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Figure S1. Residual ammonium concentration in the A. oryzae cultures. The spore suspension
was inoculated in modified Czapek Dox (mCD) broth medium for 16 h, and prolonged
cultivation for 4 h in nitrogen-free mCD was carried out before transferring the cultures into 1
or 20 mM NH4Cl-containing medium. Culture samples of wild-type (A), AoT16 (B), daoamt2
(C), oeaoamt2 (D), Adaoamt3 (E), and oeaoamt3 (F) were collected at different time points to
measure the ammonium concentration. Experiments were carried out in triplicates.
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Figure S2. Verification of deletion of aoamt2 and aoamt3 in A. oryzae disruptant strains.
Detection of aoamt2 (A) and aoamt3 (B) genes was performed by RT-PCR. Total RNA
templates were prepared from the cultures of the recipient (AoT16) (lane 1), 4aoamt2 (lane 2),
oeaoamt2 (lane 3), Aaoamt3 (lane 4), and oeaoamt3 (lane 5) strains grown in SM medium for
24 h. Lane M is 1 kb DNA plus ladder (Thermo Fisher Scientific).
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Figure S3. Schematic construction of plasmids for disruption and overexpression of aoamt gene
in 4. oryzae. (A) The pDaoamt2 or pDaoamt2 disrupted plasmid containing the aopyrG marker
cassette with 5' and 3' homologous fragments for targeted recombination with individual aoamt
genes. (B) The poeaoamt2 or poecaoamt3 overexpression plasmids containing the expression
cassette of individual aoamt genes.
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Figure S4. Expression analysis of a set of genes in disrupted strains at different cultivation times
by RT-qPCR. Relative expression levels of aoamti-4, aogdhA, aoginA, aogltA, aocrnA, and
aoareA of Aaoamt2 (A) and daoamt3 (B) strains grown in 1 mM NH4Cl-containing medium
are illustrated. Total RNA was extracted from the cultures after transferring them to a I mM
NH4Cl-containing medium for 0, 1, and 8 h. The expression level of each gene at 0 h (white
bars) is adjusted to 1. Different letters (a, b, and c) above the bars indicate a statistically
significant difference in the transcript levels of each gene at various time points, analyzed by
Duncan’s multiple range test (MRT) (p-value < 0.05). The mean + standard deviation (mean +
SD) of the relative expression level analyzed in triplicates is presented.



Table S1. Specific oligonucleotide primers used for cDNA cloning of ammonium transporter
genes of A. oryzae

Sense Antisense
Gene primer Sequence (5' to 3') . Sequence (5' to 3')
name primer name
aoamtl Acamt]l F ATGTCGGACATCAAGGCG Aoamtl R TTACTGTGTTTTCTCATCCT
- CCCTTC - CCTCGACAC
doami2 Aoamt2 F ATGGCAGAATACCCTGTG Aoamt2 R CTAAGCCTTGGCCTCTATG
- GCCTAC - GTCGTTTC
doami3 Aoamt3 F ATGGTCGCGCCGGTGTAC Aoamt3 R CTAGACTCCTGGTGTTTTCA
- AATGC - CTGTTTGC
doamid Aoamtd F ATGTCTGTCCAGGCTGCCT Aoamtd R CTAAAGCCGAACACCCTCA
- GGGAG - AAAGGATG




