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Ammonium (NH,") plays key roles in plant growth, development, fruit quality, and yield. In plants, NH," uptake and transport are
facilitated by NH, " transporters (AMT). However, molecular mechanisms and physiological functions of type-Il AMT (AMT2)
transporters in fruit trees are still unclear, especially in peach. In this study, we cloned and characterized an AMT?2 family gene
from peach, PpeAMT3;4, and determined its function in yeast mutant. Expression analysis showed that PpeAMT3;4 was majorly
expressed in peach roots and significantly decreased by NH," excess but had no response to NH," deficiency. Functional
determination and '’nitrogen-labeled NH,* uptake assay in yeast cells implied that PpeAMT3;4 was a typical high-affinity
transporter, with a K, value of 86.3 uM, that can uptake external NH," in yeast cells. This study provides gene resources to
uncover the biological function of AMT2 transporters and reveals molecular basis for NH," uptake and nitrogen (N) nutrition

mechanisms in fruit trees.

1. Introduction

Ammonium (NH,") is the preferred form of nitrogen (N)
source absorbed by both annual and perennial plant species,
especially in N-deficient soils [1, 2]. However, with the
increasing soil N input and atmospheric deposition, plants
have to deal with NH," stress from sources below and above
the ground [1-6]. Thus, an optimal amount of NH,* should
be effectively absorbed from the soil via plant roots, to sustain
basic growth demands.

Extensive studies in angiosperms [3-5] and in basal
land plant liverwort [6] indicated that NH," acquisition
and uptake were performed by NH," transporters (AMT)
through the plasma membrane of root cells. The first plant
AMT family gene was observed in Arabidopsis [7], and
AtAMTIL1, AtAMT1;2, and AtAMTL3  successfully

restored the normal growth of the yeast mutant that is
deficient in NH," uptake systems. Subsequent studies of
AMT transporters have been identified in diverse plant
species, including Lotus japonicus (L. japonicus) [8, 9],
Lycopersicon esculentum (L. esculentum) [10-12], Populus
trichocarpa (P. trichocarpa) [13], Oryza sativa (O. sativa)
[14, 15], Triticum aestivum (T. aestivum) [16], Alter-
nanthera philoxeroides (A. philoxeroides) [17], and so on,
which have been characterized in Xenopus oocytes or yeast
mutant. The AMT family transporters can be divided into
two subfamilies: AMT1 and AMT2 [3-5]. In particular, the
phosphorylation of amino acid residues of AMT proteins is
a recognized means, by which NH," uptake activities were
regulated [18, 19]. In Arabidopsis, the phosphorylation of
the threonine (Thr) residue in the C-terminal tail region of
AtAMTL.1 (Thr*®’), AtAMT1.2 (Thr*”?), and AtAMTL.3
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(Thr*®*) led to the loss of NH," transport activity in response
to increasing external NH," supplies [18-21], providing a
novel regulatory mechanism that NH,* transport can be rap-
idly shut-off under high NH," supply conditions.

Functional studies of plant AMT members were mainly
focused on the AMTI family, especially of annual model
plants. However, molecular mechanisms towards NH,"
uptake and transport in fruit trees are largely rare but were
just observed in citrus [22] and pear [23, 24]. The biological
and physiological functions of AMT2 members remain
unknown. Favorably, the knowledge on NH," uptake and
transport in model plants provides valuable insights into
the investigation of their roles in fruit trees.

As one of the most popular Rosaceae fruit crops, peach
(Prunus persica) has its genome sequenced [25, 26]. In this
study, we isolated and characterized a putative AMT?2 family
gene from peach (entitled as PpeAMT3;4) and determined
that PpeAMT3;4 is a typical HATS-mediated AMT member
responsible for NH," uptake in peach roots. Nonetheless, our
findings provide a molecular basis of NH," uptake for fruit
trees.

2. Materials and Methods

2.1. Plant Material and Growth Condition. ‘Feicheng’ peach
seedlings grown in the Key Laboratory of Molecular
Module-Based Breeding of High Yield and Abiotic Resistant
Plants in Universities of Shandong in Yantai, China, were
used throughout this study. Germinated seedlings with simi-
lar growth status were transferred into 1/2 Murashige and
Skoog (MS) liquid solution ([17, 27], containing approxi-
mately 1mM NHA4CI), cultivated in a climate-controlled
growth cabinet that was maintained under 28°C/23°C and
12/12h light/dark, with 60% relative humidity.

