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Abstract: In nitrogen (N) -limited agricultural systems, a high microbial immobilization of applied
fertilizer-N can limit its availability to plants. However, there is scarce information on the effect
of the form of fertilizer used on the plant-microorganism competition in clay-rich soils under a
severe semi-arid climate. In a field study, we investigated the wheat-microorganism competition
after the direct application of NH,4°NO; closely to seeds in arable fields in North Kazakhstan,
documenting the effect of the use of liquid versus granular fertilizer and mini-tillage versus no-
tillage. Our results barely showed any fertilizer-N translocation in the soil. Plants outcompete
microorganisms for fertilizer-N during the vegetation period. Microbial-to-plant '°N ratios revealed
a predominant fertilizer-'>N uptake by plants. The strong competition for N was mainly related to
the placement of the fertilizer close to the seeds. Moreover, the long time interval between fertilization
and sampling enhanced the competition for N, meaning that previously microbially immobilized N
became available to plants through the death of microorganisms and their subsequent mineralization.
The fertilizer distribution between microorganisms and plants did depend on the form of fertilizer
used, owing to the good solubility of granular fertilizer. The smaller fertilizer-N uptake under the
no-tilling condition was probably due to the more intense soil compaction, which caused a reduction
in plant growth. The application of fertilizer close to the seeds and the small fertilizer translocation
during the vegetation period ultimately resulted in a high level of plant N being derived from the
fertilizer.

Keywords: liquid fertilizer; granular fertilizer; mini-till; no-till; ammonium nitrate; 15N

1. Introduction

Due to its co-variation, in semi-arid regions, besides water, nitrogen (N) is a major fac-
tor limiting the productivity and quality of wheat [1], as well as the growth and metabolism
of microorganisms [2,3]. Consequently, plants and microorganisms may strongly compete
against each other for available N [4]. Microbial N immobilization occurs when the C:N
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ratio of the decomposed substrate is higher than that of microorganisms (after taking the al-
ready microbially respired CO, into account) [5]. Due to their larger surface area-to-volume
ratio and rapid growth, microorganisms have been assumed to out-compete plants for
N [5]. In annual grasslands, microorganisms can assimilate nitrate [6] and ammonium [7]
two and nine times faster than plants within the first 24 h after N application. Microorgan-
isms may directly assimilate fertilizer N after wetting in spring [8,9], whereas crop plants
acquire N mainly in the vegetative and reproductive growth stages [10]. Hence, combined
seeding and fertilization may be problematic for the efficient N use of plants.

The competition of plants and microorganisms for N is mostly tested by the appli-
cation of N-labeled ammonium, nitrate, or amino acids to the soil N pool and then
measuring the °N in plants and organic and inorganic N forms a few hours to days
(short-term) or weeks to months (long-term) later [11]. In 15N studies on temperate humid
and Mediterranean grassland soils, microorganisms were found to be strong competitors
and reported to assimilate >60% of added N [5,12,13]. In a field experiment carried out
in tallgrass prairie, up to 46% of added >N was found to be immobilized by microor-
ganisms [14]. However, after the rapid initial N capture of microorganisms, C limitation
causes a halt in microbial growth and hence N acquisition [5]. Several days to months
after the N application, in situ and in vitro studies in humid and temperate grassland soils
showed that most (45% to 96%) of the added ®N was recovered in plants, whereas only
0% to 15% was recovered in microbial biomass [5,11,12,15]. Hence, in the long run plants
out-competed microorganisms, as shown in semi-arid prairie (USA) and steppe soils (Inner
Mongolia) [5,16,17]. Due to microbial death and reassimilation, microbial assimilated N
may several times contribute to the soil N pool. Consequently, formerly microbially assimi-
lated N reenters the plant-microorganism competition, whereas plants store captured N
over longer time periods [5,11]. Hence, in the long run plant-microbe N competition is the
result of numerous short-term competitions [11] and mainly governed by the residence
time of N in both pools [17].

