Table S4. The Cas9/gRNA-targeted mutations in PtrFLA40 and PtrFLA45.

Gene: Potri.019G120900 (PtrFLA40)

Vector: Cas9/gRNA-PtrFLA40
gRNA: gPtrFLA40-T1 (CCCAAGACGAAAACCGCTTATTC); gPtrFLA40-T2 (GATATATGTAGGGTTGTGTCCGG)
Target sequences: PtrFLA40-T1, CCCAAGACGAAAACCGCTTATTC; PtrFLA40-T2, GATATATGTAGGGTTGTGTCCGG

Line (#) PtrFLA40-T1 Mutation types PtrFLA40-T2 Mutation types
CCCAAGACGAAAACCGCTTATTC (Number of plasmids| GATATATGTAGGGTTGTGTCCGG (Number of plasmids containing
containing the cloned PCR the cloned PCR products)
products)
ptrflad0-1# CCCAAGACGAAA-CCGCTTATTC -1 (x8) GATATATGTAGGGTTGTGTCCGG 0 (x20)
CCCAAGA-GAAAACCGCTTATTC -1 (x7) chimera WT
CCCAAGACGAAAACCGCTTATTC 0 (x5)
ptrfla40-2# CCCAAGACGAAA-CCGCTTATTC -1 (x20) homozygous |GATATATGTAGGGTTGTGTCCGG 0 (x20) WT
ptrfla40-3# CCCAAGA(A)CGAAAACCGCTTATTC +1 (x20) homozygous |GATATATGTAGGGTTGTGTCCGG 0 (x20) WT
ptrflad0-4# CCCAAGACGAAA-CCGCTTATTC -1 (x12) GATATATGTAGGGTTGTGTCCGG 0 (x20)
CCCAAG(T)ACGAAAACCGCTTATTC | +1 (x5) chimera WT
CCCAAGACGAAAACCGCTTATTC 0 (x3)
ptrflad40-54 CCCAAG(T)ACGAAAACCGCTTATTC +1 (x13) heterozygous GATATATGTAGGGTTGTGTCCGG 0 (x20) WT
CCCAAGACGAAAACCGCTTATTC 0 (x7)
ptrflad40-6# CCCAAGA(A)CGAAAACCGCTTATTC +1 (x11) biallelic GATATATGTAGGGTTGTGTCCGG 0 (x20) WT
CCCAAGACGAAA-CCGCTTATTC -1 (x9)

Gene: Potri.019G122800 (PtrFLA45)

Vector: Cas9/gRNA-PtrFLA45
gRNA: gPtrFLA45-T1 (CCCTGGTTTAACCATCTTTGCAC); gPtrFLA45-T2 (GTCACAAAGTTATACAAACTCGG)
Target sequences: PtrFLA45-T1, CCCTGGTTTAACCATCTTTGCAC; PtAP66-4, GTCACAAAGTTATACAAACTCGG

Line (#) PtrFLA45-T1 Mutation types PtrFLA45-T2 Mutation types
CCCTGGTTTAACCATCTTTGCAC (Number of plasmids| GTCACAAAGTTATACAAACTCGG (Number of plasmids containing
containing the cloned PCR the cloned PCR products)
products)
ptrflad5-1# CCCTGG T, -178 (<20) | homozygous _|..... ACTCGG  |-178 (x20) | homozygous