For the NH," deficiency treatments, NH," was omitted
from the 1/2 MS medium. For the NH," excess treatments,
germinated seedlings were grown in 1/2 MS solution con-
taining 20 mM NH,CI (pH5.8). Seedlings were exposed to
treatment for 72 h before quantitative real-time PCR (qRT-
PCR) determination.

2.2. Cloning of PpeAMT3; 4 Gene in Peach. Protein sequences
of poplar AMT genes [13] were used as query to BLAST the
Phytozome Peach Genome Database (http://www
.phytozome.net) to identify putative homologues in peach.
Information of PpeAMT genes were listed in Supplemental
Table 1. Coding sequence (CDS) of the PpeAMT3;4 gene
was downloaded from the database, and the first 18bp
sequence from the ATG codon and the last 19bp sequence
from the TAA codon were chosen as the forward primer
and reverse primer, respectively (Table 1). Total RNA of
‘Feicheng’ peach seedling was extracted using MiniBEST
Plant RNA Extraction Kit (TaKaRa, Dalian, China) and
reverse transcribed into the 1st cDNA using PrimeScript™
RT reagent Kit (TaKaRa, Dalian, China). Normal gene
amplification was carried out to obtain the CDS region of
PpeAMT3;4 and then sequenced in Sanon Biotech
(Shanghai, China).
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2.3. Phylogenetic Analysis of PpeAMT Genes in Peach. Full-
length amino acid sequences of PpeAMT transporters were
aligned by ClustalX2.1 and imported into the Molecular Evo-
lutionary Genetics Analysis (MEGA) package version 4.1.
Phylogenetic analyses were conducted according to the
description of Liang et al. [28]. Branch lengths indicate the
corresponding phylogenetic distances. Sequence logos of
AMT1 and AMT?2 subfamilies were shown on the right, gen-
erated using WEBLOGO (http://weblogo.berkeley.edu/logo
.cgi). The grand average of hydropathicity (GRAVY) and ali-
phatic index analyses of PpeAMT3;4 were calculated using
the ProtParam tool (http://web.expasy.org/protparam/), as
described by Liang et al. [28].

24. qRT-PCR Assays. Specific expression primers for
PpeAMT3;4 and Ubiquitin (control gene) were designed
using the NCBI/Primer-BLAST online server. Primer
sequences were listed in Table 1. According to the description
of Liang et al. [28], gRT-PCR analyses were carried out on
7500 Real-Time PCR System (Applied Biosystems, New
York, USA), using SYBR Premix Ex Taq reaction kit
(TaKaRa, Dalian, China). To calculate RT-qPCR efficiency
and the starting template concentration for each sample,
the linear regression of the log (fluorescence) per cycle num-
ber data was used according to the description of Gazzarrini
et al. [29]. The relative expression levels were presented after
normalization to the internal control Ubiquitin from three
independent biological repeats.

2.5. Functional Determination of PpeAMT3;4 in Yeast
Mutant 31019b. The recombinant plasmid pYES2-AMT3;4
was constructed by cloning the CDS region of the PpeAMT3;4
gene into the pYES2 expression vector [17], using the primer
pairs (Table 1, Kpn I site was introduced and underlined in
the forward primer, Not I site was introduced and underlined
in the reverse primer). The yeast strain 31019b (MATa meplA
mep2/\::LEU2 mep3/A\::KanMX2 ura3, [7, 13, 17]) was trans-
formed with pYES2 harboring the CDS of PpeAMT3;4. Yeast
complementation tests were carried out as described in previ-
ous reports [7, 13, 17]. Yeast strain 31019b was transformed
with pYES2 or pYES2-AMT3;4, respectively. The growth of
yeast cells were determined in the yeast nitrogen base (YNB)
liquid medium, supplemented with 0.02, 0.2, or 2mM NH,"
as the sole N source (pH 5.8). Pictures were taken at the 3rd
day after incubation at 30°C. The growth of transformed yeast
cells in the YNB liquid medium was checked by determining
absorbance at 600 nm [29].