Though the short- and long-term competition of plants and microorganisms has been
well investigated in temperate and humid climatic conditions, there is a gap in our knowl-
edge concerning how the application of different fertilizer forms and land use management
types may affect the plant-microorganism competition in a semi-arid climate. In general,
liquid N fertilizer can enhance nutrient uptake and yield as compared to its granular coun-
terparts, as shown in Mediterranean Australia [18,19]. This is because of the immediate
availability of nutrients and higher diffusion occurring in the soil when applied in liquid
form, as shown under more humid conditions [18,20]. The widely adapted conservational
tillage (mini-till and no-till) used in Kazakhstan improved biological and physical param-
eters in the soil compared to conventional tillage [21]. No-till soil management does not
include any soil management until after the last harvest. At sowing time, seeds are directly
seeded. Under mini-till management, in contrast, the top soil layer is shallowly managed
up to a few cm by a cultivator before sowing is completed. For both conservational tillage
forms, favorable conditions for microbial growth have been found [21]. However, it is
unknown to what extend the presumed better N availability of liquid fertilizer impacts
the plant-microorganism competition for N in different conservational tilled croplands.
Our objective was thus to test the plant-microorganism competition for N supplied in
liquid and granular form during seeding carried out under field conditions using the tillage
forms of no-till and mini-till in semi-arid North Kazakhstan. North Kazakhstan was chosen
as our study region as it represents a global bread basket [22,23]. However, there have
only been a few studies on the N turnover in this huge area to date. Soils in this region
were formerly subjected to unsustainable land use for many years, which resulted in soil
degradation [24-26] and low contents of mineralized N [27]. We hypothesized that (i) the
use of liquid fertilizer can increase plant growth and N uptake in these semi-arid regions,
regardless of the tillage form used, thus increasing plant competition for N in the long
run. Furthermore, we assume that (ii) the plant-microorganism competition occurring in
semi-arid, clay-rich soils is more severe than that reported for more humid regions.
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2. Materials and Methods
2.1. Study Site and Basic Soil Characteristics

In 2019, a 15N labeling experiment was conducted on the site of the Scientific and
Production Center for Grain Farming, which is named after A. I. Baraev, Shortandy, Akmola
District, Northern Kazakhstan. The area belongs to the semi-arid steppe zone, with a mean
annual temperature and mean annual precipitation of 1.8 °C and 324 mm (Baraev Institute),
respectively. During the 2019 vegetation period, from the end of May to the beginning of
September the mean daily temperature was 16.4 °C and the total cumulative precipitation
amounted to 92 mm (Figure 1). For both fields, similar basic soil parameters were observed,
without any significant differences being noted in any soil parameter for each soil increment
(Table 1). Soils were shown to be fine textured (silt loam) throughout the soil profile, with
high contents of clay and silt. The no-till field showed 4% higher total C and 6% higher
total N contents on average than the mini-till field. However, in the no-till field the surface
soil (0-20 cm) was more compacted (1.3 g cm~2) than in the mini-till field (1.1 g cm™3).
Soils are characterized as Southern Chernozems according to the local soil classification
and as Typic Haplustolls after US Taxonomy [28,29].
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Figure 1. Climate data for the vegetation period 2019 in Shortandy, Kazakhstan. The cumulative
precipitation and mean daily temperature are given in 10-day intervals. Samplings are indicated by
vertical black arrows.

Table 1. Basic soil parameter for no-till and mini-till management for the soil depths of 0-20, 2040, and 40-60 cm. Values
were determined before the start of the experiment in May 2019. Texture was determined by pipette analysis [30]. The
means of n = 2 samples + the standard deviation are given.

Tl Depth Clay Silt Sand Total C Total N C/N Bulk Density
illage
(cm) (gkg™ ) ) (g cm—3)
Mini-till 0-20 369 £ 17 603 £ 11 28+ 6 29.1 £ 0.1 22 +0.0 13.24+0.1 1.1+0.1
20-40 419 £+ 22 552 +13 2948 275+ 0.3 1.9+ 0.0 14.7 + 0.1 1.24+0.0
40-60 420 £+ 29 556 + 27 24 +3 264+ 0.5 1.5+0.1 172 +£0.7 1.3+0.0
No-till 0-20 406 £ 12 570 £ 16 24 + 4 299 + 0.3 23+£0.0 12.8 £ 0.0 1.3+0.1
20-40 395 + 19 583 + 18 2242 299+ 1.6 21+0.1 1454+ 0.3 1.1+0.1
40-60 404 £+ 2 567 £1 2943 26.8 £ 0.4 1.5+ 0.0 17.6 =0.2 1.2+0.0
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2.2. Experimental Setup and Sampling

Two adjacent arable fields were chosen for the °N labeling experiment. One field was
managed under mini-till (51°35.585" N, 071°03.624’ E), while the other field was managed
under no-till and direct seeding (51°35.615" N, 071°03.707’ E) for at least 20 years. Shortly
before seeding, the mini-till field was mechanically tilled to a 5-6 cm depth, while at the
same time the no-till field was treated with glyphosate. In the mini-till field, 1.95 t ha=! of
straw remained in the field after the last harvest, while in the no-till field the amount was
2.15tha~!. The C/N in shoots in the mini-till field was significantly higher than that in the
no-till field (Table 2). Both fields were simultaneously seeded and fertilized with granular
ammonium nitrate at a rate of 20 kg N ha~!. Both fields were in a wheat-wheat-fallow
crop rotation, with the last fallow period occurring in 2017.

Table 2. Carbon-to-nitrogen ratio in plant compartments of the leaf and shoot, as determined at the
last sampling time point in August. The means of n = 3 samples =+ the standard deviation are given.
Superscripted letters indicate statistically significant differences between treatments (tillage form x
fertilizer form).

