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Figure S1 Results of active peak 2F eluted by weak anion exchange chromatography

Figure S2 Antifungal effect of elution peak 2-6F (Note: CK for control)
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Figure S3 Results of active peak 2-6F eluted by gel filtration chromatography

Figure S4 Antifungal effect of elution peak 2-1-1F



Figure S5 Toxicity test of elution peak 2-1-1F. A) 1.875x105mg/L, B)1.875x10*mg/L, C)
1.875x10°mg/L, D) 1.875x102mg/L, E) 1.875x10' mg/L, CK for control.
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Figure S6 Primary mass spectrum antifungal protein 2-1-1F
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Figure S7 Secondary mass spectrum antifungal protein 2-1-1F
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severs Mlascot Search Results

Protein View

Match to: tr|S6FXJ3|S6FEI3_9BACI Score: 394 Expect: le—035
Flagellar hook protein 0S=Bacillus velezensis UCHB5033 0X=1338518 GH=flgE PE=3 S¥=1

Nominal mass (M,): 27083; Calculated pI value: 4.97

NCBI BLAST search of tr|S6FXJ3|SAFXJ3 9BACI against nr
Unformatted sequence string for pasting into other applications

Variable modifications: Carbamidomethyl (C),Oxidation (M)

Cleavage by Trypsin: cuts C-term side of KR unless next residue is P

Sequence Coverage: T6%

Matched peptides shown in Bold Red
1 MLRSLYSGIS GHMENFQTKLD VIGNNIANVN TVGFEKSRVT FKDMISQIVA
51 GGSHVINSEQ IGLGAATSSI DYVHSTGAPQ ATQNETDLAI DGDGYFQINT
101 GAGI¥YTRAG NFGKDHQGHL VITDGYYLEK IGGGKINIPT DAEDYSIGAD
151 GIVIYIDAGD EVHDAGQIGL V¥TIFPHSAGLE KIGGNLYRES LSSGAASAVT

201 TPGENGTGKL LAGYLEMSNY DLTDEFTENI VAQRGFQSNS KIITTSDEIL
251 QELVHLER

Figure S8 Mass spectrum identification for antifungal protein 2-1-1F
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Figure S9 Thermal stability of antifungal crude protein 2F
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Figure S11 Antifungal crude protein 2F under UV, chloroform, and proteinase K stability (Note: A,
B, C for UV, chloroform, proteinase K treatment, respectively)
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Figure S12 Double enzyme digestion detection of TA cloning vector (Note: 1 for no digestion, 2 for
double digestion)



Tpperline:fromlto777 {Clone sequence)
Lowerline:fromlto777 (Original sequence)
identity=58. T1%(T67/T77) gap=0.00% (0/T77)
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ATGTTACCT T AT TATAT TCCGGTATCAGCGECATGAL L & ACTTTC AGAC AL 8 ATTACLT
ATGTTACCT T AT TATATTCCGGTATCAGCGECATGALL A ACTTTCAGAC AL A ACTACAT
GTAATCGGCAATARC ATCGOC A CGTCALCACAGTGGGATTTALMGA LA AGCCGCGTTACA
GTAATCGGCALTARC AT CGCC A8 CGTCALCAC AGTGGECATTTALCA L A ACCCGCGTTACS
TTTALACATATCATC AGCC ACACAGTCCCCGECGETTC AL ACGTCACCAATTC AL AT AL
T AL GATATGATC AGCCAGAT AGTCGCCGGUGETTC AL ACGTCACCAATTCAL A ATAL
AT G TTAGG TG A T TC TTCC AT TGA TG T TGTTCAT TCAACCGCGCCCCGIAG
AT GG TT GG TG A T TC TTCC AT TCA TG TCGTTCAT TCAMC CGGRCGCCCCGCAG
GUTACACAGALT AR 8O CTAGCCATTCACGEACACGEC TACTTTCAGATTALTACS
GOTACACAGALTAL A ACCGACCTAGCC ATTGACGGAGACGGATACTTTC AGATTALTACA
G GOGGEA A TTGTTTAC ACACG TGO GEALTTTC GG & AGRAC A L TC A 8GGEALCCTT
GGETTOGGEA A TCGTTTAC ACACGTROGEGGALTTTCGCA L AGCAC AL TC ARCGC A CCTT
CTTACGACTGACGGETACTATCTTCA LA A A TCGECGECGECAALATCAATATTCCGACT
GTTACGACTGACGGETACTACCTTGALA L A A TCGGCGHIGHCAMAATCAATATTCCGACT
CATGCGAL ACATTAC AGC A TCGGETGC ACACCEAACCCTTAC ATACACTCATCCAGGGEAT
CATGCGAL ACATTAC AGC A TCGGETGC ACACCEAACCETTAC ATACACTGATEC AGGGGAT
AT T AT AT CGGAC AL A TG TC TR TC ACGT IO C TALC AGCGOCGETC TG AL
GoGETTCATGATGCCGGAC A TOGETC TG TC ACGTTCCCTAMC AGCGLCGETCTG: AL
A0 AT CCAGEC A CCTTTAC AGAG ATC ATTA MG TTC AGGAGC TECCAGCCCAGTCACC
A0 8 A TCCCAGEC AACCTTTATAGAGA ATC ATTA MG TTC AGGAGC TECCAGCEC AGTC ACC
ACTCCGGECAL A BCGEA MG T AGC T T TG AGGC TATC TTGAL A TETC AL ACGTA
ACTCCGGECA L 8 GG AT G T T T TG AGGC TATC TTGAL A TETC AL ACGTA
CATCTCAC AGA TCAL TTTACC AL TCATCCTTGC TCAGCGCGETTTCC AATC AL ACTICA
AT T A AL T A AT T TACC A AL T TOGTTRCTCAGC GUGETTTCCAATC AL ACTCA
A8 TCATTACGACTTCAGATGAL L TCCTIC AGGAGC TG TTAATCTGALACGETAL