2.6. °N Uptake Kinetics Assay. °N labeled NH," uptake
assays were carried out according to the description of Guo
et al. [17]. Yeast cells transformed with pYES2-MT3;4 or
pYES2 were grown in the YNB liquid medium, supple-
mented with >N labeled NH,Cl for 10 min. NH," content
was determined by Flash-2000 Delta VADVADTAGE Mass
Spectrometer (Thermo Fisher, Waltham, Massachusetts,
USA). Michaelis-Menten kinetic constants (K,, and V,
were calculated as described by Guo et al. [17].

max)

2.7. Statistical Analysis. All data were statistically analyzed
using independent samples’ t-test in SPSS 13.0 software
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TABLE 1: Primer sequences used in this work.

Purpose Primer (5'-3") Amplicon (bp)
. F: ATGATGCGAGGTTGGTGC
Amplication of PpeAMT3;4 CDS R: TTAGACCACCTGAGTGGCA 1065
. . . F: TGTCGGAGCTTTCAGCTTGT
Specific expression primers of PpeAMT3;4 R: TGAAACCTGCCCATCCCATC 224
Specific expression primers of Ubiquitin F: AGGCTAAGATCCAAGACAAAGA 145
b P P 1 R: CCACGAAGACGAAGCACTAAG
. . F: GAGCGGTACCATGATGCGAGGTTGGTGC

Construction of pYES2-AMT3;4 plasmid R: GCGAGCGGCCGCTTAGACCACCTGAGTGGC 1065
PpeAMTl ,1 MATWATLDCSSAQLAQLLGP...... NNTAAADFICSQFAAVSSKLSDTAHAVDTTYLLFSAYLVFSMQLGFAMLCAGSVRAKNTMNIMLTNVLDAATGGIFYYLFGFAFAFGG. . PSNG 112
PPCAMTl ;2 .. .MGPLTCTASDLAPLLLTTTTTTLNATAIAEFLCSRENTISIKENDTTHAIDNTYLLFSAYLVFAMOLGFAMLCAGSVRAKNTMNIMLTNVLDAAAGALSYYLFGFAFAFGA. .PSNA 115
PpeAMT 1 ;3 ettt aa e MAVSWEES.VEYSINTIYLLFSAYLVFVMQLGFAMLCAGSVRAKNAMN IMLTNVVDAVVGSLSFYIFGFAFAFGEGARSNP 80
PpeAMTl ,4 .MAAISCSASDLQPLLGAAA. .. .NATAARAQYICGRFDAVSNKFVDTAYAVDNTYLLFSAYLVFAMQLGFAMLCAGSVRAKNTMN IMLTNVLDAATGGLFYYLFGFALAFGT. . PSNG 114

PpeAMT1;5 .. .MAAISCSASDLQPLLGAAA. . . .NATAAAQYICGRFDAVSNKFVDTAYAVDNTYLLFSAYLVFAMQLGFAMLCAGSVRAKNTMN IMLTNVLDAATGGLFYYLFGFALAFGT. .PSNG 111

