Supplementary Material
Figure S1. Alignment of Atg8 proteins. The proteins are from Aspergillus niger (An07g10020), Aspergillus oryzae (XP_001727929), Fusarium oxysporum (FOXG_12665), F. graminearum (FGSG_10740), Gaeumannomyces graminis (EJT79244), Magnaporthe oryzae (FJ374667), Neurospora crassa (XP_956248), Saccharomyces cerevisiae (YBL078C), and Ustilago maydis (UM05567). Amino acid sequences were aligned using Clustal W. Identical amino acids are highlighted on a gray background. The asterisk points to the glycine located at putative Atg4 cleavage site. 

Figure S2. Deletion of the F. oxysporum FoATG8 gene and complementation of the Foatg8Δ mutant. (A) Strategy for targeted replacement of the coding region using the split marker technique51 and the hygromycin cassette (HygR) as selective marker.52 Black arrowheads indicate the primer pairs used for amplification of the 2 overlapping fragments (dashed lines). The DNA fragment used as probe for Southern hybridization analysis is indicated as “p”. BamHI restriction sites are shown. Scale bar = 1 kb. (B) PCR amplification of gDNA fragments flanking the 5’ or 3’ region of the deletion cassette in F. oxysporum wild-type (WT), Foatg8Δ mutant strains (#), or an ectopic transformant (ect), using primer pairs ATG8-1 and hyg-G or hyg-Y and ATG8-4 (Table 3), respectively. (C) Southern analysis of the indicated strains. gDNAs were digested with BamHI and hybridized to probe “p”. (D) PCR amplification of a DNA fragment corresponding to the FoATG8 coding region in F. oxysporum wild-type (WT), Foatg8Δ mutant and cFoATG8-complemented strain (c), using primer pair ATG8-9 and ATG8-10 (Table 3). 

Figure S3. Hyphal growth and conidiation are reduced in Foatg8∆ mutants. (A) 103 freshly obtained microconidia of the indicated strains were spotted onto plates containing SM, incubated at 28 ºC and photographed daily. Photographs are representative images of the indicated strains grown for 13 d. (B) Colony area of the indicated strains was calculated by image processing using the software ImageJ. Bars indicate standard errors calculated from 3 replicates. (C) Total number of conidia of the indicated strains recovered from SM plates after 15 d growth at 28 ºC, expressed as percentage of the wild-type strain. Bars indicate the standard error from 3 independent replicates. Columns with the same letter are not significantly different (Duncan, P < 0.05). (D) Total number of conidia recovered from liquid cultures grown in SM for 7 d with shaking at 28 ºC. Bars indicate the standard error from 3 independent replicates. Columns with the same letter are not significantly different (Duncan, P < 0.05). 

Figure S4. Hyphal growth and conidiation are reduced in Foatg8∆ mutants. (A) Representative images of the indicated strains grown on plates containing SM diluted 1:1000 for 13 d. (B) 103 freshly obtained microconidia of the indicated strains were spotted onto plates containing SM diluted 1:1000 and incubated at 28 ºC. Plates were photographed and the colony diameter was measured daily. Bars indicate standard errors calculated from 3 replicates. (C) Total number of conidia of the indicated strains recovered from plates containing SM diluted 1:1000 after 15 d growth at 28 ºC, expressed as percentage of the wild-type strain. Bars indicate standard errors calculated from 3 replicates. Columns with the same letter are not significantly different (Duncan, P < 0.05). (D) Total number of conidia recovered from liquid cultures grown in SM diluted 1:1000 for 7 d with shaking at 28 ºC. Bars indicate standard errors calculated from 3 replicates. Columns with the same letter are not significantly different (Duncan, P < 0.05). 

Figure S5. Construction of the GFP-FoAtg8 fusion protein. The FoATG8 cDNA fragment was amplified with the indicated primers, containing the NsiI and XmaI restriction sites inserted at 5´and 3´ end of the ORF, respectively, and cloned into the corresponding restriction sites of the expression vector p1902.32 The resulting in-frame ORF fusion is under control of the Aspergillus nidulans gpdA promoter and terminator. This plasmid was amplified using primers gfp-ATG8-5E containing an EcoRI restriction site, and tgpda-1 (Table 3). The obtained amplified fragment was cloned into pGEMT, resulting in the plasmid gfp-FoATG8/pGEMT. The FoATG8 native promoter region was amplified from F. oxysporum gDNA using the primer pair ATG8-17E and ATG8-18E, both containing an EcoRI restriction site (Table 3), cloned into pGEMT and then subcloned in frame into the appropriate EcoRI restriction site of gfp-FoATG8/pGEMT, resulting in a GFP-FoAtg8 fusion under the control of the FoATG8 native promoter and the gpdA terminator. Positions of primers are indicated by arrows. 

Movie S1. Example of an aberrant nuclear division in a developing hypha of the Foatg8Δ #10 mutant. The images were acquired using a 40x objective at room temperature every 5 min for 10 h simultaneously for ChFP fluorescence and Nomarski optics, and merged for DIC and red fluorescence (4 frames/second).

Movie S2. Example of an aberrant nuclear division in a developing hypha of the Foatg8Δ #10 mutant. The images were acquired using a 40x objective at room temperature every 2 min for 14 h simultaneously for ChFP fluorescence and Nomarski optics, and merged for DIC and red fluorescence (10 frames/second).

