New Tn-Seq vector
Important cloning notes
· This plasmid uses an origin of replication (lambda origin from R6K plasmid) that requires the Pi protein encoded by the pir gene (from the RK6 plasmid). Due to this requirement, this plasmid will not replicate in standard XL1 Blue cells but will need to be cloned in PIR1 cells (obtained from Gregory lab, originally from Invitrogen).
· This is a low-copy number plasmid – try 2 minipreps worth for each attempt at a miniprep. Final plasmid may need to be maxi-prepped.
· When in E. coli, select using carbenicillin (AmpR) to ensure you’re selecting for the backbone, not the transposon (transposition can and will occur in E. coli!)
· This strategy adds the sequences necessary to be compatible with newer Illumina technology
· We will add these sequences by having gBlocks synthesized and cloning them into each side individually
· This means we will start with pKL97, clone one end in to make pKR140, then clone the other end in to make the final plasmid pKR141.
gBlocks
Tn_InSeqA
[image: Diagram

Description automatically generated]
>Tn_InSeqA
ATCTCCGGGCATAAAGGTAGCTCCTGGTACCTAACAGGTTGGATGATAAGTCCCCGGTCTTCGTAATCTCGTATGCCGTCTTCTGCTTGGCGCGCCCTCGAGCAATTATCCAATTGTATACCCTTCAAGCTTTGAAAAATAAACTTAATTATTATATATGTTATTTAGCTAGTTTTTTTAATTAACGTACGAACGCTGGATTCATCGTCA
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Description automatically generated]

Has IDT-approved sequences on either end, amplify, digest with KpnI and PacI, 152 bp, clone in to make pKR140




Tn_InSeqB
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Description automatically generated]
>Tn_InSeqB
ATCTCCGGGCATAAAGGTAGCTCCTCTGCAGGGCGCGCCAAGCAGAAGACGGCATACGAGATTACGAAGACCGGGGACTTATCATCCAACCTGTTAGGATCCCGTACGAACGCTGGATTCATCGTCA
[image: Graphical user interface, application

Description automatically generated]
Has IDT-approved sequences on either end, amplify, digest with PstI and BamHI, 67 bp, clone in to make final plasmid, pKR141.
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