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GENOME EDITING MICE FOR MEDICINE

Name of Mouse model or mutation:
hMAPT-A05-MOE4-EM3-129
hMAPT-A05-MOE4-EM4-129

Description:
Correction of error in 5’ LoxP site by CRISPR/Cas9 gene editing in existing ES-cell derived
transgenic line (hnMAPT-A05; HARO66Ai_hMAPT_AO05).

Type of mutation:
Knock-in: Correction of error in 5’ LoxP site

Delivery method:
Electroporation into 1-cell stage embryo.

Genetic Background:
129S9(/SVEV)

Nuclease:
Cas9 protein

sgRNAs:
Protospacer sequence PAM sequence
TAGGAACTTCTTAGGGCCCG CGG

CTAGAGAATAGGAACTTCTT AGG
GACTGCAGCCAATATGGGAT CGG
GTGCAATCCATCTTGTTCAA TGG

IssDNA donor sequence template (5’-3’, NOTE donor delivered to embryo will be reverse
complement (Codner et al., 2018: Figure 1)):
LOCUS MOE_5LoxFix_dono 300 bp DNA linear  22-JUN-2022
FEATURES Location/Qualifiers
misc_binding 82..115
/note="FRT site"
protein_bind 139..172
/note="LoxP site"
misc_feature 173..178
/note="Nrul RE site"
variation 70..71
/note="PAMs CC>tt in donor"



misc_feature 1..69
/note="5" homology arm"
misc_feature 152..159
/note="Lox core FIXED (to match downstream LoxP)"
misc_feature 1..300
/note="donor sequence"
variation 77..78
/note="CCC>tg to delete PAMs"
variation 196..198
/dnas_title="TCG > agt in donor"
/note="Ser: TC*, AGT, AGC"
/note="TCG > agt in donor"
variation 199..201
/dnas_title="GCC > GCa in donor"
/note="Ala: GC*"
/note=""
misc_feature 205..300
/note="3" homology arm"
PCR_primer complement(281..300)
/note="MOE_5LoxFix_RNA"
CDS 190..300
/note="NeoR"
source 1..300
/dnas_title="MOE_5LoxFix_donor_1 IssDNA"
ORIGIN
1 CCTACAGCTC CTGGGCAACG TGCTGGTTAT TGTGCTGTCT CATCATTTTG GCAAAGAATT
61 GATTTGATAt tGCGGGtgTA AGAAGTTCCT ATTCTCTAGA AAGTATAGGA ACTTCGTCGA
121 CATTTAAATC ATTTAAATAT AACTTCGTAT AGCATACATT ATACGAAGTT ATTCGCGACT
181 GCAGCCAATA TGGGAagtGC aATTGAACAA GATGGATTGC ACGCAGGTTC
TCCGGCCGCT
241 TGGGTGGAGA GGCTATTCGG CTATGACTGG GCACAACAGA CAATCGGCTG
CTCTGATGCC

//

Electroporation mixes:

Cas9 protein, sgRNAs and ssODNs were diluted and mixed in Electroporation buffer (EB;
Gibco Opti-MEM | Reduced Serum Media — (Thermo Fisher Scientific)) to the working
concentrations of 650 ng/ul, 130 ng/ul each and 400 ng/ul, respectively. Embryos were
electroporated using the following conditions: 30 V, 3 ms pulse length, 100 ms pulse
interval, 12 pulses. Electroporated embryos were re-implanted in CD1 pseudo-pregnant
females. Host females were allowed to litter and rear Fo progeny.



Sequence details

hMAPT-AO0S5 (line to be corrected)
GCAGCGGAGGAGCGCTTCCGGCCGACGTCTCGTCGCTGATTGGCTTCTTTTCCTCCCGCCGTGTGTG
AAAACACAAATGGCGTGTTTTGGTTGGCGTAAGGCGCCTGTCAGTTAACGGCAGCCGGAGTGCGCA
GCCGCCGGCAGCCTCGCTCTGCCCACTGGGTGGGGCGGGAGGTAGGTGGGGTGAGGCGAGCTGG
ACGTGCGGGCGCGGTCGGCCTCTGGCGGGGLCGGGGGAGGGGAGGGAGGGTCAGCGAAAGTAGC
TCGCGCGCGAGCGGCCGCCCACCCTCCCCTTCCTCTGGGGGAGTCGTTTTACCCGCCGLCLGGLLGGa
CCTCGTCGTCTGATTGGCTCTCGGGGCCCAGAAAACTGGCCCTTGCCATTGGCTCGTGTTCGTGCAA
GTTGAGTCCATCCGCCGGCCAGCGGGGGCGGCGAGGAGGCGCLCTCCCAGGTTCCGGCLLCTCCCCTCG
GCCCCGCGCCGCAGAGTCTGGCCGCGCGCCCCTGCGCAACGTGGCAGGAAGLCGLCGELGLCTGGEAEAEEL
GGGGACGGGCAGTAGGGCTGAGCGGCTGCGGGGCGGGTGCAAGCACGTTTCCGACTTGAGTTGCC
TCAAGAGGGGCGTGCTGAGCCAGACCTCCATCGCGCACTCCGGGGAGTGGAGGGAAGGAGCGAG
GGCTCAGTTGGGCTGTTTTGGAGGCAGGAAGCACTTGCTCTCCCAAAGTCGCTCTGAGTTGTTATCA
GTAAGGGAGCTGCAGTGGAGTAGGCGGGGAGAAGGCCGCACCCTTCTCCGGAGGGGGGAGGGGA
GTGTTGCAATACCTTTCTGGGAGTTCTCTGCTGCCTCCTGGCTTCTGAGGACCGCCCTGGGCLCTGGG
AGAATCCCTTCCCCCTCTTCCCTCGTGATCTGCAACTCCAGTCTTTCTAGCCCGGGCCGGGCTGCAGA
TCTGTAGGGCGCAGTAGTCCAGGGTTTCCTTGATGATGTCATACTTATCCTGTCCCTTTTTTTTCCACA
GCTCGCGGTTGAGGACAAACTCTTCGCGGTCTTTCCAGTGGGGATCGACGGTATCGATAAGCTGGC
CGCTCTAGTGGCCGTACGGGCCCACCTGCCGGGCCACTTAATCGGGAAGTTCCTATTCTCTAGAAAG
TATAGGAACTTCCCTTAATTAACCGTTTAAACAATTCTGCAGGAATCTAGTTATTAATAGTAATCAATT
ACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGC
CTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCC
AATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACAT
CAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATT
ATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATT
ACCATGGTCGAGGTGAGCCCCACGTTCTGCTTCACTCTCCCCATCTCCCCCCCCTCCCCACCCCCAATT
TTGTATTTATTTATTTTTTAATTATTTTGTGCAGCGATGGGGGCGGGGGGGGGGGGGGGGCGLGLCG
CCGGGLCGGGGLGGGGCGEGGEGLCGAGGGGELGGGGLEGGEGCGAGGLCGGAGAGGTGCGGLGGCAGC
CAATCAGAGCGGCGCGCTCCGAAAGTTTCCTTTTATGGCGAGGCGGCGGCGGCGGCGGCCCTATAA
AAAGCGAAGCGCGCGGCGGGCGGGAGTCGCTGCGCGCTGCCTTCGLLCCCETGELLLLGLTCCGLCGC
CGCCTCGCGCCGCCCGCCCCGGCTCTGACTGACCGCGTTACTCCCACAGGTGAGCGGGLCGGGACGG
CCCTTCTCCTCCGGGCTGTAATTAGCGCTTGGTTTAATGACGGCTTGTTTCTTTTCTGTGGCTGCGTG
AAAGCCTTGAGGGGCTCCGGGAGGGCCCTTTGTGCGGGGGGAGCGGCTCGGGGGGTGCGTGCGT
GTGTGTGTGCGTGGGGAGCGCCGCGTGCGGCTCCGCGLCTGCCCGGLCGGLCTAGTGAGCGLCTGLGGGL
GCGGCGCGGGGCTTTGTGCGCTCCGCAGTGTGCGCGAGGGGAGCGCGGLLGGGAEGELGETGLCCC
GCGGTGCGGGGGGGGCTGCGAGGGGAACAAAGGCTGCGTGCGGGGTGTGTGCGTGGGGGGGETG
AGCAGGGGGTGTGGGCGCGTCGGTCGGGCTGCAACCCCCCCTGCACCCCCCTCCCCGAGTTGCTGA
GCACGGCCCGGCTTCGGGTGCGGGGCTCCGTACGGGGLCGTGGLCGLCGGGGELTCGLCCGTGCCGGGLa
GGGGGTGGCGGCAGGTGGGGGETGCCGGGLGGGGLGGGGLLGLCLTCGGGLCCGGGGAGGGCTCGG
GGGAGGGGCGCGGCGGECCCCCGGAGLCGCCGGLEGGLTATCGAGGCGCGGCGAGCCGCAGCCATTG
CCTTTTATGGTAATCGTGCGAGAGGGCGCAGGGACTTCCTTTGTCCCAAATCTGTGCGGAGCCGAAA