Tillage Form Fertilizer Form Compartment C/N

Mini-till Liquid Leaf 469 +81°2
Shoot 120.6 £13.72

Mini-till Granular Leaf 51.8 £9.52
Shoot 1169 +£24.32

No-till Liquid Leaf 4214232
Shoot 82.5+12.82

No-till Granular Leaf 453 +33°2
Shoot 94441852

On 30 May 2019, summer wheat (Triticum aestivum subsp. Aestivum) was directly
seeded by a drill cultivar (Condor 1201 C, Amazone, Hasbergen, Germany) at a seeding
rate of 120 kg ha~! with a furrow distance of 25 cm. In total, we tested two treatment
pairs (granular versus liquid fertilization, mini-till versus no-till) and their interactions.
Within each of the two fields with different tillage conditions, 8 subplots with the size
of 75 x 130 cm were established randomly. Of these, six subplots were used to test the
effectiveness of the fertilizer form used (liquid versus granular) in triplicate, while two
subplots served as controls. All subplots were trenched to the depth of 30 cm and isolated
with plastic foil. This was carried out to avoid (i) fertilizer-N uptake by neighboring plants,
(ii) horizontal leaching, and (iii) the surface runoff of fertilizer-N. The cut-off zones of these
trenches were refilled with soil and re-seeded by hand outside of each plot.

Ammonium nitrate fertilizer (NH;'°NO3, 16.7 at% excess °N) was prepared by
mixing 98 at% NH,'°NOs (Campro Scientific, Berlin, Germany) with commercial unlabeled
NH4NOj (calculated after [31]), which was applied to the soil on the day of seeding. To
apply the fertilizer in liquid form, the NH,4°NOj; was dissolved in distilled water prior to
fertilization. Granular fertilizer was produced by pressing the NH,'®NOj at 100 bar for
9 min in a FTIR IR press (Beckman, 00-25, Glenrothes, UK). Labeled fertilizer was applied
to each subplot by hand in the furrow (3 furrows per subplot) at a rate of 20.5 kg N ha ™!
with a seeding depth of 3 cm directly next to the seeds. Fertilizer application should, in
both cases, mimic realistic fertilizer application in Kazakhstan. For the liquid fertilization,
0.1 mL of dissolved NH4'°NOj3 (5.8 M) was applied every 3 cm using a Ripette® (Ritter,
Schwabmdiinchen, Germany). For granular fertilizer, fertilizer tablets were applied in the
furrow at distances of 20 cm. For this, tablets were crushed and mixed with the surrounding
soil over a length of 5 cm in each direction within the furrow (we made sure that seeds
were not relocated). Hence, the actual distance between the fertilizer granules was about
10 cm, but fertilizer hotspots might have developed. Granular fertilizer was applied in this
way because, over the past few years, we had usually observed the fertilization of granular
fertilizer along the furrows in Kazakhstan and no continuous bands of fertilizer. Control
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subplots received unlabeled commercial ammonium nitrate fertilizer (GOST 2-2013) in
liquid and granular form.

2.3. Soil and Plant Sampling

Soils from all subplots were sampled four times during the vegetation period. The
first two samplings were carried out two days before and two days after seeding and
fertilization. In these sampling points, the soils of each subplot were sampled at three
locations directly under the furrow with cylindrical cores. Therefore, in each sampling
spot the soil was dug until a 60 cm depth was reached. In each 0-20, 2040, and 40-60 cm
soil depth increment, three cylindrical cores were taken and each homogenized to a mixed
sample. For the 0-20 cm soil depth increment, the first 0—4 cm of topsoil was not included
in the soil sampling in order to avoid the direct sampling of fertilizer. Plant residues were
removed from the soil, and samples were oven-dried at 40 °C.

The third and fourth soil samplings were conducted in July and August during
the steam extension stage and the ripening stage of plant growth. These sampling time
points were selected as nitrogen was highly allocated within the plants at these vegetation
stages [10,32]. To account for the spatial heterogeneity of fertilizer distribution in the soil,
subplots were sampled from three spatially distributed 20 x 25 cm microplots within each
subplot. In these microplots, soil samples were taken with an Ny, corer on two randomly
chosen 5 x 5 cm squares, meaning that furrows, hills, and their interspace were sampled.
Both these samples were homogenized in a mixed sample (a total of nine soil samples
were generated from each subplot). Plant residues were removed and soil samples were
oven-dried at 40 °C.

Aboveground wheat plant biomass growing in the furrow was collected from each
microplot by cutting off the plants directly at the soil surface. Fresh plants were then
separated into shoots, leaves, and grains. Each plant compartment was weighted in its
fresh and 40 °C oven-dried state to determine the plant biomass.

