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l1Genelrmtlr oducti on

11 Nitrfogremmi &andakimesmeggsr oecosyst ems

Nitrogen (N) i s amoh gnectshte emairhe m seitngesb y eqruo g £ d
wor |l dwi de. Consequently, the current agricul
fert.iFloirzeerxtamp| énternati onal Fertil igderbaAsso

consumptiino na gorfi ecBudlOeddr BIt i n 2 02 qrltFAn a t2d12y2,) .t
efficiency (NUE) uisnu aedggunaol elctovseyrs t te mas 0 aNBDids
subjected to se(veubabarlams setpaatlinwhzy@1lo58)s pat hw
ammoni @ (vNH ati |l i zad)i olneacrhiitnrggt ean(dNOgaseous
nitrification and( Hiegurtdé&anspoatbi dlnd prmsisteBis® ®any
(NO)i,t rousOpxadaei¢cRgpesRMN|I osses are associ a
and air pollutiiom,t de pdtecha shpb & if Bledz @ naethtaenrg ei. s
to the enormous gl oBOgwh iwcahr misn g2 b tteip(h@® ad g rod a
and Cabrera NeOriesshama®&dn2d ne destithyeerat mosp
(Ravi shankaThae etooadl .an2d0 QAQ)r.i cul ture OQOFA4OMNIi zat
i ndi cagdgefdoadhasty st e msB0&2« cotfo ttthéeed ah OlIOr emmo gesmioa s
i n 2mMalio9nl 'y because of. NAdckirtndi Zkelrs applpgean
N-basfeedrt i Il i zers on agricufOt emals ss ®inlss éwaidl vrad ¢
CQearising from applicati oxrysg aorfd |dwretsh etcikc nfae
Gt 209 (FAO, 2019) .

Ammonium NH; N,O NO,N,O, N,
fertilizer

Nitrification Denitrification

= ) NOS

W

NO; leaching

FiguiSempl i fied N cycdeemoinns tahgartoneacgons yNs tleonsss p a
t hpeot eoft irmilt ri fication izhkiabhi ey searfi dsrsNmointsi.g at
1



Il ntroductio

11 Nitrification and denitrification process:¢

Ammonbamed fertilizers (HSHRand aNNH y dcroompsr i B H
commonly N forms app(lCGCesgdkunm eag Molc.ebZ@®T A4) use.
main N source wutilized worl dwide because of
great-benebst .-hyAdrt elny ssiogoér , sNMHdependi ng cmuchoi l
as tphHat ddpr e onAprrod aomntaitd m:, nairter isfuibdgiadtaitiodnd ctad
is the oxikdats®n veh NHanadmmoixtirdiitzeé ng bacteria
NOBThe AOBN t(riooseo.mpinasosesppcrusi niti atoe etstse n
by oxiNHtzo nlgydr ox yOH)mi nwehi(cNhH i s catal yzed by
monooxygenasen(fAM®M)e nOHo xtia i me'f) NiHaRe hy NOoxy !l an
oxi dor € dFu gtuareles2e)quent.,dy.t re®Bpogt prcompl etes th
producimgaNOhe enzyme nitrite oxidoreductas
br oadaenrge of soislucmmi carso baersc haeaclamdag faumgdle
nitri{Hagtten .etMarl|le owBebndnBadhbaaxt eri a (compl et €

oxi dizers) Nofr dacdgen fygaumu s o x i d(alaivres sd teTphsd . 20
denitrification processstios /NNODe-ONe qaf &Crotsikauln r e
et al . 2017) .pelrhfiosr melds ob yc aan bbreoad,i gcoupi od
bacterial, fungal, and archaeal denitrifiers

Ammonia Hydroxylamine Nitrite

monoxygenase oxidoreductase oxidoreductase
NH,* NHOH oy NO, oy NO,
Nitrification
inhibitor

FiguiMée2nitrification process with associ at

inhi bitor inactivating the ammoni a( 2nbInd)o.xy ge
Il n summary, nitrification odulmse £ nd eetrcramnumesm tt atlb
can e@i i Nect.O woxiadadtH on and nitrifier deni
sequendeNON®0) (Kool et al . 2Pulrlt;he&romkrua, eri tal

producewsshiNOh has much greadamd sios | e aoibk ¢gli }t § a
causing groundwatergicsondlasno naheosubSbori At eNOf
proceaedni produce subsOtTahnetrigafidcreembuoasi oh Nnh
habeen proposedUE oandiNOedheskce ageoNcomyst ems (
et al. 2022; Zhang et al. 2024).



Il ntroductio

11 Bpplication of nitrification inhibitors

The appli halseenmn ext &dhsi vely studied and util
to reddeacMiNOg rerd ck Nkien hiTthiet ni tri fication by
enzyme, bl ocking th(eFifguwrge | )t reipm odTthnaslt .rr ie2dou2cze
eaching sbiesc aluesses NsHON Q' wimio bG: Irke Itehaassre f rmomd ni tr
enitrification piTfbeemestNlistiabklegz &©d miytaing a taend d
hl-6(rtori chl @ryomeat mel ) (Nnd r-R3pyEtimyl, pyrazol e [
DMP(Ruser and)foahalddi 2BMebt,h ytlhpey rMezd | wictohmbTr i a
MP+TZ,; commer ciE)aiIs naomamoPnl | AyD | INsTehde i it m i Ge c ma n

uppréssiowi ng Mlasapbpleinc tahsecora bieldi ttyo oF¥* NI s |
i oonswhiuamltti on as cof act(Rrus eof atnide SAM@ | en 2\y0ne
Monsal ve dtowelvier 20 2nBo.emd bfy2022) suggested th
of acti ebnasoefd DNMPB is not exclusively depende
evidencing thati oheokextkbsowmBldanofFétcal . 20214

Thef fi oifeiNay been confir mMe@uad yets eavle.r a2 0 X1 ,u d2
et al. 202F30,r 20nsdtea)maley si 8, aAmattas et al . (20
i ncr eaysieelcdr oapnd NUE by +7.5% and +12. 9%, resfy
di ssol ved miner glYaM gl ed.c lilhneg 2EEHMI@4cEtoi osmsa iS onn S
shown t o r allagh@& Qpceotnwseiednerd ng daédmalregpestedmpnmn
studies carried out (iAkidyiavnear seet raelg.i oGl Owo rQid
et al. 2016; Gilsanz et al. 2016; Thidpweeeéer al
s evlerfaaccatnorismpact t he, efutedbhmppereantesrse ,0of mdNil st ur
organic carbon content, tillage, the choice
202BHherefore, some studies thaarvde niintdriicfa tceadt itohn
No.O emi ssions under specific o@nOAibtli dNmsu.e r F cert
(2018) f 6Qunrednitslksatond from cattle urine and u
DCD and DMPP, respectively.