Table S2. Overlapping primers used for recombinant plasmid construction by PCR

Sense

Antisense

Plasmid Amplified primer Sequence primer Sequence
fragment name (5'to 3") name (5'to 3"
GGCCGATTCATTCCC GGTACCTAGCTAGT
SHR  aoamt? 5'HR- GGAAGGCGCGCCGT 5'HR- TAGCAAGAATTCA
- Aocamt2-F  CAATGGAGAGTGAT Aoamt2-R CTGTGGCTGTCGTT
pDacamt? TGATCAG GAACAACG
AAGTACCTACGTAC TTGTAAAACGGCG
IHR  a0amt2 3'HR- GTACGGACTTAAGCT 3'HR- GGATCGCGGCGCG
- Aocamt2-F  TCAGGAAGCGTCTA Aocamt2-R ~ CCTAGGTAATCGTA
GTTGAAGACC GGATGTCGC
GGCCGATTCATTCCC CGAATTCGTTTTGC
SHR a0amt3 5'HR- GGCGATCGCCTGTCT 5'HR- TGGCCGCATCTGAC
- Aocamt3-F  TGCCATTCTTGGTGA  Aoamt3-R ~ CATGGCGAGCAGG
pDaocamt3 C CTCACTCTG
AAGTACCTACGTAC GATCCCCGGGTACC
IHR  a0amt3 3'HR- GTACGGACTTAAGCT 3'HR- GAGCTCGCGATCG
- Aocamt3-F  TGTCTAGCGGTCGTG  Aoamt3-R CCAATCAGGCAAC
TTCGAATTAGG AAGAAGTCGG
ACCCTACGTATCCAG TGTAGGCCACAGG
PtoxA PtoxA- ATGAGCGGGTGGTA PtoxA- GTATTCTGCCATGA
Aocamt2-F  TCGATTGGAATGCAT  Aocamt2-R ~ CCTATATTCATTCA
GGAGGA TTGTCAGCT
AGCTGACAATGAAT GTTTGAACGATCTG
aoamt? Aoamt2-F GAATATAGGTCATG Aoami2-R CAGCCGGGCGGCT
poeaoamt2 GCAGAATACCCTGT AAGCCTTGGCCTCT
GGCCTACA ATGGTCGTT
AACGACCATAGAGG GTAAAACGACGGC
GGGATCGCAAGCT
Tnos3- CCAAGGCTTAGCCG Tnos3-
Tnos3 TAATTAATTCTCAT
Aocamt2-F  CCCGGCTGCAGATC Aoamt2-R
GTTTGACAGCTTAT
GTTCAAAC CA
ACCCTACGTATCCAG GAAGCATTGTACA
PtoxA PtoxA- ATGAGCGGGTGGTA PtoxA- CCGGCGCGACCAT
Aoamt3-F  TCGATTGGAATGCAT Aoamt3-R GACCTATATTCATT
GGAGGA CATTGTCAGCT
AGCTGACAATGAAT GTTTGAACGATCTG
GAATATAGGTCATG CAGCCGGGCGGCT
pocaoamt3  20amB3 AoamB-F  srogogocgGTGTAC AMMBR A GACTCCTGGTGTT
AATGCTTC TTCACTGTT
AACAGTGAAAACAC GTAAAACGACGGC
GGGATCGCAAGCT
Tnos3 Tnos3- CAGGAGTCTAGCCG Tnos3- TAATTAATTCTCAT
Aoamt3-F  CCCGGCTGCAGATC Aoamt3-R GTTTGACAGCTTAT
GTTCAAAC

CA




Table S3. Specific oligonucleotide primers used for RT-qPCR

Gene Sensneall);‘imer S(g(}:l:l;f)e Anﬁse;::; Erimer Sequence (5' to 3")

aoamtl  Aoamtl_RT F TATGLOTE LACAACTS poamit RT R TACCATIOOAACGTOA
aoamt2 Aoamt2_RT_F TCCTGgg¥g§g§CATCT Aocamt2_RT R GCTCS:ggLCFgéGGTC
aoamt3  Aoamt3 RT F GGAT CGC(XI(“} TCCTCTAC B RT R GCT GGIX?}K%%GC AGA
aoamt4  Aoamt4_RT_F CATAT OO LECTTOC Acamta RT R A L TehIAce
aogdhd  AogdhA RT F ATGTCC?GA[(;SETCCCAT AogdhA RT R AGCG(Z‘;C&&TC%AACT G
aogind AoglnA_RT F CTACCG&(“&CGTCTGCTTGT AoglnA RT R GGCGA((E}(%(% SGAGAC
aogltA  AogltA_RT_F CAAGOATATOOCTGOG  Aogita RT R CATCATCACACCGGEA
aocrnd  AocrnA_RT_F OTCCCT I AR OTETS  AoemA RT R TECTGTTGaaaTaTCT
aoareA AoareA RT F TGCCCA,? ACTC GA GG GAGCG AoareA RT R AATCTE}%@%&E}CACTG
rl}&iim 18S tRNA_RT F GTAACCC2¥¥GAACCCC 18S tRNA_RT R CCATCCﬁé(T:(éGGT AGT




