S$3 Table. No signs for off-targeting activity of anti-HCMV and anti-EBV gRNAs

gRNA-positive cells

gRNA-negative cells

Of-target O f-target sequence® #om snﬁt.ChebS " sequches # d % sequznces # d % ngI\_lAr\]upSos
site I ocation tot al © nmut at ed® | nut at ed t ot al © nut at ed® | nut at ed gRNA- neg®
EBNA1 #1 OFF1 | GCCTCTGGTCCTGAGCCGCCAGG SMMVE[ 2: 4: 8] 1930 5 0,26 1024 3 0,29 -0,03
EBNA1 #1 COFF2 | TGCCCTCGTCCTGAGCCGCCEEG 3MMVB[1:7: 8] 2558 6 0,23 1300 5 0, 38 -0,15
EBNA1 #1 COFF3 | TGCCTTAATCCTGAGCCGCCAAG 3MMVB[1:5:7] 1665 14 0, 84 1110 10 0,90 -0, 06
EBNAL #2 OFF1 | GTTTGAGCCATGICTGACGAGGG 3MMVB[ 3: 7: 8] 1628 52 3,19 904 33 3, 65 -0, 46
EBNAL #2 OFF2 | GTGAGAAGCATGICTGACAAGAG 3MVs[ 4: 8: 19] 1755 20 1,14 953 17 1,78 -0, 64
EBNA1 #2 COFF3 | CTGTGAAACATGICTGAGGATGG 3Mvs[ 1: 8: 18] 2449 13 0, 53 1182 12 1,02 -0, 48
Oi P #2 OFF1 GTATTACTCACATAGAAATTTGG 3MMVB[ 4: 8:17] 2085 13 0, 62 1089 11 1,01 -0,39
Oi P #2 OFF2 GTACCACCCTCATAGAGAGITAG 3MMVB[ 5: 10: 19] 2414 19 0,79 1133 13 1,15 -0, 36
Oi P #2 OFF3 GAAAGGCCCACATAGAGATTTAG 4MVB[ 2: 4: 5: 6] 1749 10 0,57 937 5 0, 53 0, 04
uL44 #2 OFF1 GCCGATGAAGCCGTACAAGAAAG 3MMVB[ 3: 5: 11] 2348 20 0, 85 1186 8 0, 67 0,18
uL44 #2 OFF2 GAGGCT GEGEECCGTACAAGECGEG 4MVB[ 2: 8: 9: 20] 603 2 0,33 353 2 0, 57 -0,23
UL44 #2 COFF3 GGGCCTTCAGCCTTACAAGAGAG | 4MVs[ 2: 7: 8: 13] 1229 10 0,81 617 2 0,32 0,49
UL57 #3 COFF1 GTAGCTTCTACCTAGGATCACAG 3MMVB[ 3: 8: 13] 2132 11 0,52 1009 7 0, 69 -0,18
UL57 #3 OFF2 GTGGGTTTCACTGAGGATCACAG 3MMVB[ 5:9:12] 2303 11 0,48 1158 10 0, 86 -0,39
UL57 #3 OFF3 ATGCCTTATACAGAGGATCATAG 4MVB[ 1: 4:8:12] 2326 16 0, 69 1231 11 0, 89 -0,21
UL105 #3 OFF1 | GGCTGAGGGAGGGAAACCACAGG SMMB[ 2: 7: 12] 597 4 0, 67 438 6 1,37 -0,70
UL105 #3 OFF2 | GAATGATGCAGGGAAACCACTAG 3MMB[ 3: 9: 12] 2205 17 0,77 1027 8 0,78 -0,01
UL105 #3 OFF3 | TACTGATGGATGCGAAACCACAGG 3MVB[ 1:11: 12] 1451 11 0,76 668 1,20 -0, 44

apotential off-target sequence. Mismatches as compared to the gRNA are indicated in bold and red whereas the PAM sequence is indicated in bold
bnumber of mismatches (MM) and location of mismatch as compared to the gRNA is indicated
cNumber of sequences analyzed
dNumber of sequences displaying alterations as compared to the reference sequence. A sequence scored as ‘mutated’ when there was a mismatch/indel 2bp up and downstream of
the Cas9 cleavage site
ePercentage of mismatches that could have occurred by CRISPR/Cas9 mediated gene editing. The percentage of edited sequences in gRNA-expressing cells was subtracted from the

percentage of gRNA-negative cells. A negative value denotes a higher percentage of mutations in gRNA-negative cells as compared to gRNA-expressing cells.