l12Fatcors i mpacting the effectiveness of nitri

Therae drsiesealdch gap in identifying the fact
Reports showing tatr eNMlesmedsitdve@mneetf ired ddu ceex pNer i n
experiments are influencesdiclhy ase vermglerywan ao ret
that directly affect the growth addnactyvingy

underl ying mecharei snmseffeadi vegné®s tof NI's f
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i mpractiTlédt ef or e, this PhD tdhiastsempwptt on ha:
effectiveness of NIs. This was performed by
experiments undecowrciomol loél ewl® naNd ébs isvmsfimses itnegs t e d
di fferent combinations ofrrggialt i wat enreThdiast e ratr
PhD di ssertation provides novel i nformati on
which soil conditions decrease their effici
effectsprobladthgifl it ure fi @lodpirces ermarxdmiaen ntgh it

of NIs to reduce N | osseisntghream agrsce aud 9y 9 tzean

121 Temper atur e

Soi l temperature regulates the activhey and
bi odegradagamonmpofunds such as N26I2)WMeda ®hdat
temperatures between 10 and 20FAC BCD, nKel laff
et (2008Yi c aitredr @ dasaipreg at ur e s tDrCdnall ifyf ed,i ma nnd sth
effect was much wmome2&.)tbDamu natedc @al({d,5tedper at
Simi,) aGuayr dradBdweaetl. t hat bot h DCDI adhedc rDeVaPsPe ch a
bwmncrienastee mpel att uD @3 ewassi tmovred u htame DWPPe, Ma.
et (2l10A/BYJd Bar nNne0d bate r ave@D tdhiad n o0 eimt s gabpvs Nf
cattle urine pptcechabkl y ndge at e Tha ad sP htDe nupi esrsaetru

di d not i nfvfeesctti goaft et e nmpbearsa tal re ee mbdegcnasu sved ihig/td
previo(g&uwoek .al. 2022b)

122 Soi | moi sturevednd ndir xiymwd es

The effectihasn beeadlfay Mladh e edinfi ngr ent soi l mo i
(Men®ndez et al. 2012; Barrena etSaill MRAOI1lStG ur

regul apreisnsabriye c €0 ®fmi Nsi omist rbiefciammastei on and de
per f oramerdo lbiyc amdcanaegahbhi smgs,t hreeg anpe et, i sl Y.
activity and biodegradation of organic compo
with soil moi sture. Thus, it 1Is expected tha
dry or wet condithenkighhést hbi csaengr adantei, onn
| evel where the water an(dWaonxgy geetn a&l\ a isdeCalvGe)ln it t
hi gher soi l moi stcomae j dapi h@ aXxitidiekeeslhyo didh @b e ¢
bi odegr a&Nd &t iaomd onfi ght reduce their effectiven
t hat NIl's significantdy reéeace nrrespiecaiiven
cont{&onto et .alThizxza@2zZblelbed to di mi minsdhedeA®Bdp

4



I ntroducti o

relative exmoagsse onhatf Oheedest 6(sTeo r¥ md yorme et
2017)

Il nterestingly, the efficiency of NIs under st
studieéeddre the(Rresien® 0Ltdldglyhas been shown th
rewett scmagn clyendtddlo@sop ul s e sb efcraouns es ocoifl sever al f ac

mi crobi al activit{RPezandl |henatiTheflsiec @t@xdnor s i
breakdowntef agdregoosure of protected soil
release of accumul ated soluble substances du
may stimulate chemical ¢(kctebBil gu@dmBrr obi
soi |l drying and rewetting might reduce the ¢
activity, which might accelerate their Dbiode

evaluation of the effect ehessoi bf dNysng rewe

Nitrification may be
temporarily favored

due to increased Drying
O, availability ! ‘ k reorganization
8 Vi <3

| y “(
z @ - .?"O. W
Rewetting }:?'

d
_, -

Occluded organic matter
%/ inside soil aggregates

Aggregates

Organic matter is accessible to live microbes after
aggregate rupture; denitrification is favored

Figurlel st hatwiood afrying and r@wemiissgohnsi @

rewetting.

123 Soi l texture

Soil texture influencegdwitthhei motbhd istoyi lo.f Tohou sh,
factor controlling N(2e@dagcBavehests. alLer gRDA4
DMPP is | ess mobile than DCD in the seoil anc
textured soil s. T hiss ao cpcoulrasr bceocnapuosuen dD CDh i | e

5
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charged, which promwieg tbsbiaodéengmolbiikisei 1 y

DMPP,4siNsH al so postihtti$veedmd bcdHartggedchas been sugge
(Zerulla et al. 2001). I n conttasathistppaahhmdgh
s e p arr aft ri @e sNoHe ¢ isaalnkdgyi | 8, reduci 6Baitk ef faltt.i
Byrne etFwudt h&rBdne, the effestclhfasioMPsiglxlt
poorly understood.

124Nitrification inhibitor type

Besi des -nehnet iacbnoevde di f f erences regarding the g
regul ate their mobility accordl®ag havesoid ¢oe
ot her Fa@arctonstance, Mar sden eitcraolb.i a( 2 Oulp6t)a k
degradation of DCD rel at iiwmestohoep DiM®®, ofvht hesa

to soil matrix were found. Therefore, it mig
shown in some studi esereanwcled be Ibhe malege adhit «
mo bi IGiutay.di a et al . (2018) suggested that ot
met al oxi des, and spmdy odrgiswa pt ment ¢o ocomnt

eff ectoifvebnGeDs sand DMPP.

