STEP 1: DIGEST W/ Mmel

5’ 5PHOS NNNNNNNNNNNNNNNNACAGGTTGGA TRANSPOSON TCCAACCTGTNNNNNNNNNNNNNNNNN 3
3 NNNNNNNNNNNNNNNNNNTGTCCAACCT NOSOPSNART AGGTTGGACTNNNNNNNNNNNNNNN 5PHOS 5’

STEP 2: PHOSPHOTASE DNA

5’ NNNNNNNNNNNNNNNNACAGGTTGGA TRANSPOSON TCCAACCTGTNNNNNNNNNNNNNNNNN 3
3 NNNNNNNNNNNNNNNNNNTGTCCAACCT NOSOPSNART AGGTTGGACTNNNNNNNNNNNNNNN 5"

STEP 3: LIGATE ADAPTOR

Adapter:
5’ ACACTCTTTCCCTACACGACGCTCTTCCGATCTNN
3’ 3Phos TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA 5Phos

Final Product:
5' ACACTCTTTCCCTACACGACGCTCTTCCGATCTNN NNNNNNNNNNNNNNNNACAGGTTGGA TRANSPOSON AGGTTGGACTNNNNNNNNNNNNNNNNN AGATCGGAAGAGCGTCGTGTAGGGAAAGAGTGT 3’
3’ TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA NNNNNNNNNNNNNNNNNNTGTCCAACCT NOSOPSNART TCCAACCTGTNNNNNNNNNNNNNNN NNTCTAGCCTTCTCGCAGCACATCCCTTTCTCACA 5°

STEP 4: PCR AMPLIFY TRANSPOSON ENDS

PCR.1 5’ CAAGCAGAAGACGGCATACGAGATCGTGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTAGACCGGGGACTTATCATCCAACCTGT 3
u. 5’ BAATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCT 3

P7 FLOW CELL BINDING BARCODE INDEX SITE TRANSPOSON GENOMIC DNA PRIMER READ 1 SITE P5 FLOW CELL BINDING
5’ CAAGCAGAAGACGGCATACGAGATCGTGATGTGACTG S ACGTGTGCTCTTCCGATCTAGACCGGGGACTTATCATCCAACCTGT
TRANSPOSON TCCAACCT! \GATCH AAGA ‘GTCGTGTAGGGAAAGAGTGT
NOSOPSNART AGGTTGGACT NNTCTAGCCTTCTCGCAGCACATCCCTTTCTCACA
TCTAGCCTTCTCGCAGCACATCCCTTTCTCAC. 3
Final Product:
P7 FLOW CELL BINDING BARCODE INDEXING PRIMING SITE TRANSPOSON (MmeI site) GENOMIC DNA PRIMER READ 1 SITE P5 FLOW CELL BINDING

5’ CAAGCAGAAGACGGCATACGAGAT CGTGAT GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT A AGATCGGAAGAGCGTCGTGTAGGG. CAGTGT AGATCTCGGTGGTCGCCGTATCATT 3’
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