A0 AT A TTACCAC T T AGATGAL A TCC T AGGAGCTGGTTAATCT AL ACGETAL

Figure S13 Result of plasmid sequence of target gene



CLUSTAL 0(1.2.4) maltiple sequence alisnment
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ABN13608. 1
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Flagellin family
NEINHNIAALNT SROLNAGSNSAARNNEEL S5GLREINEAGD
NEINHNIAMALNT SRQLNAGSDSAAKMNEEL S5GLEINEAGD
NEINHNIAALNT SRQLNAGSNSAARNNEEL SEGLEINEAGD
NETNHNTAALNTLNEL SSHNG ASUENNEEL SSELETNRAGD
NEINHNL AALNT LHNEL S SNNGASQENNEEL S5GLEINEAGD

NGHEK ELSLG———VASA

FlgG family

NLESLY &GV eeMENFQTELDV LGNNI ANVGT TGF EESEVT ———FRDTF S0 ———LAGA
NLESLY SGI SGMENFQTELDVI GHNTANVNT VGFEESEVT ———-FEDNVEQT ———IAGG
NLESLY SGI SGHMENFQTELDVI GHNT ANVNT VGF EESEVT ———FEDNI 50T ——VAGG
NLESLY SGI SGMENFQTELDVI GHNNTAMVNT VGF EESEVT ———FEDNI 20T ———VAGG
NLESNY &G SGMENFQTELDV TGN T AMVNT TGF EEGRYVY———FEDLINGD———LTGA
NLESMY SGI SCLENFQTELDVIGNNI AMVNTHGF EEGEVI ———FEDLMSOT ———GQATA

Flagellin family
AANDTNTD-5DESELAEEMDEL S5EV TRIZ T
AANDTNTD-SDRSELGEEMDGLASEY TRIS T
AANDTNTD-5DESELAEEMDELASEY TRIZ T
ANNTGTEDGTOLGAIGEEIESLLEEVGGHTCGEEGIE D
AGNTGTRATEDLTAIEDEMDALTEET DGIS A
FQS -ANVHL SHN—LEPGD KLTEDFEFRNNGSLATEEVLNALN

FlgG family

GE—GYLTVED EEGETFYSRAGNLYLDODSELVTADGLYV—
GD——-GYFRIDT GDG-TAYTREGNFYLDNTGTLVTGDGTHY —
GD——GYFQINT GAG-TVT TRAGNFGEDNOGNLVTTDGY YL —
GD——GYFQINT oG-I AY TRAGHFGEDNDGNIVTTDGT YL —
GD——GYFVVGD TAGNE 5Y TRAGHFYLDSTGDLYTGDGLYV—

GE——GFFNVAE —VNPNG—DSET TAGESF DNV AY TRAGHF T MDOEGFLYDASGNYV—

Flagellin family
D=GTLESGD————GHSTATWADEEV-TDGEVTEEAGTYDDEGALVG SEELEEGEEL SEGT
DONTLTATD——GS-TATWADA———DDATNEPAGTYDAGGEVI ASEELAADSEVTEGT
DONTLT STD——GESTATWADEVTDPDGEVTEAAGTYDTDGEVI ASEELAADSEVTEGT
TAFEDD
Sh—-F
EQDEAALEA———TSEHIDPE ——FLSESGEVINVA

FlaG family

—————————————— PIPQDATSLTIDEFGTVSYLNN—-FEN-————————-LVENAG
———————————— TIKIPTDARSF SIGEDGEVEIVVA Bz ETQDGG
———————————— EINIPTDAEDY SIGADGTVTYTDA G0 EVHDAG
———————————— EINIPTDAEDY SIGPDGNVTYTDS D CWVHNAG
——TAGAMFPATINIPTTATOMSISENGTITFNDG 51 LRTAG
EWEELQTEVVGTRIRIPTDAE SN SIGADGEVIFTDE B LEFAG
Flagellin family
VDOMASEN ———- NEYTENNILTOASG ANL AQANQOPQOVLOLLEG ——————~
VDMASEN ————- NEYTENNILTRASCANL AGIANE
VDMASEN————- METTENNILTQASGANL AQANQOPQAVLOLLEG ————————————-
VDMAEEN ——————— SEFTENNIL SQASGANL AQANQQPGNVLOLLR———————————
VDMAEEN ————— SOFTENNIL SQASGANL AQANOOPONYLOLLR———————
ENDTAKTADGL SVENEFQGNAT SLOF SFEATEW —————— NGLTITEDHTDEDGTVEENER
FleG familwv
VELSDEFTENIVGORGFOANSEIITTSDEILG ELLMLER:
VOLTDEFTENI VAQRGFQSHNSEIITTSDEILG ELVNLEE:
YOLTDEFTEMI VACRGFQSNSEIITTSDEILG ELVHLEE:
YOLTDEFTEMI VAGRGFQSNSEIITTSDEILR ELVMLEE
YOLEEEFTEM I VAGRAFQSHNTRIITTSDEILG ELVMLEE:
VDLEEEFTENIVAQRGFQANTRIITTSDEILG ELVNLER:

Figure S14 Sequence alignment of flagellin conserved regions
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