70.11-IScel Construction

“70.1IRS_GHMFw1”:
AATAGGAGAGTGTTGTGAGTGTGTGCTTACCAATATTATAATAATGATAGTAACGACCAAT
AGGGATAACAGGGTAATACCGGTATAACTTCGTATAGCATACATTATACGAAGTTATCTCG
“70.1IRS_GHMRV1”;
CAAATCCATTATACTCACGATTACTCTCATTGCACACATACCATTGTCTTAACTGCATTTAT
TTATGGTTTGTATTCGTCATAACTTCGTATAATGTATGCTATACGAAGTTATCCTCTAATCC
TTTCACTCTTCCG

70.1-IScel Construction

“70.IRS_Fw1”:
ATATGCGGCCGCATGACAGCAGTTTTAGACACTAAAGGCGGAGCCCAAATAGAGGCACTT
ACAACTTTAGAAAAAATTAAATTAGAGTAGGGATAACAGGGTAATACCGGTATAACTTCGT
ATAGCATACATTATACGAAGTTATCTCG

“70.IRS_Rv1”:
ATATGCGGCCGCATGCAGCTGCGCATATACAATATCACTTTCTATATTTGTCTTTCTGCGT
TTCCTTTAATATATTTCTAAGTGCGCTCCAACTTACATAACTTCGTATAATGTATGCTATAC
GAAGTTATCCTCTAATCCTTTCACTCTTCCG

A70-IScel Construction: Flanking regions were sewn to PURO cassette by long-flanking
homology PCR. Oligos for amplification of the 5’ and 3’ flanking homology regions are shown.
PCR product resulted in ~1.5Kb of homology to BES1 on each side of cassettee.

5’-Flanking homology

“Notl ESAG1 UQ Fw”™:

ATATGCGGCCGCATGGAAGAGCAAACTGATAGGTTGGAAAAGC

“70 P2 NEW”:
CCCTCGAGATAACTTCGTATAATGTATGCTATACGAAGTTATACCGGTATTACCCTGTTAT
CCCTACTTTTAACCTTGTGCCCGACCTTTACAGTC

3’-Flanking homology

“-70 P2 #3 (Kpnl)™:
CCCTCGAGATAACTTCGTATAATGTATGCTATACGAAGTTATTATTACCCTGTTATCCCTAG
GTACCCTTTTAACCTTGTGCCCGACCTTTACAGTC

“WVSG221 5'Notl Rv1”:

ATATGCGGCCGCATGGAAGAACTTGGGCTAGGACCAAGACG

Monomer Oligo

6-77-Fw
ATAGGTACCATAATAATAATAATAATAATAATAATAGGAGAGTGTTGTGAGTGTGTGTATAT
ACGAATATTATAATAAGAGCAGTAATAATAATAATAGGTACCATA

Dimer Oligo

2x-6-77-Fw
ATAGGTACCATAATAATAATAATAATAATAATAATAGGAGAGTGTTGTGAGTGTGTGTATAT
ACGAATATTATAATAAGAGCAGTAATAATAATAATAATAATAATAATAATAATAATAGGAGA
GTGTTGTGAGTGTGTGTATATACGAATATTATAATAAGAGCAGTAATAATAATAATAGGTAC
CATA

Mut_Dimer Oligo

2x-6-77Tmut_Fw
ATAGGTACCATAATAATAATAATAATAATAATAATAAAAAAATATTATAAATATATATATATAT
AAATATTATAATAAAAATAATAATAATAATAATAATAATAATAATAATAATAATAAAAAAATAT
TATAAATATATATATATATAAATATTATAATAAAAATAATAATAATAATAATAGGTACCATA