TCTGGGAGGCGCCGCCGCACCCCCTCTAGCGGGLCGCGGGGCGAAGLCGGTGCGGCGLCCGGCAGGA
AGGAAATGGGCGGGGAGGGCCTTCGTGCGTCGCCGCGCCGCCGTCCCCTTCTCCCTCTCCAGCCTCG
GGGCTGTCCGCGGGGGGACGGCTGCCTTCGGGGGGGACGGGGCAGGGCGGGGETTCGGCTTCTGG
CGTGTGACCGGCGGCTCTAGAGCCTCTGCTAACCATGTTCATGCCTTCTTCTTTTTCCTACAGCTCCTG
GGCAACGTGCTGGTTATTGTGCTGTCTCATCATTTTGGCAAAGAATTGATTTGATACCGCGGGCCCT
AAGAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCGTCGACATTTAAATCATTTAAATATAACTTCG
TATAATGTATGCTATACGAAGTTATTCGCGACTGCAGCCAATATGGGATCGGCCATTGAACAAGATG
GATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGA
CAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAA
GACCGACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGGLCTATCGTGGCTGGCCAC
GACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATT
GGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATG
GCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAAC
ATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAG
AGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCLGAG
GATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTG
GATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTG
ATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCC
CGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGA

hMAPT-A05-MOE4-EM3-129 & hMAPT-A05-MOE4-EM4-129 (see also Genbank including
features of allele in its entirety)
GCAGCGGAGGAGCGCTTCCGGCCGACGTCTCGTCGCTGATTGGCTTCTTTTCCTCCCGCCGTGTGTG
AAAACACAAATGGCGTGTTTTGGTTGGCGTAAGGCGCCTGTCAGTTAACGGCAGCCGGAGTGCGCA
GCCGCCGGCAGCCTCGCTCTGCCCACTGGGTGGGGCGGGAGGTAGGTGGGGTGAGGCGAGCTGG
ACGTGCGGGCGCGGTCGGCCTCTGGCGGGGLCGGGGGAGGGGAGGGAGGGTCAGCGAAAGTAGC
TCGCGCGCGAGCGGCCGCCCACCCTCCCCTTCCTCTGGGGGAGTCGTTTTACCCGCCGLCLGGLLGGa
CCTCGTCGTCTGATTGGCTCTCGGGGCCCAGAAAACTGGCCCTTGCCATTGGCTCGTGTTCGTGCAA
GTTGAGTCCATCCGCCGGCCAGCGGGGGCGGCGAGGAGGCGCLCTCCCAGGTTCCGGCLLCTCCCCTCG
GCCCCGCGCCGCAGAGTCTGGCCGCGCGLCCCCTGCGCAACGTGGCAGGAAGLCGLCGELGLCTGGEAEAGEEL
GGGGACGGGCAGTAGGGCTGAGCGGCTGCGGGGCGGGTGCAAGCACGTTTCCGACTTGAGTTGCC
TCAAGAGGGGCGTGCTGAGCCAGACCTCCATCGCGCACTCCGGGGAGTGGAGGGAAGGAGCGAG
GGCTCAGTTGGGCTGTTTTGGAGGCAGGAAGCACTTGCTCTCCCAAAGTCGCTCTGAGTTGTTATCA
GTAAGGGAGCTGCAGTGGAGTAGGCGGGGAGAAGGCCGCACCCTTCTCCGGAGGGGGGAGGGGA
GTGTTGCAATACCTTTCTGGGAGTTCTCTGCTGCCTCCTGGCTTCTGAGGACCGCCCTGGGCLCTGGG
AGAATCCCTTCCCCCTCTTCCCTCGTGATCTGCAACTCCAGTCTTTCTAGCCCGGGCCGGGCTGCAGA
TCTGTAGGGCGCAGTAGTCCAGGGTTTCCTTGATGATGTCATACTTATCCTGTCCCTTTTTTTTCCACA
GCTCGCGGTTGAGGACAAACTCTTCGCGGTCTTTCCAGTGGGGATCGACGGTATCGATAAGCTGGC
CGCTCTAGTGGCCGTACGGGCCCACCTGCCGGGCCACTTAATCGGGAAGTTCCTATTCTCTAGAAAG
TATAGGAACTTCCCTTAATTAACCGTTTAAACAATTCTGCAGGAATCTAGTTATTAATAGTAATCAATT
ACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGC



CTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCC
AATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACAT
CAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATT
ATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATT
ACCATGGTCGAGGTGAGCCCCACGTTCTGCTTCACTCTCCCCATCTCCCCCCCCTCCCCACCCCCAATT
TTGTATTTATTTATTTTTTAATTATTTTGTGCAGCGATGGGGGCGGGGGGGGGGGGGGGGLGLCGLG
CCGGGCGGGGLCGGGEGLEGGEGEGLCGAGGGGLEGEGEGLEEGEGEGLCAGGLCGGAGAGGTGLCGGLCGGCAGC
CAATCAGAGCGGCGCGCTCCGAAAGTTTCCTTTTATGGCGAGGCGGCGGCGGCGGCGGCCCTATAA
AAAGCGAAGCGCGCGGCGGGCGGGAGTCGCTGCGCGLCTGCCTTCGLCCCCGTGLLCLCGLTCLGLLGC
CGCCTCGCGCCGCCCGCCCCGGCTCTGACTGACCGCGTTACTCCCACAGGTGAGCGGGLCGGGALCGEG
CCCTTCTCCTCCGGGCTGTAATTAGCGCTTGGTTTAATGACGGCTTGTTTCTTTTCTGTGGCTGCGTG
AAAGCCTTGAGGGGCTCCGGGAGGGCCCTTTGTGCGGGGGGAGCGGCTCGGGGGGTGCGTGCGT
GTGTGTGTGCGTGGGGAGCGCCGCGTGCGGCTCCGCGCTGCCCGGCGGLCTGTGAGCGLTGLGGGL
GCGGCGCGGGGLCTTTGTGCGCTCCGCAGTGTGCGCGAGGGGAGLCGLCGGLCLGGGGGRLGGTGLLCC
GCGGTGCGGGGGGGGCTGCGAGGGGAACAAAGGCTGCGTGCGGGGTGTGTGCGTGGGGGGGETG
AGCAGGGGGTGTGGGCGCGTCGGTCGGGCTGCAACCCCCCCTGCACCCCCCTCCCCGAGTTGCTGA
GCACGGCCCGGCTTCGGGTGCGGGGCTCCGTACGGGGCGTGGCGCGGGGLTCGCLCGTGLCCGGRLG
GGGGGTGGCGGCAGGTGGGGGTGLCGGGCGGGGCGGGGCLGCLTCGGGLCCGGGGAGGGLTCGG
GGGAGGGGCGCGGCGGCCCCCGGAGLCGLCLCGGLGGLTGTCGAGGCGCGGCGAGCCGCAGCCATTG
CCTTTTATGGTAATCGTGCGAGAGGGCGCAGGGACTTCCTTTGTCCCAAATCTGTGCGGAGCCGAAA
TCTGGGAGGCGCCGCCGCACCCCCTCTAGCGGGCGCGGGGLCGAAGLCGGTGCGGCGLCCGGCAGGA
AGGAAATGGGCGGGGAGGGCCTTCGTGCGTCGCCGCGCCGCCGTCCCCTTCTCCCTCTCCAGCCTCG
GGGCTGTCCGCGGGGGGACGGCTGCCTTCGGGGGGGACGGGGCAGGGCGGGGETTCGGCTTCTGG
CGTGTGACCGGCGGCTCTAGAGCCTCTGCTAACCATGTTCATGCCTTCTTCTTTTTCCTACAGCTCCTG
GGCAACGTGCTGGTTATTGTGCTGTCTCATCATTTTGGCAAAGAATTGATTTGATACCGCGGGEgTAA
GAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCGTCGACATTTAAATCATTTAAATATAACTTCGTA
TAgcaTAcatTATACGAAGTTATTCGCGACTGCAGCCAATATGGGAagtGCaATTGAACAAGATGGATT
GCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAAT
CGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGACC
GACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGAC
GGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGG
CGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCT
GATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATC
GCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAG
CATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGA
TCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGA
TTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGAT
ATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCG
ATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGA



Please note hMAPT-A05-MOE4-EM3-129 and hMAPT-A05-MOE4-EM4-129 have the same
allele sequence but were derived from different founders.

hMAPT-A05-MOE4-EM3-129 & hMAPT-A05-MOE4-EM4-129 full allele sequence at Rosa26
LOCUS Rosa26 12865 bp DNA linear 23-JUN-2022
FEATURES Location/Qualifiers
misc_feature 424..566
/note="Rosa 26 Exon 1 ENSMUSE00000815063%09"
misc_feature 1..423
/note="5' UTR"
PCR_primer  459..478
/note="AiME_5'integr_F1"
PCR_primer  491..507
/note="AiME_5'integr_F2"
PCR_primer  544.563
/note="Ai2_PW_Rosa26_1F"
misc_feature 567..700
/note="Rosa 26 Intron 1-2"
misc_feature 4821..4854
/note="LoxP"
misc_feature 4553..4777
/note="bGH poly(A)-signal"
misc_feature 6361..6949
/note="WPRE"
PCR_primer  6738..6758
/note="AiME_3'integr_F1"
PCR_primer  6751..6774
/note="AiME_3'integr_F2"
misc_feature 6965..6996
/note="RoxP"
misc_feature 6997..7002
/note="BstBI"
misc_feature 7008..7215
/note="bGH poly(A) signal"
misc_feature 7218..7225
/note="Ascl"
misc_feature 7228..11568
/note="3'HA Rosa26 in AiIME (from Ai9)"
PCR_primer  6993..7014
/note="AiME_3'integr_F5"
/note=""
PCR_primer  9028..9049
/note="AiME_3'integr_F3"
PCR_primer  9073..9095
/note="AiME_3'integr_F4"
PCR_primer complement(9464..9483)
/note="AiME_3'integr_R3"
PCR_primer complement(9298..9317)
/note="AiME_3'integr_R4"



misc_feature 11569..11827
/note="Rosa 26 Intron 1-2"
PCR_primer  complement(11755..11778)
/note="AiME_3'integr_R2"
PCR_primer complement(11581..11602)
/note="AiME_3'integr_R5"
/note=""
misc_feature 11828..12865
/note="Rosa 26 Exon2 %09ENSMUSE00000801245%09"
PCR_primer  complement(11885..11905)
/note="AiME_3'integr_R1"
PCR_primer  4855..4875
/note="LoxPF"
misc_feature 4884..4889
/note="Mfel"
misc_feature 4918..4926
/note="Kozak"
misc_feature 4924..6249
/note="protein coding sequence of human MAPT-205"
misc_feature 4924..5056
/note="Exon 2: ENSE00003549966 (only protein coding
coding sequence)"
misc_feature 5057..5143
/note="Exon 3: ENSE00003598892"
misc_feature 5144..5230
/note="Exon 4: ENSE00002331131"
misc_feature 5231..5296
/note="Exon 5: ENSE00003658894"
misc_feature 5297..5352
/note="Exon 6: ENSE00003611335"
misc_feature 5353..5479
/note="Exon 7: ENSE00003682122"
misc_feature 5210..5229
/note="Ai_Mt_centre_UPL64_Fwd"
misc_feature 5294..5314
/note="Ai_Mt_Centre_UPL64_Rev"
misc_feature 5214..5232
/note="AiIME_MAPT-205_MUT1_Fwd"
misc_feature 5292..5310
/note="AiIME_MAPT-205_MUT1_Rev"
misc_feature 5262..5284
/note="AiIME_MAPT-205_MUT1_Probe"
misc_feature 5480..5745
/note="Exon 8: ENSE00003634058"
misc_feature 5746..5838
/note="Exon 9: ENSE00002409189"
misc_feature 5839..5920
/note="Exon 10: ENSE00002405491"
misc_feature 5921..6033



/note="Exon 11: ENSE00003570976"
misc_feature 6277..6284

/note="Fsel"
misc_feature 6289..6320

/note="RoxP"
PCR_primer complement(6321..6340)

/note="LoxPR"
misc_feature 6034..6249

/note="Exon 12: ENSE00001291240 (exclusive 3'UTR)"
misc_feature 701..1601

/note="MOE KI 5' homology arm Rosa 26"
intron 701..1601

/note="Rosa26 intron 1-2"
misc_feature 1602..1609

/note="Srfl RE site"
Site 1625..1728

/note="Splice acceptor site"
misc_signal  1681..1700

/note="splice acceptor 100% confidence NetGene2 10/10"
misc_binding 1801..1834

/note="FRT site"
misc_feature 1837..1844

/note="Pacl RE site"
enhancer 1930..2233

/note="CMV enhancer"
misc_structure 1814..1821

/note="FRT core"
promoter 2235..2360

/note="B-actin promoter"
intron 2513..3529

/note="chimeric intron"
misc_binding 3604..3637

/note="FRT site"
misc_feature 3695..3700

/note="Nrul RE site"
misc_feature 3523..3591

/note="5" homology arm"
PCR_primer  3245..3264

/note="Geno_MOE_5LoxFix_F1"
PCR_primer  3211..3230

/note="Geno_MOE_5LoxFix_F2"
PCR_primer  3210..3230

/note="MOE_5LF-specific_F1"
misc_signal  3520..3539

/note="splice acceptor 97% confidence NetGene2 10/10"
misc_feature 3584..3598

/note="hMAPT-MOE-5'-PRE-MUT1"
misc_feature 3695..3708

/note="hMAPT-MOE-5'-PRE-MUT1"



protein_bind 3661..3694
/note="LoxP site"

misc_feature 3674..3681
/note="Lox core FIXED (to match downstream LoxP)"

misc_feature 3599..3600
/dnas_title="PAMs to modify in donor"
/note="CCC>tg"

PCR_primer  3587..3608
/dnas_title="MOE_5LF-postfix_F3"

/note=""

CDS 3712..4515
/note="NeoR"

variation 3721..3723
/dnas_title="GCC > GCa in donor"
/note="Ala: GC*"

/note="GCC > GCa in donor"

misc_feature 3727..3822
/note="3" homology arm"

PCR_primer complement(4119..4138)
/note="Geno_MOE_5LoxFix_R1"

PCR_primer complement(4192..4211)
/note="Geno_MOE_5LoxFix_R2"

