Additional file 6. Description of secretome methodology.

RRes secretome prediction found signal domain (RRes:2189), removal of sequences with
transmembrane domains (RRes:1776) using Interproscan, exclusion of proteins smaller than 20, and
the use of ProtComp (Version 9.0) LocDB and PotLocDB to exclude GPl anchored membrane proteins
and other non-extracellular loci proteins (RRes:1602), followed by WoLfPSort [28] (extracellular
score > 17, WolLfPSort) (RRes:705) ) to identify final destination and big-PI [29] to further remove

GPl-anchored proteins (RRes:616).

For the 412 new genes the use of blast NCBI 04/09/14 and Interproscan in blast2go revealed, after
the blast2go filtering algorithm, 147 of the new gene protein sequences had blast hits using an e-
value of 0.001 before blast2go filtering, and 115 had Interproscan functional annotation. After
merging of GO terms from Interproscan, 99 Level 2 biological process and 64 molecular function GO
terms were identified, see Table-4. Of the 412, 44 of the new genes have signal domains but 6 have
transmembrane of those 38, 12 passed the extracellular filtering using ProtComp (Version 9.0) and
WolLfPSort (extracellular score > 17) could be new secretome proteins. The top-hit species blast
results are shown in supplementary Table-12 which shows that many of the new genes have similar
gene models reported in other genome assemblies/annotations of F. graminearum or in lesser cases

other fungi.

Complete list of FGRRES_gene ID’s of predicted secretome and those uniquely predicted vs the
Brown et al secretome set. *(MIPS V30 ID) gene identified in Brown et al secretome which used
MIPS V30 gene models, **(RRes ID) gene model from MIPS version V32. 144 of the RRes predictions
were confirmed using proteomics from Yang et al and Paper et el. 30 of the 70 proteins identified in
the Yang et al study from proteins identified in F. graminearum culture supernatants after growth in

wheat or barley flour-containing medium were confirmed in the in silica predictions. ®137 of the 286



from the extracellular proteins in vitro and in planta from the pathogenic fungus F. graminearum in

the Paper et al study were confirmed in the in silica predictions.
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