2.4. 515N Analysis

Nitrate was extracted from fresh soil samples within 30 h after sampling in a 12.5 mM
CaCl, solution with a soil-to-volume ratio of 1:4 (w:v) [33]. Extracts were shaken for
1.5 h and filtered <0.45 pm using cellulose acetate syringe filters (Berrytech, Griinwald,
Germany). All extracts were poisoned with HgCl (350 mg L™!) to prevent microbial N
transformation. Extracts were stored cold in the dark until their content of nitrate and its
15N abundance were determined in VCl using the SPINMas technique [34]. Nitrate was
our main focus because of the rapid oxidation of ammonium to nitrate. Ammonia was not
measured because, over our last few years of working in Kazakhstan, we always found
very minor ammonium contents in these clayey and dry soils. It was also reported that the
NHj4-N contents in the soils of Northern Kazakhstan are usually small and do not exceed 3
to4dmg kg~ [27,35].

Unfortunately, it was not possible to directly measure microbial biomass N and °N
(MBN) in fresh samples; thus, these were determined in air-dried soil samples [36-39].
The microbial biomass N in soil samples from a 0-20 cm depth was analyzed using a
modified chloroform-fumigation—extraction (CFE) method, which includes pre-extraction
with 0.05 M K;SOy prior to the CFE procedure [37,40]. Microbial biomass N was determined
at a 0-20 cm depth in order to investigate the microbial fertilizer immobilization directly
at the application spot. Pre-extraction should remove high amounts of mineralized N
forms to enhance the determination of possibly small microbial >N. About 30 g of each
dried sample was rewetted to a 60% water holding capacity and incubated for 2 weeks at
room temperature. Afterwards, the samples were sieved <2 mm and the water contents
were determined. Each sample was divided into two equal parts. Both aliquots were
pre-extracted with 0.05 M K,;SO; (1:4 w:v) for 30 min by horizontal shaking at 200 rev.
min~!. Afterwards, one sample was fumigated to cause the lysis of microbial cells; the
other sample was not fumigated. Fumigation was conducted under vacuum (800 mbar) for
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24 h at 25 °C with ethanol-free chloroform in a desiccator. After chloroform was removed,
the fumigated and unfumigated samples were extracted with 0.5 M K;SOy. Extracts
were then filtered (Satorius hw3, Géttingen, Germany) before measurement to determine
their total organic carbon (TOC) and total nitrogen (TN) contents on a multiN/C 2100S
automatic analyzer (Analytik Jena AG, Jena, Germany). Afterwards, the extracts were
freeze-dried and measured on an EA-IRMS (vario ISOTOPE elemental analyzer coupled
with an isoprime precisION isotope ratio mass spectrometer, Elementar Analysensysteme
GmbH, Langenselbold, Germany) to determine their N contents as well as §'°N ratios.
To determine the total >N abundance in soil and plants, all samples were dried at
40 °C. Soil samples were sieved <2 mm and visible plant material was removed. Plant
samples were shredded. All samples were milled for isotope analysis on the EA-IRMS.

2.5. Data and Statistical Analysis

All data analyses were carried out in R 3.6.3. [41] and Excel 2010 (Microsoft). § 1°N
ratios were transformed into at% as:

at% = (100 % AR * (§°N/1000 + 1))/(1 + (AR * (5'°N /1000 + 1))) (1)

where at% is the atomic percentage of 1°N, AR is the absolute ratio of mole fractions of °N
in air of 0.0036764 [42], and §'°N is the ratio of 1°N to ¥N in a sample to that of air as a
standard.

Due to the spatially distributed soil sampling that took place in July and August,
all soil-derived N-pools (based on mg kg~!) and their >N values (based on at%) were
interpolated by applying a linear model with a least square estimation, in which the
sampling position (hill, furrow, and clearance) was used as a variable. Afterwards, the 1°N
abundance in the samples were corrected for the background abundance and expressed as
the at% excess.

Microbial biomass N was calculated from the difference between the fumigated and
unfumigated TN. The 15N enrichment in MBN was calculated from the mass balance [43].

The plant N uptake was evaluated as the plant dry weight (g per m?) multiplied by its
N content (%). The nitrogen harvest index (NHI) was calculated as the nitrogen content in
the grain related to the N content of the whole plant, which are both given in g m?:

NHI = N yield in grains/N yield in plant (2)

The percentage of N derived from fertilizer (NdfF%) in plant samples was calcu-
lated as:

NdfF (%) = °N at% excess in plant * 100/ 15N at% excess in fertilizer 3)

The fertilizer N uptake by plants was calculated by the multiplication of the plant N
yield with the NdfF. The '°N recoveries in all soil and plant compartments were calculated
as the % of applied '°N (mg per subplot). To compare the N recovery of the investigated
N fractions at a given time, the 1°N recoveries in each compartment were additionally
related to the total recovered '°N at a given time point.

