Supplemantary File S2: Experimental procedure for multiplex CRISPR targeting all functional
genes of BCTIV genes named as; C1 (RepA), C2(RepB) and overlapping region between
V1/V2( CP-MP) and V2/V3 (MP/ssDNA).

Supp. File_Table S1: gRNA sequences for multiplex CRISPR

gRNA Sequence

DT1-BsF: 3. gRNA_C1 5- AATAATGGTCTCTATTG GTT-3’

DT1-FO: 3. gRNA_C1 5'-TG GTTTTAGAGCTAGAAATAGC -3’
DT2-BsF2: 15.gRNA_V1/V2 | 5' AATAATGGTCTCTAGATTG GTT 3'

DT2-FO: 15.gRNA_V1/V2 5'-TG GTTTTAGAGCTAGAAATAGC -3'
DT3-BsF3: 6. gRNA_C2 5'- AATAATGGTCTCTGTGATTG GTT -3’

DT3-FO: 6. gRNA_C2 5-TG GTTTTAGAGCTAGAAATAGC -3'

DT4-R0O: 19. gRNA_V3/V2 5'-AAC CAATCACTACTTCGACTCTAGCTGTAT -3'
DT4-BsR: 19. gRNA_V3/V2 | 5'- ATTATTGGTCTCTAAAC -3'

Supp. File_Table S2. PCR conditions for clonning of gRNA_C1 by using pCBC-DT1T2 vector
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TTGACCTAARAAAAATCTCAAATAATATGATTCAGTGGTTTITGTACTTTTCAGTTAGTTGAGTTTTGCAGTTCC
GATGAGATANACCAATATTAATCCAAACTACTGCAGCCTGACAGACARATGAGGATGLAAN AATTTTARAR
TTTATCTAACGCTAGCTGTTTTGTTTCTTCTCTCTGG TGCACCAACGACGGCGTTTTCTCAA
GCTTGTTTTACTTAAGGCCAATAATGTTGATGGATCGAAAGAAGAGGGCTTTTAATARAC
AGCTGTAAACGATGTCAAAAACATOCCACATCGTTCAGTTGAARATAGAAGCTCTGTTTA

AGTCGACTAAGIAG AT GAG ACCAATAATAT

Components () PCR conditions

10x Q5 polimeraz Buffer 5 12 3456
MgS04 (25mM) 3

dNTPs (2mM) 4 1. One cycle: 98 °C, 30 sec.

Q5 polimeraz 1

pCBC-DT1T2 (diluted to 200 times) 1 2. 34 cycles: 98 °C, 10 sec;

plazmid (adgene 50590) 65 °C, 30 sec; 72 °C, 30 sec.

DT1-BsF (20 uM) gRNA C1.3 1

DT1-FO (1 uM) gRNA C1.3 1 3. One cycle: 72 °C, 7 min M o aiaien s K
DTO-BsR (20 uM) primer 1

ddH20 33

Total volume 50 ul

Supp. File_Table S3. PCR conditions for clonning of gRNA_ V1/V2 by using pCBC-DT2T3
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GGATAGAATTTCCC
AGCTTTTTTGCGTGTTTCAGCTCTCATGATCCTTGGCCAATGGGT! GTAGTMAI TTITCTGCACATTCATTGG
ATGGAAAATAATGGTTTTAGCTT ATAAGAAAA TTTTTGTACAATCACA

TTTGAATTAGGTCTTTGAAATGACAGGGAATGAGGACATATGATGAGACGGTCATTGTTTTAGTTCCACCA

AGCTATTAACAATCTTCAAAAGTACCACAGCGCTTAGGTAAAGAAAGCAGCTGAGTTTATATATGGTTAG
AGACGAAGTAIG TG AITGAGACCAATAATAT

Bilesenler ul Dongii kosullar

10x Q5 polimeraz enzim Buffer 5

MgS04 (25mM) 3

dNTPs (2mM) 4 1. One cycle: 98 °C, 30 sec.

Q5 polimeraz enzim 1

pCBC-DT1T2 (diluted to 200 times) 1 2. 34 cycles: 98 °C, 10 sec;
plazmid (adgene 50590) 65 °C, 30 sec; 72 °C, 30 sec. -
DT2-BsF (20 uM) gRNA V1/V2.3 1 OT2T3-PCR2 irind 589 bp
DT2-FO (1 uM) gRNA V1/V2.3 1 3. One cycle: 72 °C, 7 min
DTO-BsR3 (20 uM) 1

ddH20 33

Total hacim 50 ul

Supp. File_Table S4. PCR conditions for clonning of gRNA_C2 and gRNA_V3/V2 by using pCBC-DT3T4
vector
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Components ul Cycle

10x Q5 polimerase enzym Buffer 5

MgS04 (25mM) 3

dNTPs (2mM) 4 1. One cycle: 98 °C, 30 sec.

Q5 polimerase enzim 1

pCBC-DT1T2 (diluted to 200 times) | 1 2. 34 cycles: 98 °C, 10 sec;

plazmid (adgene 50590) 65 °C, 30 sec; 72 °C, 30 sec.

DT3-FO (1 uM) gRNA C2.3 1 ' DT2T3-PCR2 iriini 743 bp
DT4-RO: (1 }J.M) gRNAV3/V21 1 3. One cycle: 72 OC: 7 min DT3T4-PCR3 iriinlerinin jel goriintiisi
DT4-BsR (20 p,M) gRNAV3/V2]_ 1 Lane 6: 100 bp markér (Biomol). Lane 1-4
ddH20 32 YCR iiriini.

Total 50 ul




Supp.File_ Table S5. Golden gate reaction with three PCR fragments to clone them into pHSE401 vector

Components Quantity (ul) | Cycle
Purified DT1 PCR1 fragments (~17 ng/ul) 4
Purified DT2T3-PCR2 fragments (~12 ng/ul) 5
Purified DT3T4-PCR3 fragments (11 ng/ul) 6
pHSE401 (~160 ng/ul) 2 1. 30 cycles 5 min at 37°C
10x T4 DNA Ligase Buffer (NEB) 1.5 2.30 cycles 5 min at 16 °C
10x BSA 1.5 2.5 min at 55°C
Bsal (NEB) 1 3.5 min at 80°C
T4 DNA Ligase (HC, NEB) 1
ddH20 3
Total volume 25
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Supp. File_ Table S6. Verification of

cloning into pHSE401 and transfer into J——
E.coli and Agrobacterium with colony o et — sorer e
PCR '

PCR Components Colony PCR Protocol
Components Quantity Temperature Time Cycle
NEB 2x Tag DNA 12.5 ul 95 °C 3 min 1 L2 3o
Master mix 95 °C 30 sec 34 =
U6-29p-F 1ul 55 30 sec 34 1
U6-1t-R 1ul 68 °C 1 min 34 —
Nuclease free water  10.5 ul 68 °C 5 min 1 ,;_ R
DNA - 4°C Store
(taken from colony
by the tip of pipette)
Total 25 ul e

U6-29p-F: TTAATCCAAACTACTGCAGCCTGAC and U6-1t-R: AACGGACCAATCACTTTGTCTTAGC




