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For each off-target candidate, the result figures are organized as follows:  
 
(A) Sanger sequences of each off-target PCR amplicon are showed, including both forward (Fw) and reverse 
(Rv) primers used for the PCR reaction as well as the alternative PAM region.  
 
(B) The alternative PAM region (highlighted in light blue) is visualized within the Sanger PCR amplicon at 
the Genome Browser site and DNA sequence trace chromatogram confirms no mismatches or 
rearrangements.  
 
(C) The comparison between the control sequence (“Genomic”) and the Sanger-seq indicates 100% identity 
between the two sequences. 
 



Sanger Seq 
>#1_3prime_intron_Ivd_Sanger-Seq 
GGTGTGACCCAGAGAGACTCCGCCTCTAACCAAAGTGACAGAGGTAACTAAGATTAACATCAGTGT
TCTGTGCTCTGCCCCCAGGAGCATGCGGATAAGCAGAGACCAAAGCGGATAAGCAGGGACCAAAG
AAGGTAGCCAGAGAGGCTGGGTCAAGTTTGAAGACAGTAAAACTGTCCACAGAGTTGAGGAAGAG
GAAAATGGAAAAGAAGCCAGGAGCAGGA 
>Fw 
TGGCAACAAGTTCTGGATCACCA 
>Rv 
CACCTGTGTGGCTGGATTTGT 
>PAM_region_chr2:118,873,418-118,873,440 
GAGACCAAAGCGGATAAGCAGGG 
 

 
 

PAM region 

 
 
 

 
 
 

 
 



Sanger Seq 
>#2_3prime_intron_Ikzf4_Sanger-Seq 
CCTTTTACCCTGGAAAGGTATATGACTTGAAACCAGAACTTTGGTAGAAGACCTTCCAAAAGACCAT
TGCCCAAAATAGCTCAGGGAGTCCTGTTTGACCCAAGACTGAGGAGGATAAGCAGGGGCGCTGTAC
TCCCCAATACCCTCCATTTACATTTTGAGATAAGGCCCCAGAATTCTGTCCCTTTTTGACTAAAAATCT
CTCCCCACTTCTGCAAACCTTT 
>Fw 
TGCAGGTGAAAGATCAGG 
>Rv 
TGGCGCTTCAGTGTAGAT 
>PAM_region_chr10:128,640,547-128,640,569 
AAGACTGAGGAGGATAAGCAGGG 
 

 
 

PAM region 

 
 
 

 
 

 
 



Sanger Seq 
>#3_3prime_exon_Cyp4a14_Sanger-Seq 
AGACCACATAGGGGCATAAGTGATCAGAAATATAAAATATCAATATGTTCCAACCCTCCATCCTTTCT
CTTCAACACTTGCCCACCATTACCTTGATCCTCCTGAGAATGGCAGATAAGCATGGCTATGGTGAGA
AGAATCTGGTGCAAATCTAGAGGGGTCAAACACCTGCAGAGAGAGCACAGGGCCAGGATGGATGG
TGTCAAGCCCATTTCCAATGCAAA 
>Fw 
CCTTTTGGCACAAAACAC 
>Rv 
CACAGCCACAATTTCCAT 
>PAM_region_chr4:115,489,799-115,489,821 
CTGAGAATGGCAGATAAGCATGG 
 

 
 

PAM region 

 
 
 

 
 
 

 



Sanger Seq 
>#4_3prime_intergenic_Gm25335-Magi2_Sanger-Seq 
TTTTGGTGATAATTAATAGGAGAAAGGAAATTAAAAGGTTAAACTATCTTAGCTTGCCACAATGCAA
ACACTTAAAGATAAAATATCTGTAGCTAAAAGATACTCTGGTAAACAAACTATGAAGGATAATCAAG
GATGAAGAAAACCTGGAAGAAGATAAAATACTTCCAAAATATAAGATCATTTTTAGTATTGTAATTT
GTAGCAAGTTATTTAATTAA 
>Fw 
GTGAGGCTCTGGACTGAGTACTGT 
>Rv 
AGTCCAGCATCATTTTGCCCCC 
>PAM_region_chr5:19,674,063-19,674,085 
CAAACTATGAAGGATAATCAAGG 
 

 
 

PAM region 

 
 
 

 
 

 
 
 



Sanger Seq 
>#5_3prime_exon_Plxna3_Sanger-Seq 
CCCATTGATAAGCCTCCTAGCTTCCGAGGTGAGGGGTGACATGGGGCCAAGGAGCATGGCTCCTGG
GGCAGGATTGGCACTGCTGGGGGCAAGTCTGTAGGTCCTAGAGCCCCCTGCTTTTCTGCCATTGCCT
GCTCCATCAGTAGTCTCCTGTGCCTGCAGCCCTTCTTTACAAGTGCTGGGCTCAGCGGCCTAGCTGTG
GCCTCTGCCTCAAGGCTGATCCCC 
>Fw 
AGGGATTCCTAAAGTGGGCAAGGA 
>Rv 
TCGGGCACCCTTCTGGCTTG 
>PAM_region_chrX:74,335,950-74,335,972 
CCCTGCTTTTCTGCCATTGCCTG 
 

