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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 troC+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 AZtCYP-24 and AZtCBR2 strains
(A) Leaves infected with WT, AZtCYP-24 and AZtCBR2 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, AZtCYP-24 and AZtCBR2.



Restriction _site

Primer_name Sequence Use
NB5.5-1F 3333gatIT TG TCATTOGTEGTAGCCTETGT ampiification of flanking uence NB5.5-1 for targeting Zrchra

NEB5.5-1R aaa aCtagtACTTGLTE GACTCTGCG Ampiification of flanking nce NB5.5-1 for targeting Zrchrl
MES.3-1F 333ZZ0g0CATCTETEETCCTOCTCCTATGETT amplification of flanking nce NB5.3-1 for targeting Zrchri
NB5.3-1R 333ZFCECECCCA ampiification of flanking nce NEBS.3-1 for targeting Zwchbrl
HYG-N1F 3333CLaZGATATTGAAG Ampiification of hygromycin resistance cazzette to clone into pNOV2114
HYGE-N1R amplfication of hygromycin resistance cassette to clone into pNOVZ114
CERZ FL F Ampiification of flanking nce CBR2F1 for targeting Ztchr2
CBRZ FL R Ampiification of flanking BR2F1 for targeting Ztchr2
CERZ F2 F amplification of flanking nce CBRZFZ for targeting Zrchr?
CERZ FZ R amplification of flanking nce CBRZFZ for targeting Zrchr?
C¥E-24 FLF 3333ZCHATET: AT =CA Amplfication of flanking ence CYP-24F'1 for targeting Ztoyp-24
CYP-24 FLR 2atctagaGATTCAACTTT! AGAAGTGAMGAT amplification of flanking ence CYP-24F'L for targeting Ztoyp-24
CYP-24 FIF amplfication of flanking sequence CYP-24F2 for targeting Zroyp-24
CYP-24 FIR 33g33CHCTT: Ampificstion of flanking sequence CYF-24F2 for targeting Ttoyp-24

CERL + Hyg F
CERL + Hyg R
CERZ + Hyz F
CERZ + Hyg R
CYP-24 +Hyg F
CYP-24 +Hyg R

GLTGATCTGA CBRL KO confirmation
CBR1 KO confirmation
CER2 KO confirmation
CBR2Z KO confirmation

CYP-24 KO confirmation

CYP-24 KO confirmation

BZIll
Zpel
Narl
sgz1
Zpel
Narl
zacl
Kpnl
Hindl1l
Zpel
Hindlll
Xbal
Kpnl
Sacl

Supplementary Table 1 All primers used in this study with
added adenines followed by restriction sites in lower case at

the 5’ end.

Fungal genome

URL

Zymoseptoria tritici

Ustilago maydis
Stagonospora nodorum
Puccinia graminis
Piriformospora indica
Neurospora tetrasperma
Neurospora crassa
Mycosphaerella fijiensis
Fusarium graminearum
Dothistroma septosporum
Cofletotrichum graminicola
Cochliobolus sativus
Cochliobolus heterostrophus
Blumeria graminis f. sp. hordei
Aspergillus terreus
Aspergillus nidulans
Aspergillus fumigatus

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

http://genome,jgi-psf.org/Mycgr3/Mycgr3.home.html
http://genome.jgi.doe.gov/Ustmal/Ustmal.home.html
http://genome.jgi.doe.gov/Stano2/Stano2.home.html
http://genome,jgi-psf.org/Pucgrl/Pucgrl.home.html
sf.org/Pirinl/Pirinl.home.html

http://genome.jgi.doe.gov/Mycfi2/Mycfi2.home.html
http://genome,jgi.doe.gov/Fusgrl/Fusgrl.home.html
jgi-psf.org/Dotsel/Dotsel.home.html
http://genome.jgi-psf.org/Colgrl/Colgrl.home.html
http://genome.jgi.doe.gov/Cocsal/Cocsal.home.html
http://genomeportal jgi-psf.org/CocheC5_3/CocheC5_3.home.html
http://genome.jgi.doe.gov/Blugrl/Blugrl.home.html
oe.gov/Asptel/Asptel.home.html
http://genome.jgi.doe.gov/Aspnidl/Aspnidl.home.html
http://genome.jgi.doe.gov/Aspful/Aspful.nome.html
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