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Location of Primers for Insert Screening and Restriction Sites for Subcloning

o

upstream seq/colony PCR primer

" ACC TGC CAA CCA AAG CGA GAA CAA AAC ATA ACA TCA AAC GAA TCG ACC GAT TGT TAG GTA ATC GTC ACC TCC ACA AAG AGC GAC TCG CTG
© TGG ACG GTT GGT TTC GCT CTT GTT TTG TAT TGT AGT TTG CTT AGC TGG CTA ACA ATC CAT TAG CAG TGG AGG TGT TTC TCG CTG AGC GAC

™ toxic minigene 1
Met Tle * ok x %

" TAT CGC_TCG AGG GAT CCG AAT TCA GGA GGT AAA AAC ChT GAT ICT GAT AAT AAT GAc GTC AGA ATT CTC GAG TCG GGG AAA TGT GCG CGG
“ ATA GCG_AGC TCC CTA GGC TTA AGT CCT CCA TTT TTG G

A CTA MGA CTA TTA TTA CTla CAG TCT TAA GAG CTC AGC CCC TTT ACA CGC GCC
Xhol BamHI  EcoRl L Insertion Site JAatII EcoRl Xhol

" AAC CCC TAT TTG TTT ATT TTT CTA AAT ACA TTC AAA TAT GTA TCC GCT CAT GAG ACA ATA ACC CTG A
© TTG GGG ATA AAC AAA TAA AAA GAT TTA TGT AAG TTT ATA CAT AGG CGA GTA CTC TGT TAT TGG GAC T

downstream seq/colony PCR primer

Map shown above displays the construct formed if no insert is present. Unique restriction sites are shown
in black. Additional restriction sites that can be used for subcloning are shown in red. Expanded box below
shows location of sequencing primers, restriction sites for subcloning, and placement of insertion site
within the toxic minigene.