PpeAMT2;1 MTYSNYSGVLPVNLLPDEAS PRWNNKGDNGWQLIATTMVGMQSVPGLY ILY GSMVKKKWAVNSAFMALYAFAAVLICWVLWAHNMSEGTRECP. . 93
PpeAMT3;1 0
PpeAMT3;2 0
PpeAMT3;3 0
PpeAMT3:4 -3
PpeAMT3:5 MAASPPPYNPVPVAYQGGAGAVPVWLNKGDNAWQMVAATLVGLQSVPGLY ILYGS TVKKKWAVNSAFMALYAFAAVVICHVSWAYKMSEGDKLLP. . 95
PpeAMT4;1 MELPVNLRPDQASPEWLSKGDNAWQLTAATLVGMQSVPGLVILYGS IVKKKWAVNSAFMALYAFAAVLVCWVGHGYQMSEGDELFK. . 86
PpeAMT4;2 . Ceieeeeeve......MSNSTY.PPLPSNLLPDPANPDWMNKADNAWQLTAATLVGLQSVPGLI ILYGGAVKKKWAVNSAFMALYAFACVLVCHVGWGYHMSFGETLIKGY 94
PPeAMT4Ai3 e MELPVNLRPDQAS PEWLSKGDNAWQLTAATLVGMOSVPGLVILYGS IVKKKWAVNSAFMALYAFAAVLVCWVGWGYQMSFGDELFK. . 86
PpeAMTI; 1 CFIGRHFFGLRDIPSDS. ..t vueutinennreneannsn FDYSNFLYQWAFATAAAGITSES IAERTORVAYLIYSSFLTGEVEPVVSHWESTDGWASAGNTONLEFGSGVIBFA 205
PpeAMT1;2 LFIGRHFFGLHNIPSLSG. « v veuenreeueanneneannnn GDYSFFLYQWAFATAAAGITSESIAERTOEVAYLIYSSFLTGEVYPVVSHWEWSADGWASPIRPNNLLFGSGSIDEA 209
PpeAMT1;3 CFIGTSFFALNDIPSSSYG. . uvvvvuneennneennnnns YDYSFFLFQWAFATAVAGITSGSIAERTOESAYLIFSCFLSGEVYPVVAHWVINSDSGWLSPN . SSNLELGSGAIDFA 174
PpeAMT1:4 CFIGOHFFGLNKEPSOS. .ot vvveiteinenneennannnn FDYGYFLYQWAFATAAAGITSES IAERTOEVAYLIYSSFLTGEVYPIVSHWEWSADGWASPARADNLEFGSGVIDEA 204
PpeAMT1:5 LFIGOHFFGLNKEPSQS .+« et e eueiteeeeneeannnn FDYGYFLYQWAFATAAAGITSES IAERTONVAYLIYSSFLTGEVYPIVSHWEWSADGWASPARADNLEEGSGVIDEA 204
PpeAMT2;1 .ILGKPAFALTRRFLLHEYGGE......ovuvuvunnnnnnnn YVPMADYVYYEFVEAAITVILLGESLLGRMNE YAWMLEVPMWLTLSYTVGAFSING. . .. ... ... KGFLENY.IIDYA 182
PpeAMT3;1 SGIWIKELDLLVL 26
PpeAMT3;2 0
PpeAMT3;3 3
PpeAMT3:4 . GWCKGARRSLRRWHINIMRPSWVKKRGRVESKAFSAFHTPVT . FTGQVWFQCVEAAITLILLAGSVLGRMNEKEWMMEVPLWLTE SETVGAFSLRG . ...GeFEFHWGVMBYs 111
PpeAMT3;5 . FWGKAGPALGQKFLINQAALPASTHYFSDHKTVETAEITPWY PMATMVWEQCVEAAITLILLAGSVLGRMNEKAWMMEV PLWLTE SYTVGAFSLING . .. .GGFLEHWGVMDYS 204
PpeAMT4;1 .ELGWPHVAMNQEYLLKQTEVG. .ot vvvveeennnnnnn YLPNATMVYFQFVEAAITLILIAGALLGRMNEHAWMLEVPLWLTESYTITCYSIWNP .. .HGWEAKMGVIDYS 177
PpeAMT4;2  PFWGKADVALNQKYLLEQAFSG...................KFPNATMVYFQFVEAATTLILIAGALLGRMNEYAWMLEVPLWLTESYTIGAFSIWSP .. .KGFLFKKGLIDYS 186
PpeAMT4;3 . FLGWPHVAMNQEYLLKQTEVG. .. evvuvnennnennns YLPNATMVYFQFVEAAITLILIAGALLGRMNEHAWMLEVPLWLTESYTITCYSI]NE. . HGWEAKMGVIDYS 177