Thal application rate is an i mpor tDaMPtP fiasct o
efficient at very |l ow rates ands-Nisncpmevisd & 9|
publ i sheldn satduddiiteison, t he EUWtfeertthialti zaelrl orweegdu IL
are between 0.8 and 41N 6a% d(/wd/rw)n raefaet Herttotl alz e

Commi ssion 2014) . I n contrast, DCD requires
rate of 10% has been commonly wutili-®Pecdcziom pr
et al . 202HY . r eHpwleavteirgns | i28i5d n dt h4. 50 D( BEuartoe

Commi ssi dhe2@la)ycontegopmirnatdi on ri sks associ at

researchers from New Zealand reported that L

i n paosft udraeisry cows. This | ed to the nrermaev dlewo
Zeal and nmaZrOke3ti kari. eftherlef &2r0e2,1)i t mi ght be
effective than DMPP when its; rlavtegretisi d i mattiea

requires confirmation.

125Sur face and subsurface drip irrigation mef

Drip irTsigmbngnthe mitig®temnhsmeanssar esomoaghb
(Grados etlLakewkdER2Kabhypweadrti mairri gadi on de



Il ntroductio

release by 36% relative to sprinkler and fl c

with | ower water vol umes. Avoiding excessi Vv
denitrificé&Waog 2@t2@8qlers saddei tjioonn,t wutili zati on
and NIs can 4Ouretmh e{rdMiao eedtu ceel DN i2p0 1i8r)r i gati on ¢
surface and subsurface. Some studies have s
mor e eenftf iini fOe @ume issg ods. I n drip 1T rrigation,
activity are higher in the soil near the dri

under subsurfac@ idgimaiimlry gpt ondiwucereods iitre sa meeea
dri ppers | ocated in deeper 3oridsildagyreaes .t iCoen s
during upwar d dtraftfrmiossipohne ruep itnot etrhf£x csee idiacyt iear e
No( Kuang et Bor R0O4d0aalnhze@d e wamgtt hdaghtee di r r i gati o

buri al depth o000 BOI|l €eansd owelr&tdi We to shall ow
combined usage of NIs and subsurface drip ir
No.O emi ssi oqwsen(ti .&end Ifaow water volume applic

denitrificatOi oreduecdl Bmb ar N .etHoawe v €2r0,2 4daa)t a
effectiveness of different NIs consideereing c
drip irrigati asnt awdye ciles ®@lain pehrettShfeorh or ot t he
mi tigation measur.es have additive effects

1226 Soi l p H

Soi l pH regul atesstbhesNdlepdoitonatfieant ®ft Néd ac
ammoni a owitdghkeirs di ffereftluafgf ieni tailPée s 20@r2 ; N
et al LiRewvd4dpe;oxamMdmaning archaea (AOA) demons
ammonia oxia@cizerrci aoisloMe( keid\viesr ,nail g ht2 Otla8r)get £
than, A®A t heom adifdicec eqaeiyl Acimdigh ts diel 1 acnpremaen
i nherent l ow nitrification rates, which mig
treated or untreatednwictomtNMlast(,Roddheat reaels.e az
were effective in acidic soils (Oliveira et

pH on NI esftfielclt irveegnueisrses <cl ari fi cati on

127 Ni troagelni catt @ on

The nitisesgeomneapnodrgtedt o | mpact theTkRifercsi ben
Nl's are applied ac,dDdPdP ng tag ptlh e dN amsaNleo (oif.
and/ o-N) Hiorveeav e r , ¢t hragi dNdrsi nagr e subjected to b

possible that | ow rates of N and, consequent

7
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Consi d®Or ienfmg sNidome.ct N\Ny& rreed ecaes e f raommdndil yecft i c
di mi NiOs hf rdoemmi t ri ficationi |HyghdeentErasttihgr mor e
previous studimayandrOahedNdthiecma Nb®e Nf t he |
NQconcentrBheé omsascm mpwitidatli sN@Qmcelegpdtorro und
soahoxbaoadi(tSeonnbsayr am.lentc raela.s e20, IsQuliullei npiten g()i .ael.s
promodes eNucibieocnautsoe Nt favors the assembly
enzyymehang et dhen2@x83d) kiely that wunder stro
(i,temporary waterlogging due tbe dhetawe maiimf
sourc®O,oft hd indirect effects of NIs are not
with higlhiipgHt ,rspetecuallow two@deredi omwNi clat eh
di fference Hebweenbpf atiNleoat€® d an di mimg u fefadt ceide rst
cause substamnthéemdr oidmupcatc t af .ohemahirg sfofes@f i on

foll owing heavy rai mobaif| tdemmaerauyl ga decdmbuanst i o nos
et al. ,TROX4)understanding if NIs are ineffe
understanding of underliyima@ith@cmiamii gantse | emids
el sewWNamuer et al. 2018)

13.0bj ecti ves

Agriculture is a maj o® emiugsieo nosf, tdamtsphaadgeodg e
associated with ozoneMdaregdawdprl iyh nighas hde mb mse s
great poteNOinél easeefiluom agricultural, soils
soi | adnrdeiwregatnidnagpaHh) i ntfH eu eenfcfeect Undaeestsané@inblgs.

how t hedetfea mteggrisatalie per f oramandcde se@md NAhgap
shobédaddressed to promote the correct util:]

N.O rel ease mitigation potenti al

Theref cPrhD, dtilsiseveati gatedotfhédNysthecyi ngness
incubation and greenhouse expeaetrméhedheonddrt
i nhi bitors DCD,woOwW®R, uarnda dMfPerrT&Znt combinati ol

content, pH, textdr B,.r afk cers gtahciihsa mpgueresg desmed, 5 oa 1
concentNQ@a nNHi,NgOf e mi s07 O, Nproduct ratio of
and the composition of bacteri al soi | commun

I n this context,wehe adodt ewseadg. questions

1T Does soil drying and rewetting reDoee the
it depend on soil texture and inhibitor t

8
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f Douti INIzd ngnd subsurface drip irriNg@tion I

rel 2Wksieah t ri fication inhibitors are more
subsurface drip irrig&tion in differently
Does acidic soi |l pH r ediurse pgrhees sda fnfge criii tv

mi crooragmadisimeDiof isoatli M H and N rate regul
on mitix@agriandudt i on @nrde pu otmodmMmntgao NN s sub

to temporary waterl ogging?
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Abstract

