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Supplementary Figure 1. Targeted gene disruption strategy and confirmation. (A) Positions  

of flanking sequences relative to the genes of interest in the Z. tritici genome, sizes of  

flanking sequences and sizes of regions to be replaced by the hygromycin resistance  

cassette under a trpC promoter (trpC+hph). Primers used for confirmation of successful  

gene disruption are marked with arrows and amplicon size is indicated above. (B)  

Confirmation of integration of trpC+hph at the correct location in the correct orientation  

using a primer from within hph and primer from within 200 bp of genomic DNA adjacent to  

one of the flanking sequences used to guide insertion. A single band of the correct amplicon  

size is indicative of successful gene targeting. WT gDNA was used as a control. Strains taken  

forward for further studies and their names are indicated above the relevant PCR lanes.  
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Supplementary Figure 2.  Wheat leaf infection assays with ∆ZtCYP-24 and ∆ZtCBR2 strains  

(A) Leaves infected with WT, ∆ZtCYP-24 and ∆ZtCBR2 after 14 and 21 DPI; mock-inoculated  

control leaves at 21 DPI are shown to the right. A total of 12 leaves per strain/mock were  

inoculated and two representative leaves are shown. (B) Mean number of spores (recovered  

by washing) per 5 cm length of inoculated leaf for WT, ∆ZtCYP-24 and ∆ZtCBR2.  



Supplementary Table 1 All primers used in this study with 
added adenines followed by restriction sites in lower case at 
the 5’ end. 

Supplementary Table 2 URLs of all genome sequences 
incorporated into genome-wide analysis of CBR genes.
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