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GENOTYPING INSTRUCTIONS

] Xhol BamHill
Sequence with PCR VecLox5-sq5

Oligos are in orange \ \
Exon 4 in blue ’ n ’

H H — —> A=
LoxP are in black, bold and underline . sq4 g5

CTTCTCGAGCTTAAGGTCGACCTGCAGATAACTTCGTATAATGTATGCTATACGAAGTTATTTAATTAAGACTGGGAATTTAACGGCTTCATTATATTCATCTTCTCAGTCTCTTTGTTTCCTGAGGAATCTTCTACTTCA
GAAGCATGAACTAGAAAGTGTGTTCTGATCAGTTGCTGTCTGTCCTTCATTGCCAGATAACCAGCAAAAGTAAAGAGTCTATTTGGGAGTTCATCAAGAGTCTGCTGGACGCATGGTCAGGATGGGTGGTGATGCT
ACTTATTGGTCTGCTAGCAGGTATGTGTGTTGTGCTCCTAGCACCCCCTCCCCAAACTCCATATGTTTGGGAGACAATGAAGCTGTGGAATATTCATCTTCCATTTGAATGCCAAGTATTTACTGCTTGAACCACTGAG
ACTAAGGCAAGAGCCTGATCTTAACTGTGGCACCAAAGGCCAAAGCAAAGATGGCTCACAAAACAACTACGGGATTTTGATGTTGTAATTAACAGTGCTGCTTGACCCTGTCATCCACACCACCGGTGATAACTTC
GTATAATGTATGCTATACGAAGTTATGGATCCGCTGCATAGGTTTATGACCACCCTGAGCTTTTACTCAAAGCACACATTTTATATTCTGTTATACCTGGCTATGTGTGGGGTTACAAATACAGAAGTGTTATAATCTGCA
AGCATCAAACACCACATGTGATGGGCT

VeclLox5-5q5=720bps +BamHI=141+579bps

PCR genotyping strategy 12 3 4 5 6 7

Amplification
o product for ckO

Amplification Amplification

Sequence product size for | product for cK
the WT allele EEE Al Rl
VeclLox5 CTTCTCGAGCTTAAGGTCGACCTGC
sq5 AGCCCATCACATGTGGTG SRR 7AYo e 572 L9jgs
sq4 TTTACTGCTTGAACCACT N 125 b /
S S
5q5 AGCCCATCACATGTGGTG 2 .

Sequence of the WT PCR (control WT allele) sq4-sq5

TTTACTGCTTGAACCACTGAGACTAAGGCAAGAGCCTGATCTTAACTGTGGCACCAAAGGCCAAAGCAAAGATGGCTCACAAAACAACTACGGGATTTTGATGTTGTAATTAACAGTGCTGCTT
GACCCTGTCATCCACACGCTGCATAGGTTTATGACCACCCTGAGCTTTTACTCAAAGCACACATTTTATATTCTGTTATACCTGGCTATGTGTGGGGTTACAAATACAGAAGTGTTATAATCTGCAAG

CATCAAACACCACATGTGATGGGCT
=} N ot
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Sanger sequencing of F1 pups
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| Kur8011lvecloxs
[cttctcgagcttaaggtcgacctge
AGGCCATTTAAACATTGTGCTGAATTGCTGCATGAATAACGTggeccggecaaget tc'tcgagc't taaggtcgaCCctgcagataacttcgtataatgtatgoctatacgaagttatttaattaagactgggaatttaacggcttcattatattcatcttoctcagtotctttgtttcctgaggaatcttctactt
1 1

1
TCCGGTAAATTTGTAACACGACTTAACGACGTACTTATTGCACCcggccggttcgaagagctcgaattccagctggacgtctattgaagcatattacatacgatatgcttcaataaattaattctgacccttaaattgoccgaagtaatataagtagaagagtcagagaaacaaaggactccttagaagatgaa
- - | - - - _________________

[ gR91 (17 bps) >
[ gRB% [16 bps] >

AGGCCATTTAAACATTGTGCTGAATTGCTGCATGAATAACGTggocggecaagettotecgagettaaggtegacctgeagataactticgtataatgtatgetatacgaagttatttaattaagactgggaatttaacggottcattatattecatetteotecagtetetttgtttecctgaggaatcttetactt

CTTCTCGAGCTTAAGGTCGACCTGCAGATAACTTCGTATAATGTATGCTATACGAAGTTATTTAATTAAGACTGGGAATTTAACGGCTTCATTATATTCATCTTCTCAGTCTCTTTGTTTCCTGAGGAATCTTCTACTT
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Kurg0115q9
[ccttcattgccagataaccagcaaa

acttcagaagcatgaactagaaagtgtgttetgatcagttgotgtotgtoccttcattgocagataaccagcaaaagtaaagagtctatttgggagttcatcaagagtetgectggacgcatggtcaggatgggtggtgatgctacttattggtectgetagecaggtatgtgtgttgtgetocctagcaccccctc
[l [l 1 [l [l 1

tgaagtcttcgtacttgatctttcacacaagactagtcaacgacagacaggaagtaacggtctattggtcgttttcatttctcagataaaccctcaagtagttctcagacgacctgogtaccagtcctacccaccactacgatgaataaccagacgatcgtccatacacacaacacgaggatcgtgggggag

