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Supplementary Fig. 1. Alignment of predicted fungal PNGase homologs and illustration of residues critical
for activity. Amino acids corresponding to the CXXC motifs and the catalytic triad are indicated. Aoryzae
= Aspergillus oryzae; Aniger = Aspergillus niger, Pchrysogenum = Penicillium chrysogenum; Nfischeri =
Neosartorya fischeri; Anidulans = Aspergillus nidulans, Pmarneffei = Penicillium marneffei; Mfijiensi =

Mpycosphaerella fijiensis; Mgraminicola = Mycosphaerella graminicola; Foxysporum = Fusarium
oxysporum, Fverticillioides = Fusarium verticillioides;, Tvirens = Trichoderma virens; Treesei =

Trichoderma reesei, Ntetrasperma = Neurospora tetrasperma; Ndiscreta = Neurospora discreta.



Supplementary Table 1. List of primers used for the generation of Pngl mutants; amino acids mutated are
indicated in the left column.

ScPngl

Forward primer Reverse primer

N178T

D179E, P180A
1181W

K182Q

1181W, K182Q
E185R

E185R, T186V
RI87K, K188R
E193D

E193D, W194F
W194F, C195A
L198V

L200M
L200M, 1201L

G206D, L2071

GATTTCCTCGTTATaccGATCCAATTAAG CTTAATTGGATCggtATAACGAGGAAATC

gCTCGTTATAACgaggcaATTAAGTTGCTG CCAGCAACTTAATtgectcGTTATAACGAGG
TTATAACGATCCAtggAAGTTGCTGGAA GTTTCCAGCAACTTccaTGGATCGTTATAA
AC C
AACGATCCAATTcagTTGCTGGAAACTA GTTTCCAGCAActgAATTGGATCGTTATAA
G C
TTATAACGATCCAtggcagTTGCTGGAAAC CTAGTTTCCAGCAActgecaTGGATCGTTAT
TAG AAC
CCAATTAAGTTGCTGegGACTAGAAAGG GCATCTTCCCTTTCTAGTCegCAGCAACTT
GAAGATGCG AATTGGATCG
CAATTAAGTTGCTGegagtAGAAAGGGA CATCTTCCCTTTCTaactcgCAGCAACTTAA
AGATGCG TTGG

GTTGCTGGAAACTaaaaggGGAAGATGCG () - GCATCTTCCocttttAGTTTCCAGCAAC

GTG

GGAAGATGCGGTgacTGGTGCAATTTAT AAATAAATTGCACCAgtceACCGCATCTTC
TTAC cC

GGAAGATGCGGTgacttc TGCAATTTATTT AAATAAATTGCAgaagtcACCGCATCTTCC
AC C
AAGGGAAGATGCGGTGAAtttgccAATTTA AAGTAAATAAATTgecaaaTTCACCGCATC
TTTACTTTGATTTTG TTCCCTTTC
gAATGGTGCAATgtaTTTACTTTGATTTT AATCAAAGTAAAtacATTGCACCATTCAC
GAATGGTGCAATTTATTTatgTTGATTTT CGACTTCAAAATCAAcatAAATAAATTGC
GAAGTCGTTT ACCATTCACCG
GCAATTTATTTACTatgctt TTGAAGTCGTT CAAACGACTTCAAaagcatAGTAAATAAAT
TGGG TGCACC

TTTTGAAGTCGTTTgacataGATGTTCGCT GTAGCGAACATCtatgtcAAACGACTTCAAA

ACG ATC
D208R, V209A  TCGTTTGGGTTAcgtectCGCTACGTCTGG Sg?CGACGTAGCGagcanTAACCCAAACGA
W GGGTTAGATGTTCGCtggGTCTGGAATAG CTCTATTCCAGACccaGCGAACATCTAAC
AGAAG CCAAAC
CGCTACGTCTGGtgtcaaGAAGATCATGTT AAACATGATCTTCttgacaCCAGACGTAGCG
N214C,R215Q TG A
TAGAGAAGATCATcTGGTGTGAATATT AATATTCACACCAaagATGATCTTCTCTAT
V219L
TTTC TC
ATTTGA
C221T ATAGAGAAGATCATGTTTGGaccGAATA -\ ) A ATATTCogtCCAAACATGATCTTCTCT
TTTTTCAAATTTTT
ATTCC
Y2231 GTTTGGTGTGAAattTTTTCAAATTTTTTG SﬁéAAATTTGAAAAaatTTCACACCAAA
iy TTGGTGTGAAtacTTTTCAAATTTTTTGA AAATTTGAAAAgtaTTCACACCAAACATG
ATAGGTG ATCTTC
N226E. F227H gAATATTTTTCAgagcatTTGAATAGGTGG SCACCTATTCAAatgctcTGAAAAATATTCA
NcPNG1 Forward primer Reverse primer
2080 ACGAGTAAAGCGTGGAAGGtgTGGCGAC TGGCAAAGTCGCCAcaCCTTCCACGCTTT
TTTGCC ACTCG
V23St TGGGTGTGGTGCCAGGAAGACCACCTGT GTAAATTTCGGTCCACAGGTgGTCTTCCT

GGACCG GGCACCACAC