PpeAMTI;1 EsclivAMvGEIBGLWGHEFT IGRFDHSGRSVALRGHSASEVVLET FEEW -G yEENPGSFNK I LSPYGTGSMS Y¥GOWSAVGRTAVIHTLAGCHAAETTLFGKRILSGHWNUTDVCN 325
PpeAMT]1;2 GSGUVHMVGE TAGLWGAVT IGRFDRTGRSVALRGHSASLVVLETFLLWFGHYGENPGSFLTILKSYGE . GETY¥GOWSAIGRTAVTMTLAGCEAALTTLF SKRLLAGHWNYLDVCN 328
PpeAMT1;3  BSGUVHLVGEVAGLWGSET GRFDAFGKPIPIRGHNATLVVLGTFLLWFGWFGENPGSFDKILVAYPD. . TSDQGNWIAVGRTAV INTLAGSEAGIVTLEGRREIVGHWDALDVCN 292
PpeAMT1:4 GSGVVHLVGEIAGLWGHL L IGRFDHEGRSVALRGHSGTEVVLETFLLWFGWYGENAGSFLNILKPYGE . SESY¥GOWSAIGRTAVTMTMAGCSAALTTLFGKRLLSGHWNETDVCN 323
PpCAMT 1 25 GSGVVHLVGETAGLWGALT IGRFDHEGRSVSLRGHSGTEVVLGTFLLWFGWYGENAGSFLNILKAYGE . SGSY¥GOWSAIGRTAVTMTMAGCSAALTTLFGKRLLSGHWNETDVCN 323
PpcAMT2:1  GGYMIHLSSGVAGFTARYHW OSHDROH FPPNNIIHMLGGAGELWLGWTGEN GESPEAANLIASLAIINWHICTATSLEVIVSLDMVVYKKSSVIGAVO 283
PpeAMT3:1 R...HYCSFEFSPLVNVYW (VKKDRER. . . . . FPPNNVLEVLAGAGLLWMGWAGEN . GEDPYVANTDSSMAVLNENICAATSFEVWTWLDVIFFEKPSYIGAVQ 124
PpeAMT3;2 e MHSS| KKDRER. . FPPNNVLLVLAGAGLLWMGWAGEN . GGDPYAANTDSSMAVLNWNI CAATSFLVWTWLDVIFFEKPSVIGAVQ 85
PpeAMT3.3 - FWSEVVHPSKTREK VKKDRER. . . . . FPPNNVLEVST. . ..o .vuunn .. . . GDPYAANTDSSMAVLNMNI CAATSFEVWTWLDVIFFEKPSVIGAVQ 87
PpeAMT3:4  CCUIHLSSBIAVETTAYN VKKDRER .

. FPPNNVLLVLAGAGLLWMGWAGEN .GEGDPYAANTDSSMAVLNMNICAATSFLVWTWLDVIFFEKPSVIGAVQ 212
PpeAMT3,5 GGYMIHLSSGIAGFTTAYW KKDRER .
PpeAMT4:1 GGEMIHLSSGVAGFTARYW STNDRER.

. FPPNNILIMLAGAGLLWMGWTGEN
- FPPNNILIMLTGAGLLWMGWTGEN

.GGDPYMVSTDASLAVLNEHVCTATSLETWLLLDIVFFGKPSVIGATQ 278
.GEDPYVVSVDASLAVLNWHVCTATSLLTWLLLDLIFFRKPSVIGAVQ 287

. FPPNNVLLVLAGAGLLWMGWAGEN .GEGDPYAANTDSSMAVLNIMNICAATSFLVWTWLDVIFFEKPSVIGAVQ 305
PpeAMT4:2  SCEVIHLSSEVACFTARYH NKDRER .
;