Climate change has been intensifying soil drying and rewetting cycles, which can alter the soil microbiome structure and
activity. Here we hypothesized that a soil drying-rewetting cycle enhances biodegradation and, hence, decreases the effective-
ness of nitrification inhibitors (NIs). The effectiveness of DMPP (3,4-Dimethylpyrazole phosphate) and MP+TZ (3-Methyl-
pyrazol and Triazol) was evaluated in 60-day incubation studies under a drying and rewetting cycle relative to constant low
and high soil moisture conditions (40% and 80% water-holding capacity, WHC, respectively) in two different textured soils.
The measurements included (i) daily and cumulative N,O-N emissions, (ii) soil NH,*-N and NO;™-N concentrations, and
(iii) the composition of bacterial soil communities. Application of DMPP and MP + TZ reduced the overall N,O-N emissions
under drying-rewetting (-45%), as well as under 40% WHC (-39%) and 80% WHC (-25%). DMPP retarded nitrification and
decreased N,O-N release from the sandy and silt loam soils, while MP 4+ TZ mitigated N,O-N production only from the
silt loam soil. Unexpectedly, between days 30 and 60, N,O-N emissions from NI-treated soils increased by up to fivefold
relative to the No-NI treatment in the silt loam soil at 80% WHC. Likewise, the relative abundance of the studied nitrifying
bacteria indicated that the NIs had only short-term effectiveness in the silt loam soil. These results suggested that DMPP
and MP +TZ might trigger high N,O-N release from fine-textured soil with constant high moisture after this short-term
inhibitory effect. In conclusion, DMPP and MP + TZ effectively reduce N,O-N emissions under soil drying and rewetting.

Keywords DMPP - Ammonia-oxidizing bacteria - Denitrification - Climate change - Drought - Nitrous oxide

Introduction

Climate change has been causing more frequent extreme
weather events, such as droughts and heavy precipitation
(IPCC 2021). Consequently, soil drying and rewetting
cycles have been intensified globally. These cycles can tre-
mendously impact the emission of greenhouse gases (GHG)
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from agricultural lands by altering soil microbiome struc-
ture and activity (Friedl et al. 2022; Jiao et al. 2023). Soil
drying may cause the breakdown of aggregates and expose
protected organic C (SOC). Similarly, the release of accu-
mulated soluble substances due to microbial cell rupture
after sudden rewetting may stimulate chemical reactions
and microbial activity (Liu et al. 2018). Consequently, soil
rewetting might increase N,O emissions due to accumulated
substrates for denitrification and enhanced microbial activity
(Pezzolla et al. 2019).

The application of nitrification inhibitors (NIs) has been
suggested to control N,O release from agricultural soils
(Ribeiro et al. 2023). NIs can delay the oxidation of ammo-
nium (NH,*) to nitrite (NO,™) by inhibiting the activity of
ammonia-oxidizing bacteria (AOB) (Hayden et al. 2021; Ruser
and Schulz 2015). In a meta-analysis considering field experi-
ments, Yang et al. (2016) showed that the NI 3,4-Dimethyl-
pyrazole phosphate (DMPP) efficiently delayed NH,* con-
version to nitrate (NO5™), thereby reducing its leaching and
mitigating N,O release by 48%. Similarly, DMPP has been
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suggested to be an efficient NI under different moisture and
temperature conditions (Guo et al. 2022). In addition, the
NI consisting of a mixture of 3-Methylpyrazol and Triazol
(MP+TZ) has been utilized in Germany and found to reduce
N,O emissions (Fan et al. 2022; Guo et al. 2021; Scheer et al.
2017; Wang et al. 2020; Wu et al. 2017). Wang et al. (2020)
reported that MP +TZ decreased N,O emissions by 85% and
52% from urea and urea ammonium nitrate application, respec-
tively. Despite some studies indicating that MP +TZ can delay
nitrification and mitigate N,O production (Fan et al. 2022; Pie-
tzner et al. 2017), the impacts of this inhibitor on soil microbial
communities were not investigated.

The efficiency of NIs relies on numerous factors such as
temperature, moisture, pH, texture, SOC, tillage, NI, and
fertilizer types and rates (Ribeiro et al. 2023). For instance,
Barth et al. (2019) indicated that DMPP is less effective in
clayey soils due to adsorption on soil particles and enhanced
microbial activity. Nauer et al. (2018) showed that DMPP
was ineffective in reducing N,O emissions from urea.
Mazzetto et al. (2015) and Barneze et al. (2015) reported
that N,O release from cattle urine patches in grasslands
might not be reduced by NIs, probably due to warm temper-
atures. In addition, changes in soil moisture content are an
important factor influencing NI effectiveness (Barrena et al.
2017; Di et al. 2014; Guo et al. 2022; Menéndez et al. 2012;
Zhang et al. 2023). Likewise, NIs could become ineffec-
tive under soil drying and rewetting cycles due to enhanced
microbial activity, which might accelerate their biodegrada-
tion. However, to the best of our knowledge, studies investi-
gating the effect of drying and rewetting on the effectiveness
of NIs are lacking.

Therefore, we hypothesized that (i) a soil drying-rewet-
ting cycle enhances the biodegradation of NIs and weak-
ens their nitrification inhibition effect and (ii) DMPP has a
more stable effect on delaying nitrification over different soil
textures and moisture conditions than MP + TZ. This study
aimed to evaluate the effectiveness of DMPP and MP +TZ
under a drying and rewetting cycle relative to constant low
and high soil moisture conditions in coarse- and fine-tex-
tured soil. The performance of NIs was measured in terms of
(i) daily and cumulative N,O-N emissions, (ii) soil NH,*-N
and NO;™-N concentrations, and (iii) the composition of
bacterial soil communities over the experimental period.
To our knowledge, this is the first study to investigate the
impacts of soil drying and rewetting on NI effectiveness.