PCR_primer  complement(3803..3822)
/note="MOE_5LoxFix_RNA"

misc_feature complement(3709..3721)
/note="hMAPT-MOE-5'-PRE-MUT1"

misc_feature 3718..3720
/dnas_title="TCG > agt in donor"
/note=""

PCR_primer  complement(4091..4110)
/dnas_title="MOE_5LF-postfix_R3"
/note=""

PCR_primer complement(3713..3734)
/dnas_title="MOE_5Lox-postfix_R2"
/note=""

PCR_primer complement(3716..3737)
/dnas_title="MOE_5Lox-postfix_R1"
/note=""

misc_feature 3583..3600
/note="hMAPT-MOE-5POST-MUT1_F"

misc_feature complement(3688..3706)
/note="hMAPT-MOE-5POST-MUT1_R"

misc_feature 3615..3644
/note="hMAPT-MOE-5POST-MUT1_P"

misc_feature 3684..3708
/note="hMAPT-MOE-5PRE-MUT1_P"

source 1..12865
/dnas_title="Rosa26 with MOE4 5LoxFix hMAPT allele in
mouse"



ORIGIN

1 CCCAACGCGG CGCCACGGCG TTTCCTGGCC GGGAATGGCC CGTACCCGTG AGGTGGGGGT

61 GGGGGGCAGA AAAGGCGGAG CGAGCCCGAG GCGGGGAGGG GGAGGGCCAG GGGCGGAGGG
121 GGCCGGCACT ACTGTGTTGG CGGACTGGCG GGACTAGGGC TGCGTGAGTC TCTGAGCGCA
181 GGCGGGCGGC GGCCGCCCCT CCCCCGGLGG CGGCAGCGGL GGCAGCGGLG GCAGCTCACT
241 CAGCCCGCTG CCCGAGCGGA AACGCCACTG ACCGCACGGG GATTCCCAGT GCCGGCGCCA
301 GGGGCACGCG GGACACGCCC CCTCCCGCCG CGCCATTGGC CTCTCCGCCC ACCGCCCCAC
361 ACTTATTGGC CGGTGCGCCG CCAATCAGCG GAGGCTGCCG GGGCCGCCTA AAGAAGAGGC
421 TGTGCTTTGG GGCTCCGGCT CCTCAGAGAG CCTCGGCTAG GTAGGGGATC GGGACTCTGG
481 CGGGAGGGCG GCTTGGTGCG TTTGCGGGGA TGGGCGGCCG CGGCAGGCCC TCCGAGCGTG
541 GTGGAGCCGT TCTGTGAGAC AGCCGGGTAC GAGTCGTGAC GCTGGAAGGG GCAAGCGGGT
601 GGTGGGCAGG AATGCGGTCC GCCCTGCAGC AACCGGAGGG GGAGGGAGAA GGGAGCGGAA
661 AAGTCTCCAC CGGACGCGGC CATGGCTCGG GGGGGGGGGG GCAGCGGAGG AGCGCTTCCG
721 GCCGACGTCT CGTCGCTGAT TGGCTTCTTT TCCTCCCGCC GTGTGTGAAA ACACAAATGG
781 CGTGTTTTGG TTGGCGTAAG GCGCCTGTCA GTTAACGGCA GCCGGAGTGC GCAGCCGCCG
841 GCAGCCTCGC TCTGCCCACT GGGTGGGGCG GGAGGTAGGT GGGGTGAGGC GAGCTGGACG
901 TGCGGGCGCG GTCGGCCTCT GGCGGGGCGG GGGAGGGGAG GGAGGGTCAG CGAAAGTAGC
961 TCGCGCGCGA GCGGCCGCCC ACCCTCCCCT TCCTCTGGGG GAGTCGTTTT ACCCGCCGCC
1021 GGCCGGGCCT CGTCGTCTGA TTGGCTCTCG GGGCCCAGAA AACTGGCCCT TGCCATTGGC
1081 TCGTGTTCGT GCAAGTTGAG TCCATCCGCC GGCCAGCGGG GGCGGCGAGG AGGCGCTCCC
1141 AGGTTCCGGC CCTCCCCTCG GCCCCGCGCC GCAGAGTCTG GCCGCGCGCC CCTGCGCAAC
1201 GTGGCAGGAA GCGCGCGCTG GGGGCGGGGA CGGGCAGTAG GGCTGAGCGG CTGCGGGGCG
1261 GGTGCAAGCA CGTTTCCGAC TTGAGTTGCC TCAAGAGGGG CGTGCTGAGC CAGACCTCCA
1321 TCGCGCACTC CGGGGAGTGG AGGGAAGGAG CGAGGGCTCA GTTGGGCTGT TTTGGAGGCA
1381 GGAAGCACTT GCTCTCCCAA AGTCGCTCTG AGTTGTTATC AGTAAGGGAG CTGCAGTGGA
1441 GTAGGCGGGG AGAAGGCCGC ACCCTTCTCC GGAGGGGGGA GGGGAGTGTT GCAATACCTT
1501 TCTGGGAGTT CTCTGCTGCC TCCTGGCTTC TGAGGACCGC CCTGGGCCTG GGAGAATCCC
1561 TTCCCCCTCT TCCCTCGTGA TCTGCAACTC CAGTCTTTCT AGCCCGGGCC GGGCTGCAGA
1621 TCTGTAGGGC GCAGTAGTCC AGGGTTTCCT TGATGATGTC ATACTTATCC TGTCCCTTTT
1681 TTTTCCACAG CTCGCGGTTG AGGACAAACT CTTCGCGGTC TTTCCAGTGG GGATCGACGG
1741 TATCGATAAG CTGGCCGCTC TAGTGGCCGT ACGGGCCCAC CTGCCGGGCC ACTTAATCGG
1801 GAAGTTCCTA TTCTCTAGAA AGTATAGGAA CTTCCCTTAA TTAACCGTTT AAACAATTCT
1861 GCAGGAATCT AGTTATTAAT AGTAATCAAT TACGGGGTCA TTAGTTCATA GCCCATATAT
1921 GGAGTTCCGC GTTACATAAC TTACGGTAAA TGGCCCGCCT GGCTGACCGC CCAACGACCC
1981 CCGCCCATTG ACGTCAATAA TGACGTATGT TCCCATAGTA ACGCCAATAG GGACTTTCCA
2041 TTGACGTCAA TGGGTGGAGT ATTTACGGTA AACTGCCCAC TTGGCAGTAC ATCAAGTGTA
2101 TCATATGCCA AGTACGCCCC CTATTGACGT CAATGACGGT AAATGGCCCG CCTGGCATTA
2161 TGCCCAGTAC ATGACCTTAT GGGACTTTCC TACTTGGCAG TACATCTACG TATTAGTCAT
2221 CGCTATTACC ATGGTCGAGG TGAGCCCCAC GTTCTGCTTC ACTCTCCCCA TCTCCCCCCC
2281 CTCCCCACCC CCAATTTTGT ATTTATTTAT TTTTTAATTA TTTTGTGCAG CGATGGGGGC
2341 GGGGGGGGGG GGGGGGLCGCG CGLCCGGGLGG GGLCGGGGLGGE GGCGAGGGGL GGGGLGGGGL
2401 GAGGCGGAGA GGTGCGGCGG CAGCCAATCA GAGCGGCGCG CTCCGAAAGT TTCCTTTTAT
2461 GGCGAGGCGG CGGCGGCGGC GGCCCTATAA AAAGCGAAGC GCGCGGCGGG CGGGAGTCGC
2521 TGCGCGCTGC CTTCGCCCCG TGCCCCGLTC CGCCGCCGCC TCGLCGLLGLL CGLCCeaaLT
2581 CTGACTGACC GCGTTACTCC CACAGGTGAG CGGGCGGGAC GGCCCTTCTC CTCCGGGCTG
2641 TAATTAGCGC TTGGTTTAAT GACGGCTTGT TTCTTTTCTG TGGCTGCGTG AAAGCCTTGA
2701 GGGGCTCCGG GAGGGCCCTT TGTGCGGGGG GAGCGGCTCG GGGGGTGCGT GCGTGTGTGT
2761 GTGCGTGGGG AGCGCCGCGT GCGGCTCCGC GCTGCCCGGC GGCTGTGAGC GCTGCGGGCG
2821 CGGCGCGGGG CTTTGTGCGC TCCGCAGTGT GCGCGAGGGG AGCGCGGCCG GGGGCGGTGC




