Supplemental Figure 1. A flow diagram of all the steps required for targeted
silencing of wheat leaf genes using VIGS vectors and for assessment of Z. tritici
infection in conjunction with VIGS.
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Select a 250-500 nt region of the target wheat gene coding sequence
using si-Fi and appropriate genetic resources

Clone the selected gene fragment into BSMV pCa-ybLIC
plasmid using ligation independent cloning (LIC)

Transform into E. coli (e.g. JM109)

l

Purify plasmid and verify insert sequence by sequencing

!

Transform into Agrobacterium tumefaciens GV3101

!

Prepare separate liquid cultures for A. tumefaciens strains carrying pCaBS-a,
pCaBS-B and pCa-ybLIC VIGS constructs and grow overnight

l

Spin A. tumefaciens cells down and re-suspend in agroinoculation buffer;

Steps 1 & 2: Select target
sequences and prepare VIGS
constructs
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® S incubate for 3 h at room temperature, then mix strains containing pCaBS-a,
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8853 - Infiltrate into leaves of Nicotiana benthamiana plants at 25-30 days of age
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8‘ <] Harvest infiltrated leaves at 3-5 days post-agroinfiltration;

b= grind in potassium phosphate buffer to produce sap inoculum

l

Use sap inoculum to inoculate 2-leaf stage wheat seedlings (10-14 days of age)
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After 12-15 days, inoculate upper wheat leaves (leaf 3 or 4) with
Z. tritici spore suspensions
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Monitor and score STB
disease symptoms
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At 21-28 dpi, detach leaf Take samples for molecular
segments for spore wash biology analyses (e.g.
counts quantitative RT-PCR)

disease and VIGS

Steps 4 & 5: Fungal inoculations
and assessments of STB