Plant-microorganism competition was calculated by two indexes. First, microbial
biomass N-to-plant N ratios [44] were determined to assess the competition for N. The
second competition index was calculated based as the ratio of >N recoveries in MBN to
plant to determine the competition for fertilizer-N [17]. Hence, the first index describes
the competition for N, whereas the second gives information about the competition for
fertilizer N. For both calculations, the unit mg N per m? was used for microbial biomass
and plants.

We used the aov-function in R to conduct two-way analysis of variance (ANOVA) to
test for significant differences between fertilizer and tillage form and their interactions on
aboveground dry weight plant biomass, plant N uptake, grain yield, MBN, NdfF, NHI,
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as well as the '°N recovery of applied '°N in soil and plant, nitrate and MBN. If ANOVA
assumptions were not met, data were log-transformed. Groups were compared using
the Tukey’s honest significant post hoc test (HSD) and statistical differences reported at a
significance level of p < 0.05. Statistic significant different groups are presented as small
letters in tables. Detailed ANOVA results are given in the Supplementary Table S3.

3. Results
3.1. Soil Nitrogen

Nitrate contents were small, at 0.4 to 1.9 g m~2 (1.5 to 12.9 mg kg’l) throughout
the vegetation period (Table 3). In general, the highest but most greatly deviating nitrate
concentrations were observed in June after the fertilizer application, when the soil was the
wettest (Supplementary Table S1). These strong variations in nitrate contents indicate that
the ammonium nitrate fertilizer from the top 0—4 cm was not yet well distributed into the
sampled soil > 4 cm.

Table 3. Nitrogen contents in plant and soil (0-20 cm) compartments over the vegetation period. The
means + the standard deviation of n = 3 subplots are given. Abbreviations are: MBN: microbial
biomass nitrogen. For empty cells, there was no plant material available at these time points.
Superscripted letters indicate statistically significant differences between treatments (tillage form x

fertilizer form) at a specific sampling date.

May June July August
Variant Compartment
(gm—2)
Mini-till NO;3-N 1.2+052 25+052 08+£002 09+032
Liquid MBN 83+£16? 93+172 11.7+052 11.6 =132
Plant 59+062 10.7 £3.82
Grain 86+292
Leaf 444+04° 1.2+067
Shoot 1.5+032 094042
Mini-till NO3-N 1.8+0.62 08+042 1.1+00%¢ 1.7 +0.1b
Granular MBN 80£20? 111+12°2 12.6 0.3 2P 13.0+1.6%
Plant 58+052 99+222
Grain 79+152
Leaf 424+0472 1.1+042
Shoot 1.6+0.1° 09+042
No-till NOs3-N 1.8+032 28+152 23404P 0.6 £ 0.1
Liquid MBN 92+14%2 111 +0.72 13.7 £ 0.12P 11.9+0.72
Plant 71+£062 10.7 +£2.32
Grain 83+172
Leaf 51+062 1.2+022
Shoot 21+0.0% 1.2+04°
No-till NO;3-N 19+04°2 19+132 1.5 + 0.6 b 04+014d
Granular MBN 98+14%2 106 +£3.12 16.0 £2.0° 121+0.32
Plant 63+18%2 77+£132
Grain 59+132
Leaf 44+122 1.0+002
Shoot 1.9+062 08+002

Over the vegetation period, MBN ranged from 9.3 to 16.0 g m~2 (41.9 to 63.5 mg kg ')
(Table 3). For both tillage and fertilizer forms, MBN tended to increase about 7% to 27%
from May to June (Table 3) and further in July. In July, MBN was significantly higher under
granular fertilized treatments, while in August the MBN was significantly higher under
the mini-till condition.

3.2. Plant Nitrogen Uptake

In July, wheat was similarly established under all treatments. In August, however,
a shift in the vegetative stage of wheat was obvious, with less developed wheat plants
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with milky grains and greener leaves seen under the no-till condition compared to already
golden leaves and drier grains seen under the mini-till condition (about Zadoks 77 and 87,
respectively) (Supplementary Figure Sla,b).

For all treatments, the above-ground plant biomass varied between 2.0 and 2.3 t ha~!
in July and 5.4 and 7.3 t ha~! in August (Table 4), and grain yields ranged from 2.6 to 3.8 t
ha~! (Table 4), in both cases without any significant differences being seen between plants
treated with different fertilizer or tillage forms.

Table 4. Plant biomass in July and August and grain yield in August, shortly before harvest. the
means =+ the standard deviation of n = 3 subplots are given. Dry weight is abbreviated to d.w.
Superscripted letters indicate statistically significant differences between treatments (tillage form x
fertilizer form) at a specific sampling date.