PpeAMT4:3  GGFVTHLSSGVAGFTARYW ATNDRER. . . . . FPPNNILLMLAGAGLLWMGHTGEN GGDPYMVSTDASLAVLN@HVCTATSLETWLLLDIVEFGKPSVIGATO 278
gpr t
PpeAMTIL;1 L FVARIV..... LISCNKLAEKVKYRRPEEAAOIEGG I IFTAEGATKKYVNEVYGGKSD. . .RPYBLFMG. . . . . . .GBGKMLGAHLIQIV 430
PpeAMT1;2 L FVARWV. . ... LIGCNKVAEKLKYEPHEAAQLEGGOEANELT FEGLJATEAYVNEVYAGKPG . . . RPFGLLMG.. . .GEGKLLAAQIVOVL 433
PpeAMT1;3 L FLAAWV. . ... LIGLNILALKLOFBPLEATQIBIGG LIFTGLIAKEEFV IQVYNSGTVGTVRPYBLLMG. . .GEWGLLGAQVTEVL 400
PpeAMT1:4 LL% FVARWV. . ... LMGCNKLAEKLK:EPLEAAQL GGlésWE T IFTALGAKKAYVGEVYSGOPN. . .RPYGLLMG. . . . . . .GEGKLLARHLVQIV 428
PpeAMT1;5 L FVARWV. . ... LMGCNKLAEKLKYRPHEAAQIEIGGC I IFTALBAKKAYVDEVYSGQPN . . .RPYGLLMG. . .. ... GEGKLLARHLVQIV 428
PpeAMT2:1 T A€2MSGSTPIYTMMVLERRSALEQSVIBRTLGAFHTEAVAET 1 @GLLSCHGARANLLRMMY PTSHYG . . P. . GLMYSTLDRKPKDELIQMGHQIIGAV 399
PpeAMT3;1 bt VMSGSVPWFTMMIVDKRWKLLSAVEBTHGVVHTEAVARF L @GVLEGIBAF PELCALFLPVTNSR. . .GSELMQILKQIVGAL 233
PpeAMT3;2 M I [€V)MSGSVPWETMMIVDKRWKLLSAVIRTLGY LHTEIAVAEFLEGVLIGHBAEPEL . . . .« o« vveveeeeeateneeaeneenenenenennns 163
PpeAMT3;3 b [€VMSGSVPWETMMIMDKRWKLLSAVIRTLGVVHTEAVACFLECVLICH .GSBGMQILKQIVGAL 192
PpeAMT3:4 bt VMSGSVPWETMMIVDKRWKLLSAVINETHGVVHTIHAVACF EGVLIGHIBAEPEL . . . ..ottt e eeeieee e eeeaeenenennns 290
PpeAMT3:5 bt VMSGSVPWETMMIVDKRWKLLSAVRTLGVVHTFAVAF L GVLTG%:EPELCALFLPVTNSR..G..GVYG.. .. .GSEGMOILKQIVGAL 414
PpeAMT4;1 b T.SGSIPWYTMMVLHKKISILKHVRTMAVFHTAVAESTEGT LICHRSNPKLCRIFYLVDDWQ . . HY IGLAYGLKTGOFKAGFKOMGIQILGIL 396
PpeAMT4;2 I_ll!ch PAAGWQSEIL LFSGSIPWFTMMVVHKKSALLQK;/ETMAVLHT InT2RALf GILTG;EAHPRLC. .FLFTTSYG. .QYVGLFYGFKMEVVHTEFROLGIQLLGIE 403
PpeAMT4;3 TT[ELVCIRIPAAGVVO MIMEVLSGSTPWYTMMVLHEKKI STLKHVIERTMAVFHTAVARSTEGT LIGESNPKLCRIFYLVDDWQ . . HY IGLAYGLKTGQFKAGFKQMGIQILGIL 396
g g it waa g dd h g g £
PpeAMTI;1  vIIGWVSATMGPLFFVEHKLKLERISAEDEMAGMEL TREECHIVYHD . DEDSEKPTTIQLRKVEPNASSTETSV. . . . 504
PpeAMT1;2 WLVWVSATMGPLFYGLHKLK@ISREDETQG,, MT@GEVYHDEDDPSIKPEFMMRRVGATDDASPAITTP. .. 509
PpeAMT1;3  VIAAWVSLIMGPLFYAROSLOTMRISVBDEVAGLEVSSEEGHIEVES . . . . DENHPRFYAEYVSLODNGS. .. ... ... ‘;gg
PpeAMTI;4  VIVGFVSLIMGTLFFLLHKLKIIBRTSSEEEMAG (VYT. . .BECSDPAMLKPGFVVSRTGPPSSAV. . . . 500
PpeAMTI:5  VIVGFVSLIMGTLFFLEHKLKLIBSTSSEEEMAGH YN. . .BECNDPAMLKPGFVVSRTAPPSSAV. . . . 269
PpeAMT2;]  FIIVWNVVVISLICILISRIVDMEMK.EEDLDIG (ALWGDGEKMP . IRWOMPPRIPSMCRRIN. . . . . .. 3
PpeAMT3;1  FIIGWNIVVTSIICLVERCIVEIBIMP . EEQLLIGRDAVHErFAMALNGDGEKYDVTRHELY SDDTSHAQKY PSSGATQV 6
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FIGURE 1: Amino acid sequence alignment of PpeAMT proteins in peach. Multiple sequence alignment of PpeAMT proteins were carried out
via ClustalX2.1 software.