Material and methods
Site and soil description

Sandy and silt loam soils were collected from agricultural
sites in Schleswig—Holstein, northern Germany (54°00'42.9"

@ Springer

N 8°55'43.9" E and 54°12'24" N 10°0'59" E, respectively).
Subsequently, the soils were air-dried, passed through
a 2 mm sieve, and homogenized. The main properties of
the sandy soil were: sand, 934 g kg~'; silt, 50 g kg™'; clay,
16 gkg™'; SOC, 8.3 gkg™!; total N, 0.8 g kg™!; NH,*-N, not
detected; NO;™-N, 2.93 mg kg~'; bulk density, 1.4 g cm™;
PHc,cpo» 6.2; water-holding capacity (WHC), 0.27 g g~'. The
main properties of the silt loam soil were: sand, 160 g kg";
silt, 620 g kg™!; clay, 220 g kg™'; SOC, 10 g kg™'; total N,
1.4 g kg™'; NH, N, 1.53; NO;™-N, 50.91 mg kg™'; bulk
density, 1.3 g cm™; pHeyep, 7.2; WHC, 0.35 g g7

Incubation experiments

Two incubation experiments were carried out at the Insti-
tute of Plant Nutrition and Soil Science, Kiel University,
Germany. These incubation experiments were conducted in
a climatic chamber with 25 °C temperature and 45% rela-
tive humidity. The objective of carrying out this study under
completely controlled environmental conditions was to iso-
late the influence of NI type and soil water content from
other influencing factors. We utilized a completely rand-
omized design with four replicates. The investigated factors
were NI type (MP +TZ, DMPP, and No-NI) and soil water
content (40% WHC, 80% WHC, and drying-rewetting). We
utilized 40% and 80% WHC as the minimum and maximum
soil moisture levels because the existing literature on NI
research has adopted these as references to investigate NI
performance when N,O-N emissions are expected to origi-
nate mainly from nitrification and denitrification processes,
respectively (Guo et al. 2022; Torralbo et al. 2017; Zhang
et al. 2023). Therefore, the same thresholds were utilized to
allow the comparison of our study with the current litera-
ture. Furthermore, treatment with steady soil moisture at
60% WHC, which is the average moisture of the simulated
drying-rewetting cycle, was not added to the experimental
design because previous research already showed that the
NIs utilized in our study are efficient at 60% WHC steady
soil moisture (Guo et al. 2022; Menéndez et al. 2012; Zhang
et al. 2023).

Thirty-six cylindrical pots (15 cm diameter and 33 cm
length) were filled with soil up to 20 cm high. Ammonium
sulfate (NH,),SO,) was used as N fertilizer at a 0.25 g
NH,*-N kg~' soil application rate. Both DMPP and MP+TZ
were applied at 1% of the applied NH,*-N. MP +TZ was
being commercialized under the name PIADIN®, which
represents the combination of the active ingredients 3-Meth-
ylpyrazol (1.5%) and Triazol (3%) in urea ammonium nitrate
solution. The concentration of ammonium nitrate in PIA-
DIN® was 38% (mass), and the remaining constituents
were not specified by the manufacturer (Kosler et al. 2019).
Considering DMPP, the application rate of 1% of the added
NH,*-N was utilized because it is within the range allowed
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by the European Union regulations and in agreement with
the concentration used in commercial fertilizers containing
DMPP (European Commission 2014). The same concentra-
tion was utilized for MP + TZ because it is within the range
of application rates recommended by the manufacturer,
e.g., 7 L ha™! of the commercial product PIADIN®. The
No-NI treatment received only ammonium sulfate without
NI application. N fertilizer and NIs were dissolved in deion-
ized water and surface applied on the soil surface through a
100 mL solution at the first day of incubation.

Considering the 40% and 80% WHC treatments, the soil
water content was monitored daily and readjusted to the
respective values by adding deionized water. For the drying-
rewetting treatment, the soil water content was maintained
initially at 80% of WHC at the start of the experiment (day
0). When the soil moisture content reached 40% of WHC,
it was re-adjusted to 80% of WHC to simulate a drying-
rewetting cycle, as demonstrated in Fig. 1.

Sampling, measurement, and calculation of N,0-N
emissions

For N,O-N sampling, air-tight lids were placed on the pots,
and the gas samples were collected with 10 mL syringes at
intervals of 0, 20, 40, and 60 min. Subsequently, the samples
were stored in pre-evacuated exetainers. Except for the sam-
pling period, the pots were kept open. Gas samples were col-
lected periodically from the headspace of the pots to meas-
ure the N,O concentration by gas chromatography (Agilent
7890A GC, Agilent). Linear interpolation was utilized to

—————— 40% WHC
80% WHC
Drying-rewetting
100

WHC (%)

0 15 30 45 60
Incubation time (days)

Fig. 1 Representation of the drying-rewetting cycle implemented in
the incubation experiments. Asterisks represent the sampling days
for mineral N measurements. Arrows indicate the sampling days for
microbiological analysis. WHC = water-holding capacity

estimate N,O-N emission for the days gas sampling was not
performed. Daily emissions were divided into Phase 1 (0
to 30 days of incubation) and Phase 2 (31 to 60 days of
incubation) because of the different patterns of N,O-N emis-
sions in each phase and to ease data analysis, discussion, and
interpretation. Finally, the cumulative N,O-N emission was
calculated from the daily emissions.

Sampling and analysis of soil NH,;* and NO;~

Soil samples were collected after 15, 30, 45, and 60 days
of incubation from the 0-20 cm depth for NH,* and
NO;™ measurements. Considering the drying and rewet-
ting treatment, soil samples were taken prior to soil rewet-
ting on the 30th day of incubation. The soil samples were
extracted with 1 M KClI solution (1:10 ratio) by shaking
for 1 h in a shaker with a vertical rotation speed of 60 rpm.
Subsequently, the suspensions were filtered, and the filtered
extracts were analyzed for NH,™ and NO;~ concentrations
using a continuous flow analyzer (San™* Continuous Flow
Analyzer, Skalar). Additionally, a sub-sample of soil was
oven-dried at 105 °C for 24 h to adjust for the water content.

Soil DNA extraction, 16S rRNA gene amplicon
sequencing and analysis

Samples of silt loam soil collected on the 15th and 45th
day after incubation were selected for microbial commu-
nity analysis, and 0.5 g of soil was used for the genomics
DNA extraction using Fast DNA SPIN Kit for Soil (MP Bio-
medicals). Only this silt loam soil was utilized for microbial
analysis to investigate the increased N,O-N emissions from
NI-treated soil in Phase 2. The silt loam soil was selected
because fine-textured soils present greater microbial abun-
dance than coarse-textured ones (Guo et al. 2021).