ptiflad5-24 CCCT-----AACCATCTTTGCAC -5 (x20) homozygous GTCACAAAGTTATACAA-CTCGG -1 (x20) homozygous
ptrfla45-3# CCCTGG-----CCATCTTTGCAC -5 (x13) GTCACAAAGTTATACAA--TCGG 2 (x9)
heterozygous heterozygous
CCCTGGTTTAACCATCTTTGCAC 0 (x7) GTCACAAAGTTATACAAACTCGG 0 (x11)
ptrflad5-4# {67l 0} €€ 1 -178 (x14) heterozygous | ACTCGG -178 (x14) heterozygous
CCCTGGTTTAACCATCTTTGCAC 0 (x6) GTCACAAAGTTATACAAACTCGG 0 (x6)
ptrflad5-54 CCCTGG---mmmmmmmmmmm e -179 (x11) heterozygous | ACTCGG -179 (x11) heterozygous
CCCTGGTTTAACCATCTTTGCAC 0 (x9) GTCACAAAGTTATACAAACTCGG 0 (x9)
ptrfla45-6# CCCTGGTTT---------- GCAC -10 (x20) homozygous GTCACAAAGTTATACAAACTCGG 0 (x20) homozygous
ptrflad5-74# CCCTGGT-----mmmmmmmmm oo L 1789y | e ACTCGG -178 (x9)
CCCTGG--mmmmmmmmmmmmmmmm e -179 (x7) chimera  |..... ACTCGG -179 (x7) chimera
CCCTGGTTTAACCATCTTTGCAC 0 (x4) GTCACAAAGTTATACAAACTCGG 0 (x4)
Vector: Cas9/gRNA-PtrFLA40/45
gRNA: gPtrFLA40/45-T1 (CCATTGTCCCAATACCTTTGCCC); gPtrFLA40/45-T2 (GCGCTAAATGACTCAAGCCCIGG)
Target sequences: PtrFLA40-T1, CCATTGTCCCAATACCTTTGCCC; PtrFLA40-T2, GCGCTAAATGACTCAAGCACTGG
PtrFLA45-T1, CCATTGTCCCAATACCTTTGCCC; PtrFLA45-T2, GCGCTAAATGACTCAAGCCCTGG
Line (#) PtrFLA40/45-T1 Mutation types PtrFLA40/45-T2 Mutation types
PtrFLA40, CCATTGTCCCAATACCTTTGCCC (Number of plasmids PtrFLA40,GCGCTAAATGACTCAAGCACTGG | (Number of plasmids
PtrFLA45, CCATTGTCCCAATACCTTTGCCC | containing the cloned PCR |PtrFLA45,GCGCTAAATGACTCAAGCCCIGG | containing the cloned PCR
products) products)
ptrfla40/45-14-fla40 |CCATT(A)GTCCCAATACCTTTGCCC +1 (x15) . GCGCTAAATGACTCAAGCACTGG 0 (x20)
biallelic WT
—————————————————————— TGCCC -18 (x5)
flad5 |CCA-----mmmomom e -222 (x20) homozygous  |...... CCCTGG | -222 (x20) homozygous
ptrflad40/45-24-flad0 |CCAT-GTCCCAATACCTTTGCCC -1 (x20) homozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) WT
-fla45 |CCAT-GTCCCAATACCTTTGCCC -1 (x20) homozygous GCGCTAAATGACTCAAG(A)CCCTGG +1 (x20) homozygous
ptrflad0/45-3¢-flad0 |CCAT-GTCCCAATACCTTTGCCC -1(x14) heterozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) WT
CCATTGTCCCAATACCTTTGCCC 0 (x6)
-flad5 |CCAT-GTCCCAATACCTTTGCCC -1 (x12) biallelic [T TGG -20 (x12) heterozygous
------- TACCAATACCTTTGCCC -7 (x8) GCGCTAAATGACTCAAGCCCTIGG 0 (x8)
ptrfla40/45-4%-fla40 |C-----TACCAATACCTTTGCCC -5 (x8) GCGCTAAATGACTCAAGCACTGG 0 (%20)
CCA--GTCCCAATACCTTTGCCC -2 (x3) chimera WT
CCATTGTACCAATACCTTTGCCC 0 (x9)
-fla45 |CCAT-GTCCCAATACCTTTGCCC -1 (x20) homozygous = |------------omomooo- TGG -20 (x20) homozygous




ptrflad0/45-5t-fla40 |C-----TCCCAATACCTTTGCCC -5 (x20) homozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) WT
-flad5 |C--TTGTCCCAATACCTTTGCCC -2 (x20) homozygous GCGCTAAATGAC-----CCCTGG -5 (x20) homozygous
ptrflad0/45-64-flad0 |CCAT-GTCCCAATACCTTTGCCC -1 (x11) heterozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) WT
CCATTGTCCCAATACCTTTGCCC 0(x9)
-flad5 |CCAT-GTCCCAATACCTTTGCCC -1 (x4) GCGCTAAATGACTCAAG(G)CCCTIGG +1 (x8)
——————— TACCAATACCTTTGCCC -7 (X7) chimera GCGCTAAATGACTCAAGCCCTGG 0(x12) heterozygous
CCATTGTACCAATACCTTTGCCC 0(x9)
ptrflad0/45-74-flad0 |......-----m-mmmmmmmmm oo -254 (x20) homozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) homozygous
-fla45 |C--TTGTCCCAATACCTTTGCCC -2 (x2) GCGCTAAATGAC-----CCCTGG -5(x2)
CCAT-GTCCCAATACCTTTGCCC -1 (x5) T B TGG -20 (x5) .
chimera chimera
——————— TACCAATACCTTTGCCC -7 (X7) GCGCTAAATGACTCAAGCCCTGG 0(x7)
............ -254 (x6) -254(%6)
ptrflad0/45-8%-flad0 |......-----m-mmmmmmmm oo -254 (x20) homozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) homozygous
-fla45 |CCAT-GTCCCAATACCTTTGCCC Sl e CTGG | -191(x1)
------- TACCAATACCTTTGCCC -7 (x5) biallelic e TGG -20 (x14) chimera
GCGCTAAATGACTCAAGCCCTGG 0 (x5)
ptrfla40/45-9t-fla40 |CCA--GTCCCAATACCTTTGCCC -2 (x20) homozygous GCGCTAAATGACTCAAGCACTGG 0 (x20) WT
-flad5 |CCAT-GTCCCAATACCTTTGCCC -1 (x18) S B e TGG -20 (x18)
biallelic heterozygous
------- TACCAATACCTTTGCCC -7 (x2) GCGCTAAATGACTCAAGCCCTGG 0(x2)