Total Plant d.w. Total Plant d.w. Grain Yield

Tillage Form Fertilizer Form (tha-1) July (tha-1) August  (tha~1) August
Mini-till Liquid 23 +0.1° 73+£23%2 38+1.12
Mini-till Granular 23+042 73+112 37+04%2

No-till Liquid 21+£012 62+132 32+072
No-till Granular 20£0.3? 54+10°2 26+08?

At the first plant sampling in July, plants were already in the beginning of the jointing
stage and thus were at a major N uptake stage [10], taking up 5.8 to 7.1 g N m~2 (Table 3).
Most plant N was stored in the leaves (Table 3) but was not affected by the fertilizer or
tillage form used. In August, the plant biomass N ranged from 7.7 to 10.7 g m~2 (Table 3)
and was not significantly affected by the fertilizer or tillage form used. Most plant N was
stored in the grains, and N storage in leaves and shoots decreased compared to the N
contents in July (Table 3). Fertilizer form and tillage form did not affect the N contents in
the plant compartments. The fertilizer-N uptake (NdfF) ranged from 1.0 to 1.6 g m 2 (12%
to 15% of the total N uptake; Table 5) and was significantly higher under the mini-till and
liquid fertilization conditions than under the no-till and granular fertilization conditions.
The NHI ranged from 0.77 to 0.81 and tended to be higher under the mini-till and liquid
fertilization condition. However, these differences were not significant.

Table 5. Nitrogen derived from fertilizer (NdfF) in July and August and nitrogen harvest index (NHI)
in August, shortly before harvest. the means =+ the standard deviation of n = 3 subplots are given.
Superscript letters denote differences between treatments (tillage form X fertilizer form) at a specific
sampling date.

] NdfF (g m~2) NHI
Tillage Form Fertilizer Form
July August August
Mini-till Liquid 1.3+012 1.6 +0.12P 0.81 £0.032
Mini-till Granular 124022 1.3 + 0.1 2bc 0.80 +0.03 2
No-till Liquid 1.1+£022 1.5+032b 0.79 £0.022
No-till Granular 1.34+042 1.0£01°¢ 0.77 £0.042

3.3. I°N Recovery

In the beginning of June, three days after the fertilizer application, no fertilizer granules
were found in the soil any more, as they has probably already been dissolved by the soil
solution. In total, 18% to 33% of the applied >N was recovered in the 4-60 cm soil
(excluding the fertilization layer) (Figure 2), indicating the small translocation of fertilizer-
N from the top 4 cm. However, about 8% = 3% of the total recovered soil 15N was found in
MBN, showing microbial immobilization of fertilizer-N as soon as the fertilizer-N became
available to microorganisms. In total, 25% 4 16% of the total recovered soil >N was found
in nitrate. The high variability along with the small recovery indicates that most fertilizer
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remained in the top 4 cm and was only slightly translocated. The differences in recoveries
were not significant.
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Figure 2. Recovery of applied 1°N in soil and plant compartments over the vegetation period for the treatment combinations:

(a) mini-till liquid, (b) mini-till granular, (c) no-till liquid, and (d) no-till granular. All data values are the means of n =3

subplots. Error bars represent the standard deviation and are displayed on top of each bar to provide a better readability.

In mid July, 79% =+ 14% to 112% =+ 29% of the applied 15N was recovered (Figure 2).
Of the 43% =+ 17% of >N found in the soil depth increments, 69% + 9% was located at
0-20 cm (Figure 2). On average, 1% = 2% and 2% = 1% of the total recovered °N was
identified as nitrate and MBN, respectively. The fertilizer form used had no effect on the
I5N recovery in the different soil depth increments. In contrast, the 1°N recovery in 0-20 cm
and nitrate was significantly higher under the no-till condition. Plants took up most of the
applied fertilizer-derived >N (56% + 3%). Most of the total recovered °N was found in
the leaves (43% =+ 13%). Fertilizer form had no effect on the plant 5N recovery.

In August, 73% =+ 16% to 102% 4 15% of the applied >N was recovered in total.
Only 32% + 8% '°N was left in the soil, of which 76% + 7% was found at 0-20 cm. The
I5N recovery in soil was not affected by the fertilizer form or by the tillage method, and
translocation into deeper soil depth increments was similarly small for all treatments. In
total, 6% =+ 5% of the total recovered N was found as nitrate, whereas only 1% £ 1% 15N
was immobilized as MBN. The fertilizer and tillage form had no significant effect on the
recovery in nitrate or MBN fraction. In total, 68% = 8% of the applied >N was recovered in
plants. Between July and August, a decreasing 15N abundance (of the total recovered °N)
in the leaves and shoots and increasing >N abundance in the grains (52% 4- 8%) mainly
indicates N translocation occurring within the plant (Figure 2). The '°N recovery in grains
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and in the whole plant was significantly higher under the mini-till and liquid fertilization
conditions than under the no-till and granular fertilization conditions, respectively.