For bacterial sequencing library preparation (in three
technical replicates), primer pair targeting 16S rRNA gene
V3-V4 region (341F 5’-CCTACGGGAGGCAGCAG-3’ and
806R 5’-GGACTACHVGGGTWTCTAAT-3’) was used for
16S rRNA gene amplicon sequencing. Sequencing library
preparation and MiSeq paired-end (2 x 300 bp) sequenc-
ing (Illumina, v3 chemistry) on the sample pool was per-
formed at the Center of Molecular Life Sciences (ZMB),
Kiel University. ZymoBIOMICSTM Microbial Commu-
nity DNA Standard was used for sequencing, data analy-
sis, and quality control for the amplicon sequencing. 16S
rRNA gene amplicon sequencing data were analyzed on the
de-multiplexed fastq reads. Cutadapt (v3.5) (Martin 2011)
was used for the adapter and primer removal and quality
control (Q-score >20). On average, 46,440 de-multiplexed
fastq paired-end reads per sample were obtained, and 45,829
(94%) were retained after adapter trimming and quality fil-
tering. The quality controlled paired end reads were merged
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using VSEARCH (v2.21.1) (Rognes et al. 2016), and 22,434
merged reads (merging percentage =96.5%) were obtained.
Chimeric sequence removal and generation of amplicon
sequence variants (ASV) were performed on the merged
sequences using package dada2 (v1.22.0) (Callahan et al.
2016) in RStudio (v2021.09.0+351) (RStudio Team 2020)
running R (v4.1.3) (R Core Team 2021).

On average, 17,132 reads per sample were non-chimeric
and used to analyze sequence variants, resulting in 8,295
ASVs. Taxonomic annotations of ASVs were performed
using the 16S rRNA database formatted for DADA2 with
Genome Taxonomy Database taxonomies (v202) (Alishum
2021). The abundance table, taxonomy table, sample meta-
data, and phylogenetic tree were merged into a single object
and used for visualization and statistical analysis using pack-
ages phyloseq (v1.38.0) (McMurdie and Holmes 2013),
vegan (v2.6.2) (Oksanen et al. 2019), ggplot2 (v3.3.6)
(Wickham 2016). Out of 8,295 ASVs, ten, 8,284, and one
ASV were taxonomically classified (at kingdom level) to
Archaea, Bacteria, and Unknown taxa, respectively (Table 1)

Only bacterial ASVs (8,284) were considered for further
analysis, and the remaining ASVs were discarded. The dif-
ferential abundance testing and correlation analysis for the
genera related to nitrifying bacteria was done and visual-
ized using package DESeq2 (v1.34.0) (Love et al. 2014),
stats (v4.2.2), pheatmap (1.0.12) (Kolde 2012) and ggcor
(0.9.4.3) (Huang et al. 2020). MiSeq sequencing de-mul-
tiplexed paired-end fastq reads were deposited in SRA at
NCBI under accession number PRINA1018126.

Statistical analysis of N,0-N cumulative emissions

The data for cumulative N,O-N emissions were subjected
to the normality test. Subsequently, a two-way analysis of
variance (F test) was performed for the factors NI and soil
moisture within each experimental phase and soil texture.
The response variables that presented significant treatment
effects were submitted to the Tukey test (p <0.05) using the
R software (R Core Team 2021).

Results
N,O-N fluxes and cumulative emissions

The overall N,O-N emission from soils was higher at 80%
WHC than at drying-rewetting and at 40% WHC (Table 1,
Fig. 2). Furthermore, DMPP and MP + TZ reduced the
overall N,O-N release relative to No-NI by 43% and 20%,
respectively (Table S1).

In the sandy soil, MP + TZ significantly reduced
N,O-N emission only under drying-rewetting in Phase 1.
However, this inhibitor mitigated N,O-N release under
all tested moisture levels in the silt loam soil in Phase 1.
DMPP significantly decreased N,O-N emissions in almost
all investigated combinations of soil textures and moisture
levels (Table 2). On average, applying NIs reduced N,O-N
emissions by 45% under drying-rewetting, 39% under 40%
WHC, and 25% under 80% WHC (Table S1). Furthermore,

Table 1 Cumulative N,O-N emissions (Mean+SD) from untreated (No-NI) and MP+TZ or DMPP treated sandy and silt loam soils fertilized

with ammonium sulfate and subject to different moisture conditions

Sand soil Silt loam soil
Emission (pg Change  Emission (pg Change (%) Emission (ug Change (%) Emission (ug Change (%)
ke™) (%) kg™ kg™ ke™)
Phase 1 Phase 2 Phase 1 Phase 2
40% WHC
No-NI 6.7+1.6ns 23.2+2.6a 30.5+11.6a 10+£0.7a
MP+TZ  6.6+0.9 -2 209+ 1.3a -10 149+ 1.4b -51 11.1+4.4a +11
DMPP 56+1.9 -16 9.9+1.9b -57 11.6+2.3b -62 5.8+1.3b -42
80% WHC
No-NI 396.8+62.4a 796.5+56.2a 386.1+76.8a 41.7+11.1b
MP+TZ  323.3+29.1a -19 773.3+107.2a -3 145.2+40.9b -62 190.4+39.1a +356
DMPP 172.1+£20.3b -57 467.6 +44b -41 114.3+31.7b -70 261.2+80.9a +526
Drying-rewetting
No-NI 138.1+22.4a 338.2+55a 185.9+64.9a 100.7+£12.7a
MP+TZ  32.5+6.6b -76 330.9+45.5a -2 63.5+13.9b -66 60.2+18.2b -40
DMPP 20.6 +£4.3¢ -85 236.9+30.1b -30 42.6+14.3b -77 52.3+18.5b -48

Change (%) indicates the increase or decrease caused by MP +TZ or DMPP treatments relative to the respective No-NI treatment. WHC = water-
holding capacity. Values followed by the same letters in a column are not significantly different according to the Tukey test (p <0.05). ns: not

significant
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on average, DMPP and MP +TZ reduced N,O-N release by
58% in Phase 1 and 8% in Phase 2. The N,O-N emission
from DMPP and MP +TZ treatments peaked during Phase
2 in the silt loam soil, resulting in an up to fivefold increase
relative to the No-NI treatment.

