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TABLE S1. Oligonucleotide primers used in this study  
Primer Sequence (5’ to 3’)a 
AKT1-f ATCCTGATCATGGTTTTCGCAGCTCCCTG 
AKT1-r TGCCTGATCACTATATCTTGCTCGACAGCC 
AKT2-f TTAAGGATCCTGATGCAGCAGCCCATCATTGG 
AKT2-r GCCCGAATTCTTAGAGTTTCGACTGCAGAT 
AKT3-f GCCCTTGATCATGCTTAACCGGATTCTCTTA 
AKT3-r TGCCGAATTCTCAGAGCTTTGGCTTGGAAG 
AKT1-r2 TCCTGATCACTACGACAGCCTGCCATTGACTT 
AKT2-r2 GCCGAATTCTTACTGCAGATATTTCATCCAAG 
AKT3-r2 AACGAATTCTCACTTGGAAGCCAGGCCAACTA 
PEX6-f GCCAAGGGCATGAAGAAGCG 
PEX6-r AGGTACAGCATCTTGTCGAA 
PEX6-6 GTCTTGACCTGCCCTCCTAT 
PEX6-9 TCTGTAGCGAAATGGTCG 
AaPEX6-f GAAGTTATCAGTCGAAGAAGCGTCTGTACGTGAGT 
AaPEX6-r ATGGTCTAGAAAGCTAGACTTGAGCGCGATATCAC 
a The initiation and termination codons are indicated as bold letters. Restriction enzyme 
sites added are underlined: TGATCA, BclI; GGATCC, BamHI; GAATTC, EcoRI; 
CTGCAG, PstI; CTCGAG, XbaI. 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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FIG. S1. GFP-fusion protein expression vectors used in this study. (A) The plasmid pYTGFP-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 pYTGFP-N. The pGFP-AKTΔ-
series vectors contain the mutated AKT1, AKT2, and AKT3-1 cDNAs, of which nine nucleotides encoding peroxisomal 
targeting signal type 1 (PTS1) sequences were eliminated. 
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FIG. S2. DNA gel blot analysis of transformants. Total DNA was digested with NotI-EcoRI (A, C 
and D) or NotI-KpnI (B) and fractionated in 0.8% agarose gels. The blots were probed with the GFP 
sequence. Sizes (in kilobases) of marker DNA fragments (HindIII-digested λ DNA) are indicated on 
the left. W, wild-type strain 15A; GFP, pYTEGFPc transformants; GA1, pGFP-AKT1 
transformants; GA2, pGFP-AKT2 transformants; GA3, pGFP-AKT3 transformants. 
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FIG. S3. DNA gel blot analysis of transformants. Total DNA was digested with  NotI-KpnI (A) or 
NotI-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 (HindIII-digested λ DNA) are indicated on 
the left. GA1Δ, pGFP-AKT1Δ transformants; GA2Δ, pGFP-AKT2Δ transformants; GA3Δ, pGFP-
AKT3Δ transformants.  
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FIG. S4. 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 ΔAaPEX6 strain. Conidial suspension of each strain was incubated 
on glass for 24 h. GA1-1, GFP-AKT1 expressing strain made from the wilt-type strain 15A; GDP6-1, 
AaPEX6-disrupted transformant made from GA1-1; GDP6c-1, AaPEX6-complemented transformant 
made from GDP6-1. Bar=100 μm. 




