File S1

Supplementary Information

gRNA sequences

e GCCACAATTGTCGATCGTCA (Portetal 2014)
y GCGATATAGTTGGAGCCAGC (Gratz et al. 2014)
w CCGAGAACCTCACCTATGCC

MED27 CTCCTCGCCGCTCTCCCCAT

ham GGCCATTACAATAAGCTCTT
dpn CCTGTGCGGTTGATCTACCA
my GTGAAGTAATCCTATCTACC

Sequences of recovered indel alleles

e

ATGGGTTCGCTGCCACAATTGTCGATCGTCAAGGGTCTGCAGCAAGACTT
ATGGGTTCGCTGCCACAATTGTCGATC-TCAAGGGTCTGCAGCAAGACTT

ATGGGTTCGCTGCCACAATTGTC-------------~- TGCAGCAAGACTT
ATGGGTTCGCTGCCACAATTGTCGA - - - -CAAGGGTCTGCAGCAAGACTT
ATGGGTTCGCTGCCACAATTGT----- GTCAAGGGTCTGCAGCAAGACTT
ATGGGTTCGCTGCCA---------------- AGGGTCTGCAGCAAGACTT
ATGGGTTCGCTGCCAC-------------- AAGGGTCTGCAGCAAGACTT
ATGGGTTCGCTGCCACAATTGTCGATC---------- TGCAGCAAGACTT

ATGGGTTCGCTGCCACAATTGTCGATC-tgcaaga-CTGCAGCAAGACTT

ATGGGTTCGCTGCCACAATTGTCGATCGaTCAAGGGTCTGCAGCAAGACTT

MED27

GCCGATGGAACCGATGGGGAGAGCGGCGAGGAGAGCCG
GCCGATGGAACCGATGctcgaaccGAGCGGCGAGGAGAGCCG
GCCGATGGAACCGATG-GGAGAGCGGCGAGGAGAGCCG

GCCGATGGAACCGATGggagagcggagat GGGAGAGCGGCGAGGAGAGCCG
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ssODN donor sequences

The homology arms are in upper case, the central V5 sequence in lower case, and the
stop codons underlined. The gRNA target sequences are in bold, and are followed by a
PAM (NGGQ). Silent nucleotide changes were introduced in the standard V5 sequence to
create a HindIll restriction site. Donor sequences were synthesized in the same
orientation as the gRNA. For all cases presented here, the insertion of the V5 tag
destroyed the gRNA target site so that V5-tagged chromosomes would not be recognized

and cleaved again.

ham-V5

GCAACATCAGCAACAACAACAGCAGCAGCGGCAACAACAACAACAGCTCCAAGGCCATTACA
ATAAGCTCTggtaagcctatacctaaccctettettggtctagatagecacgTAGGAATCGTA
AGAGATTAGAGAGCTTGCTTTCCTCGTTGTTAAATGATAAACTTACTTTAACTC

dpn-V5

GCAATGAAATAAATTAACAATGTATAAACGTAACATAGAAGTGGCCTGTGCGGTTGATCTAC
gtgctatctagaccaagaagagggttaggtataggcttaccCCACGGCCTCCAAGCGGAGCT
CGACTTTTCGATGGCGCCAGCTAGGAATTTCTTGGACGAGGGC

my-V5

CTTTCTATGATCTCTCCTTCGTTTTTTTTTTTTTCAGTTGTGGTGTGAAGTAATCCTATCTA
cgtgctatctagaccaagaagagggttaggtataggcttaccCCAGGGACGCCAGACGTTCT
CCTCGTCCTCGCTGTCGTCCTCCATCTTGGTCACATCGATGGTGGTC

J. Gokcezade, G. Sienski, and P. Duchek 38l