Soil NH,*-N and NO;™-N concentrations

The nitrification delaying effect of DMPP and MP+TZ
was more evident in the silt loam soil than in the sandy soil
(Fig. 3). Both inhibitors delayed nitrification within the silt
loam soil under all soil moisture conditions. For instance,
under 40% WHC, NO;™-N reached higher concentra-
tions than NH,*-N at 45 days after incubation in No-NI,
while DMPP and MP + TZ resulted in similar NH,*-N and
NO;™-N concentrations. For the drying-rewetting and 80%
WHC treatments, the concentration of NO;™-N was greater
than that of NH,*-N at 30 days after incubation in the No-NI
treatments, while the application of DMPP and MP +TZ
kept analogous levels of NO;™-N and NH,*-N.
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Composition of bacterial soil communities

Application of DMPP and MP + TZ did not affect the
number of reads classified as bacteria in amplicon librar-
ies, which ranged between 15,000 and 20,000 reads for all
treatments, and the Shannon index (Figures S1 and S2).
However, the NIs reduced the relative abundance of the
nitrifying bacteria (Fig. 4). Considering the 40% WHC,
GW-Nitrospira-1 and Nitrosomonas presented higher rela-
tive abundance in No-NI than in DMPP and MP +TZ. Under
drying-rewetting, the relative abundance of Nitrospira_C,
Nitrospira_A, Nitrosospira, Nitrosomonas, and Nitrobacter
was decreased by DMPP and MP + TZ. Additionally, Nitro-
sococcus, Nitrosospira, and Nitrobacter were reduced by NI
application under 80% WHC.

The relative abundance of Nitrosospira and Nitrobacter
was positively correlated with N,O-N emissions (Fig. 6).
Soil NH,*-N concentration showed a negative correlation
with Nitrospira_C and A, whereas it had a positive correla-
tion with Nitrosococcus and Nitrobacter. Soil NO;™-N con-
centration was positively correlated with Nitrospira C and
negatively correlated with Nitrobacter and Nitrosococcus.

Silt loam
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Fig.2 Daily N,O-N emissions from untreated (No-NI) and MP +TZ or DMPP treated sandy and silt loam soils fertilized with ammonium sul-

fate and subject to different moisture conditions
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Fig.3 NH,*-N and NO;™-N concentrations in untreated (No-NI) and MP+TZ or DMPP treated sandy and silt loam soils fertilized with ammo-

nium sulfate and subject to different moisture conditions

In general, the relative abundance of the studied nitrifying
bacteria was greater at day 15 than at day 45 in the No-NI
treatment for all moisture levels. The opposite trend was
shown for DMPP and MP + TZ in which the relative abun-
dance of bacterial genera such as Nitrobacter and Nitroso-
coccus increased at day 45 relative to day 15 (Fig. 6).

Discussion

Soil drying and rewetting events are becoming more com-
mon due to climate change, and may decrease the effective-
ness of NIs due to the enhanced microbial activity upon
rewetting. The present study is the first to evaluate the per-
formance of NIs under soil drying and rewetting. Thus, the
effectiveness of DMPP and MP + TZ was evaluated under a
drying and rewetting cycle relative to constant low and high
soil moisture conditions in coarse- and fine-textured soils.

Short-term effect of DMPP and MP + TZ on nitrification
and mitigation of N,0-N emissions

According to the soil mineral N concentrations, it was found
that DMPP and MP +TZ delayed the nitrification process
under all tested conditions (Fig. 3). In our study, autotrophic
nitrification was assumed to be the main process driving the
soil NO;™-N accumulation and N,O-N release because of the

@ Springer

high NH,*-N application as ammonium sulfate. In addition,
it has been suggested that NH,*-N fertilization mitigates
the utilization of organic N by soil microbes (Parajuli et al.
2022). Therefore, it is improbable that heterotrophic nitrifi-
cation contributed to NO;™-N and N,O-N production in this
study despite its importance has been proven under different
agroecosystems and soil conditions (Gao et al. 2023).

Unlike the silt loam soil, NO;™-N gradually increased
while NH,*-N sharply declined in the sandy soil (Fig. 3).
The NH,"-N fertilizer was applied to the soil by dissolving it
in a 100 mL solution to avoid ammonia (NH,) volatilization.
However, such results indicated that other N loss paths, such
as NH; volatilization, might have occurred probably because
of the near-neutral pH and low cation exchangeable capacity
of the sandy soil.

In the silt loam soil, DMPP and MP + TZ retarded nitri-
fication for up to 30 days. However, after 30 days of incu-
bation in the silt loam soil, the NO;™-N exceeded NH,*-N
concentration in DMPP and MP +TZ treated soils under
80% WHC and drying-rewetting. Similarly, at 60 days after
incubation, NO,™-N and NH,*-N concentrations were simi-
lar under NI-treated soils at 40% WHC. This indicated that
the NIs had only short-term effects under all tested moisture
levels. In contrast, Menéndez et al. (2012) and Torralbo et al.
(2017) suggested that soil water content had minor effects on
the persistence of DMPP in soil incubated with temperatures
up to 20 °C. These contrasting results might be attributed to
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the higher temperature used in our study (25 °C) or distinct
soil characteristics such as pH and texture.

The accumulation of NO;™-N after 30 days in the silt
loam soil under 80% WHC increased N,O-N emissions by
up to fivefold in DMPP and MP + TZ, respectively, rela-
tive to the No-NI treatment (Table 2). Consequently, this
increased N,O-N emissions in the NI-treated soils during
Phase 2 partially offset the reduced emissions during Phase
1 (Fig. 2). In contrast, DMPP and MT + TZ did not increase
N,O-N release during Phase 2 in the sandy soil. Fine-tex-
tured soils commonly present higher microbial abundance
and activity than coarse-textured ones (Barth et al. 2019;
Guo et al. 2021), possibly decreasing NIs persistence in the
silt loam soil.

It is widely known that NIs have a short-term effect as
they are subjected to biodegradation. This effect may vary
from 4 to 10 weeks depending on conditions such as soil
temperature, texture, and pH (Zerulla et al. 2001). For
instance, Menéndez et al. (2012) reported that DMPP caused
a45% and 23% reduction in N,O-N emission in soil incu-
bated under 10 °C and 20 °C, respectively, which suggested
that higher temperature reduced the overall effectiveness

of DMPP. However, it has not been demonstrated yet that
high soil water content could partially offset the short-term
effect of NIs on reducing N,O-N release (Fig. 2). Exten-
sive research has investigated the interaction between NIs
and different moisture levels (Menéndez et al. 2012; Guo
et al. 2022; Zhang et al. 2023). Torralbo et al. (2017) and
Zhang et al. (2023) reported that DMPP was effective under
high soil water contents. However, its efficiency was more
sensitive to increased temperature under such conditions.
Guo et al. (2022) reported that MP + TZ efficiently miti-
gated nitrification and N,O-N release under 80% WHC. In
our study, the warm temperature in the incubation experi-
ments (25 °C) probably stimulated NI biodegradation, and
the hypoxic conditions under 80% WHC led to increased
N,O-N release due to late NO;™-N accumulation.

