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TABLE S1. Oligonucleotide primers used in this study

Primer Sequence (5’ to 37)°

AKTI-f ATCCTGATCATGGTTTTCGCAGCTCCCTG

AKTI-r TGCCTGATCACTATATCTTGCTCGACAGCC
AKT2-f TTAAGGATCCTGATGCAGCAGCCCATCATTGG
AKT2-r GCCCGAATTCTTAGAGTTTCGACTGCAGAT
AKT3-f GCCCTTGATCATGCTTAACCGGATTCTCTTA
AKT3-r TGCCGAATTCTCAGAGCTTTGGCTTGGAAG
AKTI-r2 TCCTGATCACTACGACAGCCTGCCATTGACTT
AKT2-r2 GCCGAATTCTTACTGCAGATATTTCATCCAAG
AKT3-r2 AACGAATTCTCACTTGGAAGCCAGGCCAACTA
PEX6-f GCCAAGGGCATGAAGAAGCG

PEX6-r AGGTACAGCATCTTGTCGAA

PEX6-6 GTCTTGACCTGCCCTCCTAT

PEX6-9 TCTGTAGCGAAATGGTCG

AaPEXo6-f GAAGTTATCAGTCGAAGAAGCGTCTGTACGTGAGT
AaPEX6-r ATGGTCTAGAAAGCTAGACTTGAGCGCGATATCAC

“ The initiation and termination codons are indicated as bold letters. Restriction enzyme
sites added are underlined: TGATCA, Bcll; GGATCC, BamHI; GAATTC, EcoRlI,
CTGCAG, Pstl; CTCGAG, Xbal. AaPEX6-f and AaPEX6-r have 15 bases (italicized)
identical to sequences at the ends of the linearized plasmid pDNR-CMV. The linearlized
plasmid and the 6.5-kb AaPEX6 fragment were subjected to the In-Fusion cloning

reaction.
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5'---TAC AAG GGT GGT GGT GGT GGC tga TCC 3'
Tyr Lys Gly Gly Gly Gly Gly Stop
GFP
PGFP-AKT1 BamHI/Bcll BamHI/Bcll
5'---TAC AAG GGT GGT GGT GGT GGC TGG ATC ATG GTT ---CTG TCG AGC AAG ATAtag TGA TCC 3'
Tyr Lys Gly Gly Gly Gly Gly Trp lle Met Val Leu Ser Ser Lys lle Stop
GFP ¢— L—p Akt1 T PTS1
PGFP-AKT2 BamH EcoRl
5'---TAC AAG GGT GGT GGT GGT GGC TGG ATC CTG ATG CAG ---CTG CAG TCG AAACTC taa GAATTC 3
Tyr Lys Gly Gly Gly Gly Gly Trp Ille Leu Met GIn Leu GIn Ser Lys LeuStop
GFP ¢— L— Akt2 PTS1
pGFP-AKT3
BamHI/Bcll EcoRlI
5'---TAC AAG GGT GGT GGT GGT GGC TGG ATC ATG CTT ---TCC AAG CCA AAG CTC tga GAATTC 3'
Tyr Lys Gly Gly Gly Gly Gly Trp lle Met Leu Ser Lys Pro Lys LeuStop
GFP ¢— L Akt3-1 T PTS1
pGFP-AKT1A
BamHI/Bcll BamHI/Bcll
5'---TAC AAG GGT GGT GGT GGT GGC TGG ATCATG GTT ---CTG TCG tag TGATCC 3'
Tyr Lys Gly Gly Gly Gly Gly Trp lle Met Val Leu Ser Stop
GFP ¢— L—p Akt
pGFP-AKT2A
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5'---TAC AAG GGT GGT GGT GGT GGC TGG ATC CTG ATG CAG ---CTG CAG taa GAATTC 3'
Tyr Lys Gly Gly Gly Gly Gly Trp lle Leu Met GIn Leu GiIn Stop
GFP ¢ ] |—> Akt2
pPGFP-AKT3A BamHI/Bcll EcoRl

5'---TAC AAG GGT GGT GGT GGT GGC TGG ATC ATG CTT ---TCC AAG tga GAATTC 3'
Tyr Lys Gly Gly Gly Gly Gly Trp lle Met Leu Ser Lys Stop

GFP ¢— L Akt3-1

FIG. S1. GFP-fusion protein expression vectors used in this study. (A) The plasmid pY TGFP-N used for construction of
GFP-fusion protein expression vectors. (B) GFP-fusion protein expression vectors. The pGFP-AKT-series vectors were
constructed by inserting the AKT1, AKT2, and AKT3-1 cDNAs downstream of GFP in pY TGFP-N. The pGFP-AKTA-
series vectors contain the mutated AKT1, AKT2, and AKT3-1 cDNAS, of which nine nucleotides encoding peroxisomal
targeting signal type 1 (PTSL1) sequences were eliminated.
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FIG. S2. DNA gel blot analysis of transformants. Total DNA was digested with Notl-EcoRI (A, C
and D) or Notl-Kpnl (B) and fractionated in 0.8% agarose gels. The blots were probed with the GFP
sequence. Sizes (in kilobases) of marker DNA fragments (Hindll1-digested A DNA) are indicated on
the left. W, wild-type strain 15A; GFP, pY TEGFPc transformants; GA1, pGFP-AKT1
transformants; GA2, pGFP-AK T2 transformants; GA3, pGFP-AK T3 transformants.
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FIG. S3. DNA gel blot analysis of transformants. Total DNA was digested with Notl-Kpnl (A) or
Notl-EcoRI (B and C) and fractionated in 0.8% agarose gels. The blots were probed with the GFP
sequence. Sizes (in kilobases) of marker DNA fragments (Hindlll-digested A DNA) are indicated on
the left. GA1A, pGFP-AKT1A transformants; GA2A, pGFP-AKT2A transformants; GA3A, pGFP-

AKT3A transformants.



AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 : H
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 : §

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 : H

AaPex6 :
MoPex6 :
CoPex6 :
PcPex6 :
ScPex6 :

7GVLSEDL FND L FP (SRR WD T) 205 550
B VGRL SED L FIID L F P H) A PINEVHER

12,47 EIPE Qi

-
SGDLFPLPLPPHPITHVERNP 1'
._.|_vDLFﬁLPLPPHPF[IH"PHIP ’In

LI GNRDRGSRNSE
--vm@nsosaﬁup
- -BuGIRAQOTHPSRE

3 5 QFKAQGLLQERYPIND LGHPKP
DDILDDUISLAGE! = GRKTHGRATP G Fwf'r;;TrApprrr\c«'imeuLﬂ'plpLLHPKP
SDD[EUDDMISLOAPAL PIMIAS GV SNl

B EEARVEVD IUTLIGCFS U Vigh
I)DaEm VDESELSNIGCFS !
FYDIE

TRPYRYFGL PERLIS
P r.rppHPVFrLPE

BIT T Qigivig

bagpn
e

PHGIV DP P !
Y60 3 (1TSS ——

mpm GKATLA
ILL1amuF' BT GKATH
i

GGAGGGDVKTEGIJLKARAERALNCGAE FTAL LjKHNA LNADRMTALKE I LIDER!
GEE--‘K’D: ALS FEALLII.‘HIEALTADFJIA BB LEDAR
LHLEFEERANCN TALLIKHEEALTADRMEE m

55 '--'rrr:ﬁ Lm; v

IR A ELA BEL] Al .
; mm,mmp@mL|_.|_,erm_z;LvaLxmﬁnm@r' SLAERASHS A LDTAVEAARKNFADATGAPKI PEWTUDDVGGLENVKD A
VDRGINLDPE 'DLIL LKTAALVAGDLY 'vH'DstL'-.F‘ A .immmm-m@uGAPKIr-x-r'-m.mmrsr,w-nr}m*

A A VE AARKNFADBI GAPKI PHVEWDDVGGLTNVKD A

DRIVSQLLAELDG

VMETIQLPLERPELFAKGMKKRSGILFYGPPGTGRTLLAKATATERS LNFFSVKGPELLNMYIGES
- o

55 GDDE Lva‘.?F'.?I GA'I'NRPD LLD QAL LRPGRFDP-’.ELYL G'-.?f:D'I'I'EKU LTIMEAL'I‘F‘I‘:WLHP f: Va3
SGGYFVIGATNRPDL LDE}AL LRPGRFDEMLYLGVSDTHEK
SGGYFVIGATNRPDLLD@ALLRPGRFDEMLYLGYSDTH

5 W oRE N G FV I GATNRPD L LD

»%ﬁmﬂn A F00E
-wmﬂl‘ <8 QPRSET

TA)'FFDHFA Pl DID’-"II“’I’EEDILAAHEEE

1’E@‘J‘F‘J&EFEF‘ D

e

¥DIS GS SSKGKGKEP susﬂssvmea agy :
GEEI R (6N 5 GEIEIED DE [E1, 1) RS — 1 1375 (53%)

DEYGSI GEVEY GKGKGRAVRGFODETRS RGNy~ - -~ -~~~ =~~~ 1 13858 (52%)
STTSSEGKG! smsxsirsm:snssvn@nnxnﬁbmsmnm TDHLRNPMEEVE : 1459 (50%)
---------------------------------------------------------------- : - (30%)

S ESRLEANGTIEGKAVD LA 0BE viR OGN0 L PTigRY :
i M M.TE\“};LF LNV :
LDVVAL 51,13'['*.,.*? q ——————————————— PE:}’\LM{;HLI SLEgNS! @

QRLPAAVRE AL GRIQRIHHE

AYFFDHFATIEDPAVHVTEED Fil B0 N (B G AE GAE TKN G TAAAP LT A FEA TN O S AP VHENE TEMV IRTQNVQ LNGHAGASGNGLAGES :
SVSAG 75GAs : 1325

112
99
111
113
83

231
197
210
233
128

351
314
328
349
203

466
434
443
468
257

584
550
563
585
310

704
669
674
704
416

g2l
787
792
824
512

921
887
892
924
631

: 1040
: 1007
: 1005
: 1041

743

: 1160
: 1127
VMDRIVSQLLAELD G
e : 1161

1125

863

1274
1244
1 1245
1275

977

1394

5 : 1339
VDESKQDPAAAAPNTT AR FSLGGS‘IPEEAPTING@SLTPGGIHGRIKGLHRUPGNPVRS 0
BN R — — e :

1395
1030

FIG $4. Similarity of AaPex6 to Pex6 proteins from other fungi. The amino acid sequence of AaPex6 of Alternaria alternata
was aligned with those of Pex6 proteins from Magnaporthe oryzae (MoPex6; accession no. ABG79929), Colletotrichum
orbiculare (CoPex6; accession no. AAK16738), Penicillium chrysogenum (PcPex6; accession no. AAG09749), and
Saccharomyces cerevisiae (ScPex6; accession no. P33760-1). Amino acids that are conserved between any of two proteins are
indicated as white letters on a black background. These proteins contain Walker A and Walker B motifs and AAA-protein
family signature motief.
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FIG S5. Conidial germination of AAaPEX6 strain. Conidial suspension of each strain was incubated
on glassfor 24 h. GA1-1, GFP-AKT1 expressing strain made from the wilt-type strain 15A; GDP6-1,
AaPEX6-disrupted transformant made from GA1-1; GDP6¢-1, AaPEX6-complemented transformant

made from GDP6-1. Bar=100 um.