2881 CCCGCGGTGC GGGGGGGGCT GCGAGGGGAA CAAAGGCTGC GTGCGGGGTG TGTGCGTGGG
2941 GGGGTGAGCA GGGGGTGTGG GCGCGTCGGT CGGGCTGCAA CCCCCCCTGC ACCCCCCTCC
3001 CCGAGTTGCT GAGCACGGCC CGGCTTCGGG TGCGGGGCTC CGTACGGGGC GTGGCGCGGG
3061 GCTCGCCGTG CCGGGCGGGG GGTGGCGGCA GGTGGGGGTG CCGGGLCGGGG CGGGGCCGLC
3121 TCGGGCCGGG GAGGGCTCGG GGGAGGGGCG CGGCGGCLCCC CGGAGCGLCG GCGGCTGTCG
3181 AGGCGCGGCG AGCCGCAGCC ATTGCCTTTT ATGGTAATCG TGCGAGAGGG CGCAGGGACT
3241 TCCTTTGTCC CAAATCTGTG CGGAGCCGAA ATCTGGGAGG CGCCGCCGCA CCCCCTCTAG
3301 CGGGCGCGGG GCGAAGCGGT GCGGCGCCGG CAGGAAGGAA ATGGGCGGGG AGGGCCTTCG
3361 TGCGTCGCCG CGCCGCCGTC CCCTTCTCCC TCTCCAGCCT CGGGGCTGTC CGCGGGGGGA
3421 CGGCTGCCTT CGGGGGGGAC GGGGCAGGGC GGGGTTCGGC TTCTGGCGTG TGACCGGCGG
3481 CTCTAGAGCC TCTGCTAACC ATGTTCATGC CTTCTTCTTT TTCCTACAGC TCCTGGGCAA

3541 CGTGCTGGTT ATTGTGCTGT CTCATCATTT TGGCAAAGAA TTGATTTGAT ACCGCGGGtg
3601 TAAGAAGTTC CTATTCTCTA GAAAGTATAG GAACTTCGTC GACATTTAAA TCATTTAAAT
3661 ATAACTTCGT ATAgcaTAca tTATACGAAG TTATTCGCGA CTGCAGCCAA TATGGGAagt

3721 GCaATTGAAC AAGATGGATT GCACGCAGGT TCTCCGGCCG CTTGGGTGGA GAGGCTATTC
3781 GGCTATGACT GGGCACAACA GACAATCGGC TGCTCTGATG CCGCCGTGTT CCGGCTGTCA
3841 GCGCAGGGGC GCCCGGTTCT TTTTGTCAAG ACCGACCTGT CCGGTGCCCT GAATGAACTG
3901 CAGGACGAGG CAGCGCGGCT ATCGTGGCTG GCCACGACGG GCGTTCCTTG CGCAGCTGTG
3961 CTCGACGTTG TCACTGAAGC GGGAAGGGAC TGGCTGCTAT TGGGCGAAGT GCCGGGGCAG
4021 GATCTCCTGT CATCTCACCT TGCTCCTGCC GAGAAAGTAT CCATCATGGC TGATGCAATG
4081 CGGCGGCTGC ATACGCTTGA TCCGGCTACC TGCCCATTCG ACCACCAAGC GAAACATCGC
4141 ATCGAGCGAG CACGTACTCG GATGGAAGCC GGTCTTGTCG ATCAGGATGA TCTGGACGAA
4201 GAGCATCAGG GGCTCGCGCC AGCCGAACTG TTCGCCAGGC TCAAGGCGCG CATGCCCGAC
4261 GGCGAGGATC TCGTCGTGAC CCATGGCGAT GCCTGCTTGC CGAATATCAT GGTGGAAAAT
4321 GGCCGCTTTT CTGGATTCAT CGACTGTGGC CGGCTGGGTG TGGCGGACCG CTATCAGGAC
4381 ATAGCGTTGG CTACCCGTGA TATTGCTGAA GAGCTTGGCG GCGAATGGGC TGACCGCTTC
4441 CTCGTGCTTT ACGGTATCGC CGCTCCCGAT TCGCAGCGCA TCGCCTTCTATCGCCTTCTT

4501 GACGAGTTCT TCTGAGGGGA TCAATTCTCT AGAGCTCGCT GATCAGCCTC GACTGTGCCT
4561 TCTAGTTGCC AGCCATCTGT TGTTTGCCCC TCCCCCGTGC CTTCCTTGAC CCTGGAAGGT
4621 GCCACTCCCA CTGTCCTTTC CTAATAAAAT GAGGAAATTG CATCGCATTG TCTGAGTAGG
4681 TGTCATTCTA TTCTGGGGGG TGGGGTGGGG CAGGACAGCA AGGGGGAGGA TTGGGAAGAC
4741 AATAGCAGGC ATGCTGGGGA TGCGGTGGGC TCTATGGCTT CTGAGGCGGA AAGAACCAGC
4801 TGGGGCTCGA AAACATGCAT ATAACTTCGT ATAGCATACA TTATACGAAG TTATATCCGG
4861 GGGTACCGCG TCGAGGCTAG ATCCAATTGT TGTACGCGTT AAGTGCAACA CGATCCCGCC
4921 ACCATGGCTG AGCCCCGCCA GGAGTTCGAA GTGATGGAAG ATCACGCTGG GACGTACGGG
4981 TTGGGGGACA GGAAAGATCA GGGGGGCTAC ACCATGCACC AAGACCAAGA GGGTGACACG
5041 GACGCTGGCC TGAAAGAATC TCCCCTGCAG ACCCCCACTG AGGACGGATC TGAGGAACCG
5101 GGCTCTGAAA CCTCTGATGC TAAGAGCACT CCAACAGCGG AAGATGTGAC AGCACCCTTA
5161 GTGGATGAGG GAGCTCCCGG CAAGCAGGCT GCCGCGCAGC CCCACACGGA GATCCCAGAA
5221 GGAACCACAG CTGAAGAAGC AGGCATTGGA GACACCCCCA GCCTGGAAGA CGAAGCTGCT
5281 GGTCACGTGA CCCAAGCTCG CATGGTCAGT AAAAGCAAAG ACGGGACTGG AAGCGATGAC
5341 AAAAAAGCCA AGGGGGCTGA TGGTAAAACG AAGATCGCCA CACCGCGGGG AGCAGCCCCT
5401 CCAGGCCAGA AGGGCCAGGC CAACGCCACC AGGATTCCAG CAAAAACCCC GCCCGCTCCA
5461 AAGACACCAC CCAGCTCTGG TGAACCTCCA AAATCAGGGG ATCGCAGCGG CTACAGCAGC
5521 CCCGGCTCCC CAGGCACTCC CGGCAGCCGC TCCCGCACCC CGTCCCTTCC AACCCCACCC
5581 ACCCGGGAGC CCAAGAAGGT GGCAGTGGTC CGTACTCCAC CCAAGTCGCC GTCTTCCGCC
5641 AAGAGCCGCC TGCAGACAGC CCCCGTGCCC ATGCCAGACC TGAAGAATGT CAAGTCCAAG
5701 ATCGGCTCCA CTGAGAACCT GAAGCACCAG CCGGGAGGCG GGAAGGTGCA GATAATTAAT
5761 AAGAAGCTGG ATCTTAGCAA CGTCCAGTCC AAGTGTGGCT CAAAGGATAA TATCAAACAC