Soil microbial activity and decomposition are known
to have a parabolic relationship with moisture. Thus, it
is expected that the biodegradation of SOC is minimal in
extremely dry or wet conditions. At the same time, the high-
est biodegradation occurs at a soil moisture level where the
water and O, availability are optimal (Dan et al. 2016). In
our study, O, availability at 80% WHC was sufficient to
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promote rapid nitrification in the No-NI treatment (Fig. 3).
Similarly, the greater water availability at 80% WHC might
have enhanced the biodegradation of NIs relative to the 40%
WHC and drying-rewetting treatments. Even if this concept
is well-known and described in the literature, our study is the
first to show that this process can trigger increased N,O-N
emissions from NI-treated soil after 30 days. In contrast to
our study, previous research found that the soil moisture did
not influence or had only minor effects on NI effectiveness
(Menéndez et al. 2012; Guo et al. 2022; Zhang et al. 2023).
Consequently, at least for fine-textured soils with high pH
under warm temperatures, our results are important to high-
light that soil moisture should not be overlooked in future
research or for using NIs in agriculture.

Soil texture differently affected the effectiveness
of DMPP and MP+TZ

The mean reduction in N,O-N emissions caused by DMPP
and MP + TZ was 43% and 20%, respectively. This decrease
in N,O-N emissions by NIs is ascribed to their direct effect
on nitrification and an indirect impact on denitrification due
to diminished soil NO,~ availability (Wu et al. 2017).

DMPP-induced decline in mean N,O-N emissions was
higher for sandy soil (46%) than silt loam soil (35%). Simi-
larly, Barth et al. (2019) suggested that DMPP is more effec-
tive for coarse than fine-textured soils, probably because of
adsorption on silt and clay particles associated with the
enhanced microbial activity of fine-textured soils. Con-
versely, the mean decline in N,O-N emissions caused by
MP +TZ was lower in sandy soil (12%) than in silt loam soil
(36%). In addition, MP + TZ significantly reduced N,O-N
release in the sandy soil only under drying-rewetting during
Phase 1. These results showed that MP + TZ had inferior
performance than DMPP in the sandy soil, which might
be explained by a greater MP + TZ soil mobility, which
may cause leaching and spatial separation from NH,-N in
coarse-textured soils. In contrast, Guo et al. (2021) found
that the inhibitory effect of MP +TZ on N,O-N release was
greater in sandy than in clayey texture; however, the authors
utilized a fivefold higher MP + TZ application rate than that
used in this study. In addition, DMPP and NH,*-N are posi-
tively charged and, consequently, expected to present similar
spatial distribution in the soil surface layers (Zerulla et al.
2001), which may explain the higher effectiveness of DMPP,
especially in coarse-textured soils.

It is noteworthy that our study might have underestimated
MP +TZ efficiency for two reasons. Firstly, we utilized the
commercial product where the NI active ingredients were
dissolved in urea ammonium nitrate solution. Therefore, the
soil treated with MP + TZ received a slightly higher N rate.
However, this variation is lower than 1% because the appli-
cation rate of the commercial product containing MP+TZ
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was only 1% of the applied N. Secondly, the MP + TZ rate
recommended by the manufacturer is probably based on
lower N rates than the one utilized in our study. Despite this,
MP +TZ delayed nitrification and reduced N,O-N emissions
in the silt loam soil (Figs. 2 and 3). Finally, MP + TZ effi-
ciency in reducing N,O-N release has been demonstrated
in several studies under different environmental conditions
(Fan et al. 2022; Guo et al. 2021; Pietzner et al. 2017; Scheer
et al. 2017; Wang et al. 2020; Wolf et al. 2014; Wu et al.
2017).

The increased N,O-N release in Nl-treated soils after
30 days of incubations was observed exclusively in the silt
loam soil (Table 2, Fig. 2). This soil had 30% higher WHC
than the sandy soil, which probably led to enhanced micro-
bial activity and biodegradation of the NIs, explaining such
results.

DMPP and MP + TZ temporarily reduced the relative
abundance of nitrifying bacteria

The treatments presented a similar average number of reads
classified as bacteria in amplicon libraries, between 15,000
and 20,000 reads, and did not impact the Shannon index
(Figures S1 and S2). Similarly, Barrena et al. (2017) and
Corrochano-Monsalve et al. (2021b) indicated that DMPP
did not impact the total bacterial abundance and Shannon
index compared to control treatments, respectively. Such
results evidence that DMPP and MP + TZ specifically target
the nitrifying bacteria rather than affecting the total bacte-
rial soil community. In addition, the effect of MP+TZ on
soil microbial abundance has not been reported previously.

In general, the NIs decreased the relative abundance of
the nitrifying bacteria 15 days after incubation (Figs. 4 and
6). Corrochano-Monsalve et al. (2021b) found that DMPP
had a specific inhibitory effect on Nitrosomonas and did
not affect other nitrifying bacteria genera. Alternatively,
our results indicated that the relative abundance of Nitro-
spira spp., Nitrosospira, Nitrosomonas, and Nitrosococcus
decreased due to DMPP and MP + TZ application. Simi-
larly, Lan et al. (2022) demonstrated that DMPP application
reduced the relative abundance of Nitrosospira and Nitros-
omonas from acidic and calcareous soils. Li et al. (2023)
found that DMPP reduces the gene abundance of ammo-
nia-oxidizing bacteria (AOB) from different soil types. It is
noteworthy that the bacterial DNA utilized to estimate the
relative abundance of nitrifying bacteria may contain DNA
from dead, inactive, or low-active microbes; thus, it might
provide biased evidence of the bacterial genera driving the
nitrification process (Nannipieri et al. 2019). Consequently,
the interpretation of the data presented in this study should
take it into account.

The exact mode of action of DMPP and MP +TZ is
unknown (Bozal-Leorri et al. 2022). Nevertheless, it is
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