A Cas12a
B Nuclease: Guide Sequence:
20200121_HEK_1364_Direct_S_OehuBmj.ab1 R?= -
Casl2a AA|
Non-Frame Shift (41%) W Frame Shift (59%) N O bp
INDIVIDUAL CONTRIBUTION OF EACH EXPERIMENTAL SEQUENCE
amm
FILENAME INDEL % GCTTGGCACTGGCCGT [CGTTTTACAACGTCGTGACTGGGAAAACCC
20190821HEKNewLOW16. -141000 |ccTTGGCA Tee
20190821HEKNewLoW17... -101000 |GCTTGGCA TGG
20190821HEKNewLoW19. -101000 [GETTGG 766
20190821HEKNewlow20..  -101000 |ccTTGG
20190821HEKNewLoW1_ 101000 [GCTTGG
20190821HEKNewLoWS3_ -101000 |GCTTGG
20190821HEKNewLoWsS_ -101000 [GcTTGG
20190821HEKNewLOW6_ 01000 |GCTTGGCA
20190821HEKNewLOW7_. -101000 |GCTTGGCA
. 20190821HEKNewlLoW12_ -121000 |GCTTGGCA
. s L : x 20190821HEKNewLoW13. -101000 [GCTTGGCA
20190821HEKNewloW15..  -101000 |GCTTGGCA
INDEL % PVALUE TGGCACTGGECGT | CGTTTTACAACGTCGTGACTGGGAARACCCTGGEGTTACCCAACTTAATCGECTTGEAGEACAT TTTCGCCAGETGGCGTAATAGEG
% s
Nuclease: Guide Sequences:
TTTAACAACGTCGTGACTOGGARAACCCTGACGTTACCCAACTTAATCGCCTTGCAGCACATECGCGARACG
C | castea SCATIC T IO
INDIVIDUAL CONTRIBUTION OF EACH EXPERIMENTAL SEQUENCE
FILENAME INDEL % TGGCACTGGCCGT|CGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTTAATCGCCTTGCAGCACAT AGCGAAGAGGCCCGCACCGATCGCCCTT GCAG
01000 TGG GT| AACGTCGTGA TT G G G GATCG TT GCAG
01000 |7 TGG GT| GTG T G G G GATCG T <]
11000 5¢CG- | TTAATCG AG G GATCG TT GCAG
01000 eT| TTAATCG G G GATCG TT GCAG
01000 GT| TTAATCG GCA G GATCG TT GCAG
-21000 GT| TTAATCG G G GATCG TT GCAG
01000 56CCGT| AACTTAATCG G GCACCGATEGCCETT GcAG
01000 |r GG 6T A TAA ] G G -] T GCAG
01000 |r TGGCCGT| TT G G G GATCG TT SCGCAG
01000 TGGCCOT | COTTTAACAACGTCOTGACTGGGAAAACCCTGGCGTTACCCAACTTAAT G G GCACCGATCGCCETT acac
-21000 T6G 1 TTAATCG s G GATCGCCETT Gcac
01000 TGGCCGT| G G G GATCG TT GCAG
01000 GG TGG GT| G AG G GATCG TT GCAG
01000 |TGG TGG GT| A T TCcG G G GATCG T GCAG
01000 TGG GT1 T TCG ] G GA ] TT GCAG
-11000 TGG G- (<] GCA <] GATCG T (] <]
01000 TGG GT| A G G GCA GATCG TT GCAG
01000 GCACTGGCCGT| G AG G GATCG T GCAG
w1 016 01000 [ra TeGCCGT] G AGCA G GATCGCCCTT Gcac
W2M13-F45 0013b1 01000 TGGCCaT] G Gea s GATCGCCCTT GcaG
w 3-F48_003.3b1 01000 |rc TGG GT| G AGCA G GATCG T GCAG
01000 |r TeGccaT] G G G GATCcGCCceTT G
-511000 2 TTAATCG G G GATcGcceTT

Supplemental Figure S3: DECODR is efficient at analyzing multiple edited DNA files simultaneously within an in vitro testbed. (A) Single-allele
pure sequences were generated using the in vitro gene editing system using a single Cas12a guide sequence and no donor template. Sequences
were then analyzed via DECODR in a single batch run. (B) Single-allele pure sequences were generated via the in vitro system utilizing two guide
sequences and a homology donor containing 5’ and 3’ single-base barcodes and a diagnostic sequence change in the middle.





