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Table 2. Oligonucleotides for construction of chimeric and truncated e-cyclases and site-directed

mutants
Construct Primer name and junction |Primer sequence*
Lse/Ste 262/108 (none) ELGG/PRVS Used conserved Avall sites
L se/Ste 285/6 (none) YDPD/LGLQ Used Bglll sites
Lse/Ate 323/320 Lse323N KIFF/EETC Cgaagaatatttttgttggagaca
Ate324C aggagacatgtttggcctcaa
Lse/Ate 443/435 Lsed443N WPLE/RKRQ ttcaagtggccacaatgtttc
Ated44C aggaaaagacagagagcattctt
Lse/Ate 461/453 Lsed461IN IVLM/DTEG attagcacgatgtgtgatagtcc
Ated62C ggataccgaaggcattagaag
L se/Ate 498/490 Lse498N IIFA/LYMF gcaaatattatcaaatccgttgaaga
Ate499C tttatacatgttcgtcatttcaccaaa
Ate/Lse 390/395 Ate394AN ATGY/SVVR tagcctgttgegggatgta
Lse395C ttcagttgttcgatctttgtcag
AtelLse 408/413 AteN412 VIAE/ILRQ tctgegatgactgatgeatatt
LseC314 (typo by vendor) gattttaagacaagatcaatctasagagatg
AtelLse 420/430 AteN429 QINS/NISK ctgttgatctgtttggtagtctcttc
LseC430 taacatttcasaacaagcatgggaaa
Ate/Lse 440/450 AteN449 RQRA/FFLF atgctctctgtcttttectttctg
LseC450 tctttctattcggactatcacacatc
AtelLse 455/465 AteN464 FDTE/GTRT cttcggtatcgaattgaactatgag
LseC465 gaacacgtacatttttccgtactttc
Ate (none) FuI.I length cDNA in pBluescript SK-; not alacZ
fusion
Ate A1IN EPS-A11 (Ncol) caAcCatggcggtttcaacatttcc
Ate AS8N EPS-A59 (Ncol) tgtgCCAT ggtgagagaagatttcgctgac
Ate A82N EPS-A82 (Ncol) ttcCCatgGagcagaacaaagatatggatga
AteA88N EPS-A88 (Ncol) aagCCatggatgaacagtctaagcttgttg
Ate A103N (none) Used Munl/mung bean + fused to Ncol/Klenow of
pTrcHisA
Ate A23C Ate/K511tag (=taa) gatgattgatgagaccttAtctcaaattgtttggtg
Ate ALIVQF447-
52/SHIVLM Ate/456-61SHIVLM (Dralll) gectteggtatcCaTtAgCacGatgT gtgA aagaccaaagag
Ate L448H Atel 457H/Fspl ggtatcgaattgaactatgT gCgcaagaccaaagagaaag
Ate L448D Atel 457D/EcoRV ggtatcgaattgaacGatA T Ctgcaagaccaaagagasag
Ate L448R Atel 457R/BssHI| ggtatcgaattgaactalgCgCqgcaagaccaaagagaaag
Ate A447D AteA456D/Bdll| cgaattgaactatgagA T cT agaccasagagaaagaatgc
Full length cDNA in pBluescript SK-; not alacZ
Lse (none) .
fusion
Lse A92N (none) Used pre-existing Ncol; fusion in TrcHisA




Used Munl/mung bean + fused to Ncol/Klenow of

Lse A107N (none) pTrCHIsA

Lse A23C Lse/M511tag atgtctaaccagttccT Atctcaagetgtgaggtge

Lse H457L Lse/HA57L ccctctagatceattagcacgatgA gtgatagtccgaatagaaag
Lse H457D LseH457D/EcoRV cctctagatccattagcacgatAtCtgatagtccgaatagaaag

Lse H457R Lse/H457R/Xhol ctagatccattagcacgat T CT CgaGagtccgaatagaaagaagg
Lse L460Q L se/L 460Q gttcectetagatccatt T gcacgatgtgtgatag

* Bases altered or introduced by primers are in bold uppercase | etters. Restriction enzyme sites
introduced by primers are underlined.




