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Figure S1. Schematics illustrating sequences and positions of primers relative to the final CRISPR RNA
(A) Primer p1F (marked by magenta forward arrow) is a forward primer, which consists of a 20-nucleotide 3` region spanning the 5` end of the AtU6-26 promoter (marked by green bar), and a 15-bp sequence at its 5` end, which overlaps with a 15-bp sequence located at the 5` end of the reverse primer, 3-AvrII (marked by brown arrow). The 3` end of primer 3-AvrII corresponds to sequence located at the 3` end of the backbone of vector pDe-Cas9 or pUC57GW. (B) Primer p1R (marked by magenta reverse arrow), which consists of a 22-bp 3` region which is complementary to the 3` end of AtU6-26 promoter, and a 20 nucleotide protospacer for sgRNA 1 (denoted by 20N). Primer g1F (marked by blue forward arrow) consists of a 3` 25-bp region spanning the 5` end of sgRNA (marked by sgRNA1), and a 5` 15-bp sequence, which overlaps with the 5` 15N of p1R primers. (C) Primer g1R (marked by blue reverse arrow) consists of a 3` 17-bp region, which is complementary to the 3’ end of sgRNA, and a 20-bp 5` region, the 1st 15 bp region of which overlaps with the 5`15 bp region of primer p2F (marked by red forward arrow).  The last 22 bp of p2F corresponds to the 5` end of AtU6-26 promoter. (D) Primer p2R (marked by red reverse arrow), which consists of a 22-bp 3` region which is complementary to the 3` end of AtU6-26 promoter, and a 20 nucleotide protospacer for sgRNA 2 (denoted by 20N). Primer g2F (marked by green forward arrow) consists of a 3` 25-bp region spanning the 5` end of sgRNA (marked by sgRNA2), and a 5` 15-bp sequence, which overlaps with 5` 15N of p2R primers. (E) Primer g2R (marked by green reverse arrow) consists of a 3` 17-bp region, which is complementary to the 3’ end of sgRNA (marked by sgRNA2), and a 20-bp 5` region, the 1st 15 bp region of which overlaps with the 5`15-bp region of primer 5-MluI (marked by brown forward arrow). The 3` end of primer 5-MluI corresponds to sequence located at the 5` end of the backbones of vector pDe-Cas9 or pUC57GW.
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Figure S2. Restriction fragment length polymorphism (RFLP) analysis of YFP CRISPR RNA
[bookmark: _GoBack]RFLP analysis of plasmid isolated from random colonies of clones in pUC57GW of YFP-gRNA1 and YFP-gRNA2 (A1-A5) and pDe-Cas9-D10A (B1-B5) using strategy that uses two rounds of PCR.  D1-D5 shows RFLP analysis using strategy that uses one round of PCR by all four fragments A, B, C and D after Round 1 PCR with pDe-Cas9-D10A.  Similar results with one round of PCR were obtained for making gNbPDS (E1 – E9), gmCherry (F1 – F9) and gSlMLO1 (G1 – G4, H1 – H4) constructs in pUC57GW, and and gNbPDS (I1 – I9), gmCherry (J1 – J9) and gSlMLO1 (K1 – K9) in pDe-Cas9-D10A.
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