5821 GTCCCGGGAG GCGGCAGTGT GCAAATAGTC TACAAACCAG TTGACCTGAG CAAGGTGACC
5881 TCCAAGTGTG GCTCATTAGG CAACATCCAT CATAAACCAG GAGGTGGCCA GGTGGAAGTA
5941 AAATCTGAGA AGCTTGACTT CAAGGACAGA GTCCAGTCGA AGATTGGGTC CCTGGACAAT
6001 ATCACCCACG TCCCTGGCGG AGGAAATAAA AAGATTGAAA CCCACAAGCT GACCTTCCGC
6061 GAGAACGCCA AAGCCAAGAC AGACCACGGG GCGGAGATCG TGTACAAGTC GCCAGTGGTG
6121 TCTGGGGACA CGTCTCCACG GCATCTCAGC AATGTCTCCT CCACCGGCAG CATCGACATG
6181 GTAGACTCGC CCCAGCTCGC CACGCTAGCT GACGAGGTGT CTGCCTCCCT GGCCAAGCAG
6241 GGTTTGTGAG AATTGTGTTG CACTTAACGC GTACAAGGCC GGCCGAATTA ACTTTAAATA
6301 ATGCCAATTA TTTAAAGTTA GGTCTGAGCT CGCCATCAGT TCGATATCAA GCTTATCGAT
6361 AATCAACCTC TGGATTACAA AATTTGTGAA AGATTGACTG GTATTCTTAA CTATGTTGCT
6421 CCTTTTACGC TATGTGGATA CGCTGCTTTA ATGCCTTTGT ATCATGCTAT TGCTTCCCGT
6481 ATGGCTTTCATTTTCTCCTC CTTGTATAAA TCCTGGTTGC TGTCTCTTTA TGAGGAGTTG
6541 TGGCCCGTTG TCAGGCAACG TGGCGTGGTG TGCACTGTGT TTGCTGACGC AACCCCCACT
6601 GGTTGGGGCA TTGCCACCAC CTGTCAGCTC CTTTCCGGGA CTTTCGCTTT CCCCCTCCCT
6661 ATTGCCACGG CGGAACTCAT CGCCGCCTGC CTTGCCCGCT GCTGGACAGG GGCTCGGCTG
6721 TTGGGCACTG ACAATTCCGT GGTGTTGTCG GGGAAATCAT CGTCCTTTCC TTGGCTGCTC
6781 GCCTGTGTTG CCACCTGGAT TCTGCGCGGG ACGTCCTTCT GCTACGTCCC TTCGGCCCTC
6841 AATCCAGCGG ACCTTCCTTC CCGCGGCCTG CTGCCGGCTC TGCGGCCTCT TCCGCGTCTT
6901 CGCCTTCGCC CTCAGACGAG TCGGATCTCC CTTTGGGCCG CCTCCCCGCA TCGATACCGT
6961 CGACTAACTT TAAATAATGC CAATTATTTA AAGTTATTCG AACTCGACTG TGCCTTCTAG
7021 TTGCCAGCCATCTGTTGTTT GCCCCTCCCC CGTGCCTTCC TTGACCCTGG AAGGTGCCAC
7081 TCCCACTGTC CTTTCCTAAT AAAATGAGGA AATTGCATCG CATTGTCTGA GTAGGTGTCA
7141 TTCTATTCTG GGGGGTGGGG TGGGGCAGGA CAGCAAGGGG GAGGATTGGG AAGACAATGG
7201 CAGGCATGCT GGGGAGGGGC GCGCCGGCTA GAAGATGGGC GGGAGTCTTC TGGGCAGGCT
7261 TAAAGGCTAA CCTGGTGTGT GGGCGTTGTC CTGCAGGGGA ATTGAACAGG TGTAAAATTG
7321 GAGGGACAAG ACTTCCCACA GATTTTCGGT TTTGTCGGGA AGTTTTTTAA TAGGGGCAAA
7381 TAAGGAAAAT GGGAGGATAG GTAGTCATCT GGGGTTTTAT GCAGCAAAAC TACAGGTTAT
7441 TATTGCTTGT GATCCGCCTC GGAGTATTTT CCATCGAGGT AGATTAAAGA CATGCTCACC
7501 CGAGTTTTAT ACTCTCCTGC TTGAGATCCT TACTACAGTA TGAAATTACA GTGTCGCGAG
7561 TTAGACTATG TAAGCAGAAT TTTAATCATT TTTAAAGAGC CCAGTACTTC ATATCCATTT
7621 CTCCCGCTCC TTCTGCAGCC TTATCAAAAG GTATTTTAGA ACACTCATTT TAGCCCCATT
7681 TTCATTTATT ATACTGGCTT ATCCAACCCC TAGACAGAGC ATTGGCATTT TCCCTTTCCT
7741 GATCTTAGAA GTCTGATGAC TCATGAAACC AGACAGATTA GTTACATACA CCACAAATCG
7801 AGGCTGTAGC TGGGGCCTCA ACACTGCAGT TCTTTTATAA CTCCTTAGTA CACTTTTTGT
7861 TGATCCTTTG CCTTGATCCT TAATTTTCAG TGTCTATCAC CTCTCCCGTC AGGTGGTGTT
7921 CCACATTTGG GCCTATTCTC AGTCCAGGGA GTTTTACAAC AATAGATGTA TTGAGAATCC
7981 AACCTAAAGC TTAACTTTCC ACTCCCATGA ATGCCTCTCT CCTTTTTCTC CATTTATAAA
8041 CTGAGCTATT AACCATTAAT GGTTTCCAGG TGGATGTCTC CTCCCCCAAT ATTACCTGAT
8101 GTATCTTACA TATTGCCAGG CTGATATTTT AAGACATTAA AAGGTATATT TCATTATTGA
8161 GCCACATGGT ATTGATTACT GCTTACTAAA ATTTTGTCAT TGTACACATC TGTAAAAGGT
8221 GGTTCCTTTT GGAATGCAAA GTTCAGGTGT TTGTTGTCTT TCCTGACCTA AGGTCTTGTG
8281 AGCTTGTATT TTTTCTATTT AAGCAGTGCT TTCTCTTGGA CTGGCTTGAC TCATGGCATT
8341 CTACACGTTA TTGCTGGTCT AAATGTGATT TTGCCAAGCT TCTTCAGGAC CTATAATTTT
8401 GCTTGACTTG TAGCCAAACA CAAGTAAAAT GATTAAGCAA CAAATGTATT TGTGAAGCTT
8461 GGTTTTTAGG TTGTTGTGTT GTGTGTGCTT GTGCTCTATA ATAATACTAT CCAGGGGCTG
8521 GAGAGGTGGC TCGGAGTTCA AGAGCACAGA CTGCTCTTCC AGAAGTCCTG AGTTCAATTC
8581 CCAGCAACCA CATGGTGGCT CACAACCATC TGTAATGGGA TCTGATGCCC TCTTCTGGTG
8641 TGTCTGAAGA CCACAAGTGT ATTCACATTA AATAAATAAA TCCTCCTTCT TCTTCTTTTT
8701 TTTTTTTTTA AAGAGAATAC TGTCTCCAGT AGAATTTACT GAAGTAATGA AATACTTTGT