(SPSS Chicago, Ilinois, USA). Details are described in fig-
ure legends. Asterisks indicate statistical differences
between plants under control and stress treatment
(*P<0.05, **P<0.01).

3. Results

3.1. Characteristics and Phylogenetic Tree Construction of
PpeAMT Transporters in Peach. By BLAST searching of the
Phytozome Peach Genome Database, 14 putative PpeAMT
genes were screened and identified [27]. Pr7otein domain
verification analyses showed that all PpeAMT transporters
contain the NH," transporter transmembrane domain
(PF00909). Information of these PpeAMT genes, including
gene ID, gene location, CDS (coding sequence) length, and
peptide length, are listed in Supplemental Table 1. Notably,
the amino acid sequences of PpeAMT proteins shared an
overall identity of 51.09% (Figure 1). To confirm the
evolutionary relationships of PpeAMT proteins, a maximum
likelihood (ML) phylogenetic tree was generated based on
the alignment of the amino acid sequences of PpeAMT
proteins. All peach AMT transporters were classified into 2
major subgroups: AMT1 and AMT2 (Figure 2), each with 5
and 9 members, respectively. The AMT?2 subgroup in peach
was further divided into three subclades, including
PpeAMT2 (1 member), PpeAMT3 (5 members), and
PpeAMT4 (3 members) (Figure 2).

3.2. Cloning and Expression Analysis of PpeAMT3;4. As a
member of the AMT2 subgroup in peach, the nucleotide
sequence of PpeAMT3;4 CDS was amplified from ‘Feicheng’
peach seedlings, using the specific primer pairs and the Ist
cDNA template. According to the sequencing results,
PpeAMT3;4 possessed a coding sequence of 1065 bp, encod-
ing a polypeptide of 355 amino acids with the deduced
molecular weight of 39.09 kDa. Instability index assay impli-
cated that PpeAMT3;4 was stable and alkalescent, with the
theoretical PI value of 8.55. Moreover, both the GRAVY
and aliphatic index analysis indicated that PpeAMT3;4 was
a hydrophilic protein.

3.3. Expression Profiles of PpeAMT3;4. We further performed
reverse-transcribed PCR to determine the expression profiles
of PpeAMT3;4 in different tissues of 7-year-old ‘Feicheng’
trees. Results showed that PpeAMT3;4 was majorly expressed
in roots, followed by leaves, and hardly observed in stems,
flowers, and fruits (Figure 3).

To investigate the role of PpeAMT3;4 in maintaining
NH, " homeostasis in peach, we analyzed the expression pro-
files of PpeAMT3;4 via the qRT-PCR analysis. Results
showed that the expression of PpeAMT3;4 was significantly
decreased by NH," excess in roots of ‘Feicheng’ seedlings
but had no response to NH," deficiency (Figure 4).

3.4. Functional Determination of PpeAMTI;1 in Yeast
Mutant. We further carried out functional determination of
PpeAMT3;4 via complementation of the yeast mutant
31019b [6, 13, 17, 30]. Results showed that yeast cells harbor-
ing pYES2 or pYES2-PpeAMT3;4 grew well, with similar
growth status, on the YNB medium that contains 2mM
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FIGURe 2: Phylogenetic tree of PpeAMT proteins in peach. A
maximum likelihood (ML) tree was constructed by multiple
alignment of PpeAMT proteins using ClustalX2.1 and MEGA?7.0
software. The tree was based on 1000 bootstrap replicates
neighbor-joining method. The PpeAMT family members were
divided into two subgroups (AMT1 and AMT2, marked in blue).
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FIGURE 3: Expression profiles of PpeAMT3;4 in peach. Reverse-

transcribed PCR analysis was carried out using different cDNA
templates from tissues of 7-year-old ‘Feicheng’ peach trees.

PpeAMT3;4

Ubiquitin

Arg as the sole N source (Figure 5). Yeast cells harboring
PYES2 could not grow well on the YNB medium containing
0.02, 0.2, or 2mM NH,Cl under pH 5.8, while yeast cells har-
boring pYES2-PpeAMT3;4 grew normally on the YNB
medium supplemented under 0.2 and 2mM NH,CI
(Figure 5). These findings imply that PpeAMT3;4 is involved
in NH," in yeast, which may be responsible for NH, " uptake
in peach roots.