Exd4

acttcagaagcatgaactagaaagtgtgttotgatcagttgotgtotgtecttoattgecagataaccagcaaaagtaaagagtctatttgggagttcatcaagagtetgotggacgcatggtcaggatgggtggtgatgotacttattggtoctgetageaggtatgtgtgttgtgetcctagecaceceotc

ACTTCAGAAGCATGAACTAGAAAGTGTGTTCTGATCAGTTGCTGTCTGTCCTTCATTGCCAGATAACCAGCAAAAGTAAAGAGTCTATTTGGEGAGTTCATCAAGAGTCTEGCTGEACGCATGGTCAGGATGGGTGGTGATGCTACTTATTGGTCTGCTAGCAGGTATGTGTGTTEGTGCTCCTAGCACCCCCTC
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Sanger sequencing of F1 pups

Kur8011=q4
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cctccccaaactccatatgittgggagacaatgaagectgtggaatattcatcttccatttigaatgecaagtatttactgettgaaccactgagactaaggecaagagectigatcttaactgtggcaccaaaggccadaagrcadaagatggecticacaaaacaactacgggattttgatgttgtaattaacagtgetge
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 1 1 1 1 1 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1
T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
ggaggggtttgaggtatacaaaccCctCctgttacttCcgacaccttataagtagaaggtaaacttacggttcataaatgacgaacttggtgactctgattccgttctcggactagaattgacaccgtggtttccggtttcgtttctaccgagtgttttgttgatgccctaaaactacaacattaattgtcacgacet

cctoccccaaactoccatatgtttgggagacaatgaagetgtggaatattoatettecatttgaatgoccaagtatttactgettgaaccactgagactaaggcaagagectgatettaactgtggcaccaaaggecaaagcaaagatggcectcacaaaacaactacgggattttgatgttgtaattaacagtgetge

CCTCCCCAAACTCCATATGTTTGGGAGACAATGAAGCTGTGGAATATTCATCTTCCATTTGAATGCCAAGTATTTACTGCTTGAACCACTGAGACTAAGGCAAGAGCCTGATCTTAACTGTGGCACCAAAGGCCAAAGCAAAGATGECTCACAAAACAACTACGGGATTTTGATGTTGTAATTAACAGTECTGC
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BamHI
tgcttgaccctgtecatccacaccaccggtigataacttegtataatgtatgetatacgaagttatggateceBCTGCATAGG T T TATGACCACCCTGAGC T T T TACT CAAAGCACACATTTTATATTCTGTTATACCTGGCTATGTGTGGGGTTACAAATACAGAAGTGTTATAATCTGCAAGCATCAAACAC

icgaactgggacagtaggtgtggtggccactattgaagcatattacatacgatatgcttcaatacctaggCGACBTATCCAAA STTTCGTGTGTAAAATATAAGACAATATGGACCGATACACACCCCAATGTTTATGTCTTCACAATATTAGACGTTCGTAGTTTGTG

3 o — 3"HR arm

tgocttgaccctgtcAtCcCcACACCACCOgtgataacttcgtataatgtatgetatacgaagttatggatececGCTGCATAGGTTTATGACCACCCTGAGCTTTTACTCAAAGCACACATTTTATATTCTGTTATACCTGGCTATGTGTGGGGTTACAAATACAGAAGTGTTATAATCTGCAAGCATCAAACAC

TGCTTEACCCTGTCATCCACACCACCGGTGATAACTTCGTATAATGTATGCTATACGAAGTTATGEATCCGCTECATAGETTTATGACCACCCTGAGCTTTTACTCAAAGCACACATTTTATATTICTGTTATACCTGGCTATETGTGEGGTTACAAATACA| |
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TGCTTGACCCTGTCATCCACACCACCGGTGATAACTTCGTATAATGTATGCTATACGAAGTTATGGATCCGCTGCATAGGTTTATGACCACCCTGAGCTTTTACTCAAAGCACACATTTTATATTCTGTTATACCTGGCTATGTGTGGGGTTACAAATACAGAAGTGTTATAATCTGCAAGCATCAAACAC
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GENOTYPING INSTRUCTIONS

PCR Protocol

This section describes the composition of the mix and the cycling conditions used for genotyping.

Lysis buffer: 50 ul DNA Extract All Reagents — appliedbiosystems, Ref 4402616 (25 pl Lysis buffer +25 ul stabilising buffer)

Reagents: Volume (per sample): Cycling conditions
- Phusion HS (Thermo Scientific) 5X Buffer 4 ul
- 10mM dNTP 0.4 ul
- 5 primer (100 uM) 0.1ul 96°C 5min 1
- 3’ primer (100 uM) 0.1 ul
96°C 8s
- DNA (lysate 1/10) 2 ul 62°C 10s 30
- Phusion Hot Start Il 0.2 pl 68°C 45s
- Sterile H20 up to 20 pl = — n
12°C S5min 1
Digestion protocol Volume / sample
PCR product 10 ul
Buffer 10X 2 ul
Restriction enzyme BamHI 0.2 ul
H,0 7.8 ul

This reaction is incubated 1hr at 37°C then leaded on a 3% agarose. The 10 pl left over PCR reaction serves as negative control
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