8761 GTTTGTTCCA ATATGGTAGC CAATAATCAA ATTACTCTTT AAGCACTGGA AATGTTACCA
8821 AGGAACTAAT TTTTATTTGA AGTGTAACTG TGGACAGAGG AGCCATAACT GCAGACTTGT
8881 GGGATACAGA AGACCAATGC AGACTTTAAT GTCTTTTCTC TTACACTAAG CAATAAAGAA
8941 ATAAAAATTG AACTTCTAGT ATCCTATTTG TTTAAACTGC TAGCTTTACT TAACTTTTGT
9001 GCTTCATCTA TACAAAGCTG AAAGCTAAGT CTGCAGCCAT TACTAAACAT GAAAGCAAGT
9061 AATGATAATT TTGGATTTCA AAAATGTAGG GCCAGAGTTT AGCCAGCCAG TGGTGGTGCT
9121 TGCCTTTATG CCTTTAATCC CAGCACTCTG GAGGCAGAGA CAGGCAGATC TCTGAGTTTG
9181 AGCCCAGCCT GGTCTACACA TCAAGTTCTA TCTAGGATAG CCAGGAATAC ACACAGAAAC
9241 CCTGTTGGGG AGGGGGGCTC TGAGATTTCA TAAAATTATA ATTGAAGCAT TCCCTAATGA
9301 GCCACTATGG ATGTGGCTAA ATCCGTCTAC CTTTCTGATG AGATTTGGGT ATTATTTTTT
9361 CTGTCTCTGC TGTTGGTTGG GTCTTTTGAC ACTGTGGGCT TTCTTTAAAG CCTCCTTCCT
9421 GCCATGTGGT CTCTTGTTTG CTACTAACTT CCCATGGCTT AAATGGCATG GCTTTTTGCC
9481 TTCTAAGGGC AGCTGCTGAG ATTTGCAGCC TGATTTCCAG GGTGGGGTTG GGAAATCTTT
9541 CAAACACTAA AATTGTCCTT TAATTTTTTT TTTAAAAAAT GGGTTATATA ATAAACCTCA
9601 TAAAATAGTT ATGAGGAGTG AGGTGGACTA ATATTAAATG AGTCCCTCCC CTATAAAAGA
9661 GCTATTAAGG CTTTTTGTCT TATACTTAACTTTTTTTTTA AATGTGGTAT CTTTAGAACC
9721 AAGGGTCTTA GAGTTTTAGT ATACAGAAAC TGTTGCATCG CTTAATCAGA TTTTCTAGTT
9781 TCAAATCCAG AGAATCCAAA TTCTTCACAG CCAAAGTCAA ATTAAGAATT TCTGACTTTT
9841 AATGTTAATT TGCTTACTGT GAATATAAAA ATGATAGCTT TTCCTGAGGC AGGGTCTCAC
9901 TATGTATCTC TGCCTGATCT GCAACAAGAT ATGTAGACTA AAGTTCTGCC TGCTTTTGTC
9961 TCCTGAATAC TAAGGTTAAA ATGTAGTAAT ACTTTTGGAA CTTGCAGGTC AGATTCTTTT
10021 ATAGGGGACA CACTAAGGGA GCTTGGGTGA TAGTTGGTAA AATGTGTTTC AAGTGATGAA
10081 AACTTGAATT ATTATCACCG CAACCTACTT TTTAAAAAAA AAAGCCAGGC CTGTTAGAGC
10141 ATGCTTAAGG GATCCCTAGG ACTTGCTGAG CACACAAGAG TAGTTACTTG GCAGGCTCCT
10201 GGTGAGAGCA TATTTCAAAA AACAAGGCAG ACAACCAAGA AACTACAGTT AAGGTTACCT
10261 GTCTTTAAAC CATCTGCATA TACACAGGGA TATTAAAATA TTCCAAATAA TATTTCATTC
10321 AAGTTTTCCC CCATCAAATT GGGACATGGA TTTCTCCGGT GAATAGGCAG AGTTGGAAAC
10381 TAAACAAATG TTGGTTTTGT GATTTGTGAA ATTGTTTTCA AGTGATAGTT AAAGCCCATG
10441 AGATACAGAA CAAAGCTGCT ATTTCGAGGT CTCTTGGTTT ATACTCAGAA GCACTTCTTT
10501 GGGTTTCCCT GCACTATCCT GATCATGTGC TAGGCCTACC TTAGGCTGAT TGTTGTTCAA
10561 ATAAACTTAA GTTTCCTGTC AGGTGATGTC ATATGATTTC ATATATCAAG GCAAAACATG
10621 TTATATATGT TAAACATTTG TACTTAATGT GAAAGTTAGG TCTTTGTGGG TTTGATTTTT
10681 AATTTTCAAA ACCTGAGCTA AATAAGTCAT TTTTACATGT CTTACATTTG GTGGAATTGT
10741 ATAATTGTGG TTTGCAGGCA AGACTCTCTG ACCTAGTAAC CCTACCTATA GAGCACTTTG
10801 CTGGGTCACA AGTCTAGGAG TCAAGCATTT CACCTTGAAG TTGAGACGTT TTGTTAGTGT
10861 ATACTAGTTT ATATGTTGGA GGACATGTTT ATCCAGAAGA TATTCAGGAC TATTTTTGAC
10921 TGGGCTAAGG AATTGATTCT GATTAGCACT GTTAGTGAGC ATTGAGTGGC CTTTAGGCTT
10981 GAATTGGAGT CACTTGTATA TCTCAAATAA TGCTGGCCTT TTTTAAAAAG CCCTTGTTCT
11041 TTATCACCCT GTTTTCTACA TAATTTTTGT TCAAAGAAAT ACTTGTTTGG ATCTCCTTTT
11101 GACAACAATA GCATGTTTTC AAGCCATATT TTTTTTCCTT TTTTTTTTTT TTTTTGGTTT
11161 TTCGAGACAG GGTTTCTCTG TATAGCCCTG GCTGTCCTGG AACTCACTTT GTAGACCAGG
11221 CTGGCCTCGA ACTCAGAAAT CCGCCTGCCT CTGCCTCCTG AGTGCCGGGA TTAAAGGCGT
11281 GCACCACCAC GCCTGGCTAA GTTGGATATT TTGTTATATA ACTATAACCA ATACTAACTC
11341 CACTGGGTGG ATTTTTAATT CAGTCAGTAG TCTTAAGTGG TCTTTATTGG CCCTTCATTA
11401 AAATCTACTG TTCACTCTAA CAGAGGCTGT TGGTACTAGT GGCACTTAAG CAACTTCCTA
11461 CGGATATACT AGCAGATTAA GGGTCAGGGA TAGAAACTAG TCTAGCGTTT TGTATACCTA
11521 CCAGCTTTAT ACTACCTTGT TCTGATAGAA ATATTTCAGG ACATCTAGAG TGTACTATAA
11581 GGTTGATGGT AAGCTTATAA GGAACTTGAA AGTGGAGTAA CTACTCCATT TCTCTGAGGG
11641 GAGAATTAAA ATTTTTGACC AAGTGTTGTT GAGCCACTGA GAATGGTCTC AGAACATAAC




/1

11701 TTCTTAAGGA ACCTTCCCAG ATTGCCCTCA ACACTGCACC ACATTTGGTC CTGCTTGAAC
11761 ATTGCCATGG CTCTTAAAGT CTTAATTAAG AATATTAATT GTGTAATTAT TGTTTTTCCT
11821 CCTTTAGATC ATTCCTTGAG GACAGGACAG TGCTTGTTTA AGGCTATATT TCTGCTGTCT
11881 GAGCAGCAAC AGGTCTTCGA GATCAACATG ATGTTCATAA TCCCAAGATG TTGCCATTTA
11941 TGTTCTCAGA AGCAAGCAGA GGCATGATGG TCAGTGACAG TAATGTCACT GTGTTAAATG
12001 TTGCTATGCA GTTTGGATTT TTCTAATGTA GTGTAGGTAG AACATATGTG TTCTGTATGA
12061 ATTAAACTCT TAAGTTACAC CTTGTATAAT CCATGCAATG TGTTATGCAA TTACCATTTT
12121 AAGTATTGTA GCTTTCTTTG TATGTGAGGA TAAAGGTGTT TGTCATAAAA TGTTTTGAAC
12181 ATTTCCCCAA AGTTCCAAAT TATAAAACCA CAACGTTAGA ACTTATTTAT GAACAATGGT
12241 TGTAGTTTCA TGCTTTTAAA ATGCTTAATT ATTCAATTAA CACCGTTTGT GTTATAATAT
12301 ATATAAAACT GACATGTAGA AGTGTTTGTC CAGAACATTT CTTAAATGTA TACTGTCTTT
12361 AGAGAGTTTA ATATAGCATG TCTTTTGCAA CATACTAACT TTTGTGTTGG TGCGAGCAAT
12421 ATTGTGTAGT CATTTTGAAA GGAGTCATTT CAATGAGTGT CAGATTGTTT TGAATGTTAT
12481 TGAACATTTT AAATGCAGAC TTGTTCGTGT TTTAGAAAGC AAAACTGTCA GAAGCTTTGA
12541 ACTAGAAATT AAAAAGCTGA AGTATTTCAG AAGGGAAATA AGCTACTTGC TGTATTAGTT
12601 GAAGGAAAGT GTAATAGCTT AGAAAATTTA AAACCATATA GTTGTCATTG CTGAATATCT
12661 GGCAGATGAA AAGAAATACT CAGTGGTTCT TTTGAGCAAT ATAACAGCTT GTTATATTAA
12721 AAATTTTCCC CACAGATATA AACTCTAATC TATAACTCAT AAATGTTACA AATGGATGAA
12781 GCTTACAAAT GTGGCTTGAC TTGTCACTGT GCTTGTTTTA GTTATGTGAA AGTTTGGCAA
12841 TAAACCTATG TCCTAAATAG TCAAA



