing was based to simulate a 100-year drought event in these systems (Bloor and Bardgett 2012, de Vries et
al 2018, Cole et al, 2019). Drought and control plots were installed in the same area in each field to be enclosed and protected from
cattle or sheep. Each control plot was paired with an adjacent drought plot, and the 6 plots in each field were installed in an area
from 30 to 50 m-2.

15N labelling was applied 5 hours after the release of the drought on the 17-18th and 19th of July at around 6pm, and 13C labelling
was applied on the 18th-19th-20th of July at around 10am and all samples (Day0) collected by around 2.30pm. Samples were
subsequently taken 1, 2, 5, 10 and 20 days after, at around 1pm, by taking 1/5th of the 40cm diameter collar. The last sampling day
(D20) were the 8-9-10th of August 2016. This time-course was chosen to ensure we maximised the likelihood of capturing peak
isotopic enrichment within all the trophic groups within the soil system, and was based on previous experiments (Chomel et al 2019,
Morrien et al, 2017, Fuchslueger et al, 2014).