 
 

PAM region 

 
 
 

 
 

 
 



Sanger Seq 
>#1_intergenic_Zfp428-Irgq 
ACGCAGTAAGCTTAGCGTTGTACGGAGCACACAACCAACGTCATCATCACGCACCCCTGTACAGAAA
AGGACCTCTCCACTTGCCCTTGCGAAGACTTGCCTGCCGTGACTATATTAGTGCCGGACTGCAACCTT
GAACCTGACTCGGGGACAATGGTGGTGCAACAGATCACTGGAGTCTGGAGACTAGGAAAAACTATC
CCGCTCTCGTCCGGTGGCAGAG 
>Fw 
TCACGCTGCTCCCATGCACT 
>Rv 
ATGCGCGTGCGCAGAAAGTT 
>PAM_region_chr7:24,530,430-24,530,452 
GGCACTAATATAGTCACGGCAGG 
 
 

 
 

PAM region 

 
 
 
 

 



Sanger Seq 

>#2_5prime_intergenic_Gm12705-Dock7_Sanger-Seq 

GCCTCTTCTCTGTGAATGGAGATATCAGATGGAACTAGTCTCAAGACAGAAAACAGACTCTGTTGTG

GAAAGCAGCCTCAAACGTGAGTCAGGCTAGCCTTGGAAGTTACAAAATCAAGGCAGGGAAATGAA

GCCTGTGCTGTTGCAGGAGACGTTTAGGTAGACATGGCAGTGATGAGTGATTGCGAGTGGAAGTTG

AGGAAGAGTGGGGCCATGCGCCTTTCC 

>Fw 

CACCTGAATCCTCACTTCCATCCA 

>Rv 

AAGGCATGCCATTAAAGGACACA 

>PAM_region_chr4:99,119,320-99,119,342 

CCTGCCTTGATTTTGTAACTTCC 

 

 

 

PAM region 

 

 

 

 

 

 

 

 



Sanger Seq 
>#3_5prime_intron_Pcsk1_Sanger-Seq 
ATCTGCCCTAGAATCCATGTTTTAAGCAGGCATCCAAAGCCTTTCAATGCTTGGAGTACTTTAATCAA
TTACTCTTAAAATTTTTTTTCCTACAACTTCATCCAGCTGTGATTATGAAACTGTCCAATAGGCCACTA
AATAGACAAATTCTGGAGAAAGAAATTCATTACATAAATGCCAGTGGCACCATAATTAGTGTGCATT
AAATACATCTAAGGAAGTTTG 
>Fw 
TACAGTCAAGCACCAGAGTAGGTG  
>Rv 

TCCCCTAAAGACTTTGTGCAACAC  
>PAM_region_chr13:75,119,264-75,119,286 
CCAGCTGTGATTATGAAACTGTC 
 

 
 

PAM region 

 
 
 

 
 
 

 
 



Sanger Seq 
>#4_5prime_exon_Snx1_Sanger-Seq 
ATTCATTCATCTTGATGGTCATTTTGCTGACTGCATCTGTAGCTTTGTTGAACATCTTAAGGAGACCA
GCGCCACTCAAAGCCTGCGTGCCCACAGCTCGAGGCAGCTACAAGATCAAGGCAGGATACATGTTA
TCTGCTGCCCTTTAGGTTCACAAGAATTAGTATCCACCATGGCATGCCCAAAACTTGTCAACAAGTCA
CTTGACTCTAGACTGCTGCATTC 
>Fw 
GTGCAGGGAGCTGCCTTTCT  
>Rv 
TGGGCCTGACCACAGAGCAC  
>PAM_region_chr9:66,094,731-66,094,753 
GGCAGCTACAAGATCAAGGCAGG 
 

 
 

PAM region 

 
 
 
 

 
 
 

 



Sanger Seq 
>#5_5prime_intergenic_C430042M11Rik-Gm23905_Sanger-Seq 
GGCTGTCATTATTTTGAGGAAGATCTCTTGAAGCTCAGGCTGGCTTCAGATTAGTTACATAATCAAG
GCTGGCCTTAAGGGCCTGCTTCTCTTACCTTCATCATCCGAGTACTGGAATTATGGGCAAAGCATACA
ACTGTGGCCTGGCTTATATGATAGTTAAAAATTATTAGAATATAGTAGTTGTATCTAATAGTGGGCTC
CATTGCAATATTTCATACA  
>Fw 
TGGCCCTTATGTGCAGCTCCC  
>Rv 
AGGGGGATGAGATGGTAGTGGGC  
>PAM_region_chr17:83,894,740-83,894,762 
ATTAGTTACATAATCAAGGCTGG 
 
 

 
 

PAM region 

 
 
 

 
 
 

 
 