3.5. N Uptake Kinetics Assay of ApAMT3;4 in Yeast Cells.
To verify the proposition that PpeAMT3;4 really functions
as an active NH," transporter, we determined its NH,"
uptake activity and the exact amount of '*N-labeled NH,*
uptake in yeast cells via the >N isotope labeling method.
Yeast cells were grown in the NYB liquid medium labeled
with "°N-labeled NH,Cl, ranging from 0.02mM to 2 mM.
Affinity constant analysis showed that PpeAMT3;4 exhibited
a K, value of 86.3uM and a I, value of 3.69 ymol-
min~' pg, respectively (Figure 6). These findings indicate
that PpeAMT3;4 was primarily involved in HATS-mediated
NH," uptake in peach roots.

4. Discussion

NH, " is the preferred form of N transport for lower energetic
cost in assimilation [3-5, 29], while excess NH," is toxic to
plant growth and development [30, 31]. In higher plants,
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three independent biological repeats + SE.
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FiGure 5: Functional determination of PpeAMT3;4-mediated NH, " uptake in yeast. Yeast cells grown on the YNB medium supplemented
with 2mM Arg as the sole N source was used as the positive control. Yeast strains 31019 b transformed with pYES2 or pYES2-AMT3;4
were grown in the YNB medium, supplemented with different concentrations of NH,CI. Final diluted concentrations are indicated by 1,
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high-affinity AMT1 subgroup genes encode NH," trans-  mechanism towards the AMT2 subgroup genes is largely
porters with a K,, value of micromolar grade involved in  rare. In this present study, we initially isolated and deter-
the HATS for NH," uptake [12]. However, the molecular =~ mined a high-affinity AMT2 subgroup transporter gene in



peach, which helps to investigate the biological role of AMT2
family transporters in fruit trees.

Transcript levels of AMT1 genes are closely related to the
N nutrition status of the plant, and NH," starvation mainly
induced the expression levels of most AMTI genes, may it
be a clue of ‘starvation response’ for plants to grow under
suboptimal N-source conditions [3, 16, 22]. However,
PpeAMT3;4 was mainly expressed in roots and was nonre-
sponsive to NH," starvation in peach roots in this study
but reduced significantly by excessive NH," stress
(Figures 3 and 4). These findings implies that PpeAMT3;4
may be an active NH, " transporter at normal NH, " supplies,
even at extremely low NH," conditions, which is an indis-
pensable AMT?2 transporter responsible for NH, " uptake in
peach roots. If the NH," supply reached an excessive state,
PpeAMT3;4 began to stop its NH," uptake and transport
capacity that are sufficient enough for internal N metabolism
and usage.

Heterologous expression studies using NH," uptake
defective yeast mutant or Xenopus oocytes indicate that
AMT]1 family genes encode high-affinity transporters [3, 4,
15], which play key roles in high-affinity NH," uptake from
soils via the roots. While molecular mechanisms or biological
functions of AMT2 subgroup members are extremely rare, in
this present study, PpeAMT3;4 could utilize the external
NH," in yeast cells (Figure 5), and '°N labeled NH," uptake
kinetics analysis exhibited a K, value of 86.3 uM (Figure 6).
Nonetheless, PpeAMT3;4 is a functional AMT2 transporter
responsible for NH, " uptake in peach roots, especially under
normal and low external NH,* conditions.

5. Conclusions

In this study, we isolated and characterized PpeAMT3;4, an
AMT?2 family gene from peach, and determined its function
in yeast mutant. The PpeAMT3;4 gene was majorly expressed
in peach roots, whose expression was decreased under NH,*
excess but had no response to NH," deficiency. Functional
determination and "°N-labeled NH,* uptake kinetics assay
in yeast cells indicate that ApAMT3;4 was a typical high-
affinity transporter, with a K,, value of 86.3uM and a I,
value of 3.69 umolmin~' pg™', which can uptake external
NH," in yeast cells. Nonetheless, PpeAMT3;4 might be a
NH, " transporter involved in NH," uptake in peach roots.
This study not only provides a technological system to
uncover the biological function of AMT?2 transporters in fruit
trees but also reveals molecular basis for NH, " uptake and N
nutrition mechanisms.
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