3.4. Plant-Microorganism Competition

Microbial biomass N-to-plant N ratios were around 2.2 (mean) in July and decreased
to 1.3 in August (Figure 3), indicating a superior microbial N capture. The microbial
biomass °N-to-plant 1°N ratios were much lower, at around 0.04 in July and 0.02 in
August (Figure 3). Values below one indicate that developed plants increasingly exceeded
microbial 1°N immobilization. The lower ratios seen in August compared to July for both
indexes suggest a stronger plant competitiveness. In July and August, both indexes were
not affected by the fertilizer form used, but in August plant competitiveness was enhanced
under the mini-till condition.

=)}
1

MBN-to-plant N
N S
1 1
MB*N-to-plant N
[=}
(=}
=

0 T T T T T T T T 0-00 T T T T T T T T
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Figure 3. (a) Microbial biomass N-to-plant N ratio based on mg N m~2 (b) and microbial biomass 15N-to—plant 15N ratio
based on mg BN m~2. The mean of n =3 subplots is shown; error bars represent the standard deviation.

4. Discussion
4.1. Initial Microbial Fertilizer-N Immobilization

Plant-microorganism competition for N depending on fertilizer form was investigated
in clayey soils with a 1°N labeling study over the vegetation period of spring wheat in
the semi-arid climatic zone of North Kazakhstan. In our study, fertilizer-N was effectively
kept in the topsoil, as reported for arable soils in semi-arid Australia and Canada [45,46].
The high total 1°N recoveries in the plant and soil of 73% + 16% to 102% 4= 15% for the
applied '°N in August show that the applied fertilizer-N was not lost due to (i) leaching,
as precipitation with 92 mm (Figure 1) and hence translocation was small during the
vegetation period (Figure 2), or (ii) volatilization, as NH3 was applied as fertilizer in the
soil, reducing NHj3 losses compared to near-surface applications [47].

Two days after fertilization, the MBN at 0-20 cm increased by 7 to 27% (Table 3) when
the soil moisture was the largest (Supplementary Table S1), suggesting the occurrence of
microbial N immobilization. The assumed microbial N immobilization is supported by find-
ings from semi-arid Texas, where the addition of water and N has been shown to increase
MBN shortly after application [48]. Microbial N immobilization can be confirmed by an
increase in 1°N excess in MBN after fertilization (Supplementary Table S2). Independently
from fertilizer form, up to 4% of the applied >N was immobilized by microorganisms
(Figure 2), accounting for 8% of the total recovered fertilizer-N in June, excluding the
top 4 cm, in which fertilizer was applied, as well as many microorganisms. Hence, the
microbial fertilizer N immobilization was presumably even higher. Short-term competition
studies in early vegetative plant stages report that microorganisms effectively took up most
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fertilizer N, as shown in temperate soils in Inner Mongolia [44], in semi-arid prairie soils
in the USA [16], and in semi-arid steppe soils in Inner Mongolia [17]. However, previous
studies in more humid climate zones have shown that microorganisms immobilize up to
60% of applied fertilizer-N within three days [5,12,13]. The smaller microbial fertilizer-N
immobilization at this early time point in our study was probably due to the excluded
sampling of the top 4 cm, in which the fertilizer was applied. Two days after fertilization,
the fertilizer was not yet well distributed throughout the soil, causing comparably smaller
recoveries (Figure 2). However, 8% recovery in MBN from for the total recovered °N
in June show that if fertilizer-N became available to microorganisms, it was effectively
immobilized.

In field and laboratory studies carried out under wetter conditions, it has been sug-
gested that liquid N sources are more available to plants [18,20,49,50]. Hence, we assumed
that in early vegetative stages liquid fertilizer-N in particular would be taken up in high
amounts by microorganisms under the drier soil conditions of our study. In contrast to this,
we could observe significantly higher MBN under granular fertilization in July, but not
higher MBN or MB®N in August (Table 3; Figure 2), when, in both cases, the soil moisture
was low (Supplementary Table S1). Additionally, we did not observe significant differences
in aboveground plant and grain yield (Table 4) when comparing the fertilizer forms, which
disagrees with hypothesis one. This is probably because of the good water solubility of
NH4NOj [51], meaning that granular fertilizer had already been dissolved in the soil.
Granular and liquid ammonium nitrate was hence similarly available to microorganisms
and plants, independently of what form it was supplied in.