Nucleotide Alignment:

hMAPT_A05
hMAPT_MOE4_EM3

hMAPT_A05
hMAPT MOE4_EM3

hMAPT_205
hMAPT_MOE4_EM3

hMAPT_205
hMAPT_MOE4_EM3

hMAPT_205
hMAPT_MOE4_EM3

hMAPT_205
hMAPT_MOE4_EM3

hMAPT_205
hMAPT_MOE4_EM3

hMAPT_205
hMAPT_MOE4_EM3

* 2420 * 2440 * 2460 * 2480 * 2500 * ’)570 * 7540 *

* 2720 * * 2760 * 2780 * 2800 * 2820 * 2840 *
sCGGGGGGACG 5 5 C CTAACCATGTTCATGCCTTCTTCTTTTTCCTACAGCTCCTGGGCAACGTGCTGGTT]
CCATGTTCATGCCTTCTTCTTTTTCCTACAGCTCCTGGGCAACGTGCTGGTT)

2860 * 2880 * 2900 * 2920 * 2940 * 2960 * 2980 *
ATTGTGCTGTCTCATCATTTTGGCAAAGAATTGATTTGATAC Jefe C > B TATACGAAGTTATHNE
ATTGTGCTGTCTCATCATTTTGGCARAGAATTGATTTGATAC GG B TATACGAAGTTATHY

3100 * 3120 * 3140 *
[ACTGCAGC GCCGCTTGGGTGGAC CTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATG ol STTCC ‘("TGTCAGC y:\elelele
[ACTGCAGC S GGGTGG G TATTCGGCTATGACTGGGCAC. AZXLAGACAATL,GGCTGLTCTGATG TG CTGTCAGCGCAGGGG]

* 3320 * 3340 * 3360 x 3380 * 3400 * 0 * 344

3460 * 3480 * 3500 * 3520 * * 3560 * 3580 * 3600
GCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAG! AG! CGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTG

C
GCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTG

Grey = LoxP site, Red = corrected nucleotides, Yellow = silent changes/changes within backbone sequence of allele introduced to prevent re-processing of
engineered allele by CRISPR/Cas9



QC strategy employed at Harwell to check the edited allele:

Genomic DNA was extracted from ear clip biopsies and amplified in a PCR reaction using the
following conditions/primer sequences:

Geno_MOE_5LoxFix_F1 (5'-3)

TTGTCCCAAATCTGTGCGGA

Geno_MOE_5LoxFix_R1 (5'-3')

GATGTTTCGCTTGGTGGTCG

Taq Polymerase used

ThermoFisher SuperFi Il PCR Kit

Annealing Temperature (°C) 60

Elongation time (min) 0.5
WT product size (bp) 894
Mutant product size (bp) 894

Notes

Will amplify both ‘unfixed’ and the ‘corrected’ allele.

Geno_MOE_5LoxFix_F1 (5'-3)

TTGTCCCAAATCTGTGCGGA

MOE_5Lox-postfix_R2 (5'-3')

TCTTGTTCAATtGCactTCCCA

Taq Polymerase used

ThermoFisher SuperFi Il PCR Kit

Annealing Temperature (°C) 60
Elongation time (min) 0.33
WT product size (bp)

Mutant product size (bp) 490

Notes

Screening PCR for ‘corrected’ allele.

MOE_5LF-postfix_F3 (5'-3")

TGATAttGCGGGtgTAAGAAGT

MOE_5LF-postfix_R3 (5'-3")

GGTAGCCGGATCAAGCGTAT

Taq Polymerase used

ThermoFisher SuperFi Il PCR Kit

Annealing Temperature (°C) 60

Elongation time (min) 0.5
WT product size (bp)

Mutant product size (bp) 524




Notes Screening PCR for ‘corrected’ allele.

All amplicons were sent for Sanger sequencing to check for integration of the donor oligo
sequence at the target site. F1 sequences should be heterozygous unless on sex
chromosome.

Off-target site with <2 mismatches for guide(s) used were checked with the following

primers:
Off-target . ) a
ite 8 Sequence Type Primers used (5’-3’)
MOE_5LoxFix_OT1_F1
13:9534896 | -\ GGAACTTCTTAGGTCCCG TGG | Intronic | AATGGAAGTGCTGTGTCCCA)
9534918 MOE_5LoxFix_OT1_R1
(AGCAACATACAGGACGGATGA)

All amplicons were sent for Sanger sequencing.
No off-target activity was detected in the animals selected to establish the colony.

Additional integrations of the donor sequence

Copy counting of the donor sequence was carried out by ddPCR at the F1 stage to confirm
donor oligos were inserted once on target into the genome. The following Tagman assay
was used to copy count the donor sequence compared against a VIC-labelled reference
assay for Dot1l:

Assay name hMAPT-MOE-5PRE-MUT1

Forward Primer (5°-3’) ATTTGATACCGCGGGCC

Reverse Primer (5'-3’) CCGATCCCATATT

Probe (5'-3') TACGAAGTTATTCGCGACTGCAGCC
Label FAM

This ddPCR assay is specific to the ES cell-derived erroneous allele and only the erroneous
alleles are expected to be recognised by this assay. Therefore, 129 WT controls are expected
to call at O copies, animals carrying the erroneous hMAPT allele are expected to call at 1
copy and a single integration for the correct mutation is expected to call at 0 copy for F1
(HET) animals.


https://nov2020.archive.ensembl.org/Mus_Musculus/Location/View?r=13:9534896-9534918
https://nov2020.archive.ensembl.org/Mus_Musculus/Location/View?r=13:9534896-9534918

Assay name hMAPT-MOE-5POST-MUT1

Forward Primer (5°-3’) GATTTGATACCGCGGGtg

Reverse Primer (5'-3’) CTGCAGTCGCGAATAACTT

Probe (5'-3') TCTCTAGAAAGTATAGGAACTTCGTCGACA
Label FAM

This ddPCR assay is specific to the donor used to create the engineered mutation and only
the corrected alleles are expected to be recognised by this assay. Therefore, 129 WT
controls are expected to call at 0 copies, animals carrying the erroneous hMAPT allele are
expected to call at O copies and a single integration for a correct mutation is expected to call
at 1 copy for F1 (HET) animals.

Reference Assay Name Dotll

Forward primer (5’-3’) GCCCCAGCACGACCATT

Reverse primer (5’-3’) TAGTTGGCATCCTTATGCTTCATC
Probe (5’-3') CCCAACAGGCCTGGATTCTCAATGC
Label VIC

VIC-labelled reference assay for Dotll gene.

No additional donor integrations were detected in the animals taken forward to establish
the colony.



