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Upstream PCR:

Forward primer (OWG2248) and reverse primer (OWG4527) are complementary to APEX2
and the 3’ of upstream homology respectively. Only successful insertion of APEX2-3XFlag-
DsRed cassette into the target locus can produce a amplicon (1395bps) by PCR.
Downstream PCR:

Forward primer (OWGA4528) is at the 5’ of downstream homology arm and reverse primer
(OWG2409) is at PBac terminal repeat as illustrated above. Only when APEX2-3XFlag-
DsRed cassette is inserted into the gene locus, a 1488bp-fragment can be amplified.
Primers:

OWG2248 5’'- TTATCAAAGGTTCCGGCGCT

OWG2409 5’- TTTGACTCACGCGGTCGTTA

OWG4527 5’- CTCCGTCGTCTCTGCTTGTT

OWG4528 5’'- ATTTCAGAAGCAACGGCAGC



Result of Genomic Sequencing

Upstream PCR:

Sequences:

>dysf[JW]_upPCR_OWG4527
ACTTGCAGCAAAGACCCAAAAAGCCAGGCCAAGACGCCGGCACCGCAGACGGTAGTGAATACTCGAGATGGAAATTT
GAAATTCACTCAACAAAACTAATTTCAATTGTTGCACTTTTAGGCCGGGGGCCACCAGAACCCAGAAGAGATTTTTAAG
ATTCTTCTTGGCGCCATCACAAGTGGCCAGGAAATGGTCCGAGTGTGCTTTCAGTTATAAGAAAAGTGATAGTGACCTT
TTTCTGTTTTAGCCAAAACAAATTTGGCCAGGAAAAGTTGGGAGCCAGTTGGGAAAACAAAAAGTTGTACAAAAATG
TAGGTCACAGCTCTGAAGAATTATTATAAGACCAACTAACTTAGGTGAAATGCTAGTATTGGACTTACATTTAAAGCATTA
CAAATTTAATATTAAATAGCTTTTATTCGATAGCTATTTTTTTTTTAAGTTTTATAAAGCTTACCTTGATAATAGTAATCAAGT
AATAAAGTATTACAGTAAATTCAGATTGACACAAATTTGTTTACACAAAGACATTCAGATTTCCCTTTTCAAGAAAACAC
TTACAAGCTTCGGTCGCTTCTTAGAAAGCCAAATCATAAATTGATTGATCATTATTTAAGACTTAACGAGTTTCAAATGTG
ATCAACACAGATCGTAGCCCAACGAGTGTTTAGTATTTGTGTTGTAAGACATTTCATTAACCCCTAGTTACTTATCCGCCA
TCGCAGAGCGAAACGCCGAGCAAATGCTATAAATCATTTTCAACTCCTTATGCAATCGAAGTGCCCAAATAAAAAACAC
GTCAAAAGCGCCAACTCATTGGAGGGCATTGGGGATACTCCGAGCACAGCGAGCAATTGTTCAAATAGGCAATAACAA
TACAAATCAGTTCCTTCAAAATATGCTTTTTGTGCCGCAGACATTCAAACATATCTTGGACTATTTCCAACGTATGAAAAA
AACAAACCTAATCAACAATTGTTGTTTCATTTCATTAGCAAATCGAAAAGCTAGAGTCTGCAGACTTTCATAGATCTACAT
ATGATGATATATCATTATTTCGCATTGTGATCGCCTAAGATTTGGCCATACGTGACATTCGAGACTCATGCTGAACGCCTGT
CATTCTGCTTTGAATGTAACAATATTTGCACTGCAATCGACGATTGATGGCGGAAAGATACCGACTGATGCCAATCGAGT
CCTGGGAAGGCAAGAACTGCCGAATATTTGCCGAAGCGCGTGGC