Interestingly, our study showed that the fertilizer form used was less important for
the N uptake by microorganisms, only affecting plant and grain °N recovery and NdfF
in August according to ANOVA. The good solubility of granular ammonium nitrate in
water (safety data sheet; C Roth, Karlsruhe, Germany) may have resulted in the similar
performance of different forms of fertilizer. Observations showing a similar efficiency of
liquid and granular fertilizer forms are scarce [52]. The higher plant recoveries of fertilizer-
N and NdfF seen in August under mini-till management are in line with observations that
under shallow tillage conditions more >N was recovered in soil and plants than under zero
tillage conditions for a urea fertilization rate of 100 kg N ha~! under a high precipitation
level (178 to 232 mm) in the Canadian Great Plains [53]. In our study, this result can be
attributed to the different plant development (Supplementary Figure Sla,b) occurring
under no-till and mini-till management, where plants were further developed under
the mini-till condition (Supplementary Figure Sla,b). The soil cracking (Supplementary
Figure Slc) of these clayey soils (Table 1) in the dry summer 2019 was seen in abundance and
occurred more often under the no-till condition, suggesting the occurrence of stronger soil
compaction than under the mini-till condition. The higher initial bulk density seen under
no-till management (Table 1) and increased compaction by soil drying could have increased
the penetration resistance of the bulk soil (excluding dry cracks) and may therefore have
resulted in smaller root development [54].

Consequently, we cannot accept our first hypothesis. Our results show that in these
highly competitive conditions for N between plants and microorganisms with low levels
of precipitation and high clay contents in North Kazakhstan, plants compete effectively
against microorganisms for fertilizer-N (Figures 2 and 3) in the long run, regardless of
the form in which N was initially supplied, though this is possibly affected by the tillage
form used.

4.2. Plant-Microorganism Competition

In July, the MBN further increased (Table 3), but at this time point plants were already
far developed (jointing stage) and took up high amounts of N (Table 3) regardless of the
fertilizer form used. The MBN-to-plant N index (Figure 3a) shows that despite strong
plant N uptake, microorganisms still hold 2.0 to 2.7 times more N than plants, indicating
effective N immobilization by microorganisms. Four times higher values (about 10) for this
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index were reported in a short-term competition study in July in a temperate grassland
area in Inner Mongolia under nitrate addition [44]. Interestingly, the MB'°N-to-plant 1°N
ratio (Figure 3b) showed the opposite trend, with a stronger >N immobilization being
seen in plants than in microorganisms. The MB!’N-to-plant >N ratios fit ratios below
1 well, which had already been found three days after N application in a non-grazed
semi-arid Inner Mongolian steppe soil in which the vegetation was already established [17],
indicating the effective uptake of fertilizer-N by plants. However, three days after 1°N
application, these ratios were higher (about 0.5) [17] than those seen in our study after
43 days. The higher °N recovery in plants and therefore smaller MB'°N-to-plant °N
ratios were due to the faster turnover times of microorganisms compared to plants [5,11].
Hence, the initially microbially immobilized >N was mineralized and released to the plant
as suggested for tallgrass prairies [14]. The fact that plants outcompete microorganisms
for N over longer time intervals could also suggest the existence of different N pools in
plants and microorganisms, with plants preferring inorganic N while microorganisms
predominantly take up organic N, as shown in various ecosystems [11,55]. In temperate
grasslands, it has been shown that plants also compete effectively for a variety of amino
acids [56,57]. However, inorganic N forms are still the major N source for plants in
semi-arid regions [55], and incubation experiments suggest that microbial competition is
more pronounced for organic than for inorganic N forms [58]. Consequently, competition
for inorganic N could be avoided, as plants and microorganisms could prefer different
sources of N. Despite N-recycling and the preferred N forms, the spatial aspect must
also be considered. Fertilizer placement has been shown to strongly affect the uptake
of N by plants [5,59]. The application of fertilizer into the furrow simultaneously with
seeding could therefore have increased plant competition for fertilizer-N [59,60] compared
to spatially more distributed microorganisms [15], meaning that microbial 1°N recovery is
especially small at later time points due to this “dilution effect” of soil sampling.

From July to August, plants took up even more N (Table 3) and competed more
effectively against microorganisms, as indicated by the higher >N recovery (Figure 2) and
decreasing microorganism-to-plant N and °N ratios seen (Figure 3). Our study showed
smaller competition indexes than were found in comparable studies [17,44]. This is proba-
bly due to the higher precipitation occurring in these studies (mean annual precipitation
of 334 and 350 mm), as a higher water availability has been shown to increase MBN in
semi-arid areas [48]. However, the differences in time periods between >N application and
sampling time also have to be kept in mind. Whereas the >N competition index rapidly de-
creased from about 3 (24 h) to 0.5 (72 h) after 1°N application [17], we sampled after 43 and
77 days. Hence, plant-microorganism competition in our case was much more a product
of numerous short-term competitions, and hence the competition ratios must have been
smaller due to the death and remineralization of microorganisms. Unfortunately, no infor-
mation about the clay content is offered in these studies [17,44], but the strong retention of
mineral N seen in our study, especially abiotically of ammonium as another sink, might
therefore have further increased the competition for the remaining N. In conclusion, in
these clay-rich soils with very low levels of precipitation, plant-microorganism competition
for N is further enhanced, meaning that our second hypothesis cannot be rejected.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
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