> dysf[JW]_ upPCR_OWG2248
TAATCCAGGTCCATTGTTGGCCGAATGGGCCAGCTCGGCTGGGTGCTTGATCGTTCCAAATGGTCCGCCCGTCTTGGTT
CCCTTATCAAAGGTTCCGGCGCTGTGGAAGGCCAGGCGCAGCATCAGTGGGGCGCAGCGCTTCTCGGCAATAAATCCG
CGCAGCTTCTTCTTGGCCTTCTCCACGGCATCCTGATAGTCGGCACTCACTGTCGGGTAACTCTTTCCGCCCATCATATCG
TCGATCGCACGTTTGCAAATATTTGTTACCAATTCTAAAAGCAGAAATGACAAGGCGTTTTCAGCACTGAGTCTCGGATT
GTCACGGTTATTTGGCCAAAATCTTAGGCGAATCACAATGCGAAATAATGATAATATCAATCAATATGTAGATCTTAATGA
AAGTCTGCAGACTCTAGCTTTTCGATTTGCTAATGAAATGAAACAACAATTGTTGATTAGGTTTGTTTTTTTCATACGTTG
GAAATAGTCCAAGATATTGTTTGAATTGTCTGCGGCACAAAAAGCATATTTTGAAGGAACTGATTTGTATTGTTATTGCC
TATTTGAACAATTGCTCGCTGTGCTCGGAGTATCCCCAATGCCCTCCAATGAGTTGGCGCTTTTGACGTGTTTTTTATTTG
GGCACTTCGATTGCATAAGGAGTTGAAAATGATTTATAGCATTTGCTCGGCGTTTCGCTCTGCGATGGCGGATAAGTAA
CTAGGGGTTAATGAAATGTCTTACAACACAAATACTAAACACTCGTTGGGCTACGATCTGTGTTGATCACATTTGAAACT
CGTTAAGTCTTAAATAATGATCAATCAATTTATGATTTGGCTTTCTAAGAAGCGACCGAAGCTTGTAAGTGTTTTCTTGAA
AAGGGAATCTGAATGTCTTTGTGTAAACAAATTTGTGTCATCTGAATTTACTGTATACTTTATTACTTGATTACTATTATCAG
TAGCTTTATAACTTAAAAAAAAATAGCTTTCGAATAAAGCTATTTATATTAAATTTGTATGCTTTAAATGTAGTCATACTAGC
ATTTCACTAGTAGTGGTCTTATAATATCTCAGCTGTGACTACTTTTTGTACACTTTTGTTTCACTGCTCCAACTTCTGCAGT
GTGGCTAACGAAAGTCATATACTCTAACTGAGCCATCGGACATCTGCATTGTGATGCCAGAGATCTTAT



Result of Genomic Sequencing

Downstream PCR:

Sequences:

>dysf[JW]_dnPCR_OWG4528
AAATTGTCGTCGTCGATTCCATGGGATTCTGTGCCTGGTGTTCTCCTGGTGTGGAGACGCCTTTTTTGGTGCCCCATCGT
CGTCGTCTTCGTGGACGTCCGATTGCCAACGTGGTAATGTCAATCGCACTGTGCGGGTTTAACTTATGGCAAAACATTTG
AAGCACTAATTAATTGGAGCTAAATAAAATGGCACAGCGTCTCAGCTCAGTTTAGCTGGCAGTGAATTTTGCGCGTTTT
TCGACTCTTCGCGAATTGGCGCTGTGGGTACGGGTACGCAGACCGACCGGAGAGATTACGAGGACCAGATAACTGCG
AACTACAAGTTGCCAATACAAGAGGCCATTAAAACCGGCAGCAGGAGCAGCAGCATCAGTACACAGAGAAAAGAGGA
TTCTTTTCGAAATGGTTGCCAATTAAGACTATATCTTATATGAATACCTCTTAATAATTTAGCCTTCTATAATCTATAGATTTT
AAGTACTTTAAGTAAAATATTTCAAAATAAACACGTTTGATAGATAAACCTCTCTATGAATATTCAAAGGTTTATAGAAGG
TTATAAAATATTGTGGCAACCTAGTAAAAATCGACTAGTTGCCTATTTTCTTGCTGTGCATTAGCAGAGGAAGAACTAAC
CAGTAACAAAAGCAGTGAAAATCCAGGAGGAAAACAGTGACGAAGAAATGGAAAGGAGTCTGGATCTTGGCCCAGG
CAGCGAATGGGCCGAAAGGAGTTTCGCTGTCGCCAAATGCGAACTTGGCCCCGTATTTCAAATTCGAATTGACAAATAT
CGAAGCGTGCGAAACAAATTGAAATTAAAAGTTTGCATGTTTGCGCTGTCTGCGATGCGTGGCTGTGTGAAAATGGAG
ATAAGACTGAATGTTGGCGCTAAGAACTTACCTTGTAAACATGCCGGCTGTCTGTTGCTGTTGCTGCTGCTGTTGCTGTG
TTGCATGATGCTGTTGTGTCGTCTGCGGCTGCTGCTGTTGCATGTGCTGCTGCTGCGACACTGTTGGCGACGTTTCATGC
TGCTGGAGTTATGATGCGTATGCATCTGGTGCTGCAAGTGATGTGCTGCTGCTGAGGTGTGCTGCTGTTTGCCTGCTGC
AATGCAGACATGCTGCAAATGCTGCTGCTGCTGTGGGATGTGCTGCTGCTGCTGCTGCTGAGCTTGTGCGGGTGCTGC
GTCACCTGGCTAGGCCACGTTATTATCCGCCATCATTCACCTAGAAAGAATA
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