Table 3. Plasmid details

pralF’ 11790N2 GGAATTCGAGCTCAGACTAAAGGAGCAGATTATG pMMB207 EcoRIl Xbal
1179C3 GCTCTAGATCAAACTATCGAGGCCATTTC

pSB-ralF-M45 11790N2 GGAATTCGAGCTCAGACTAAAGGAGCAGATTATG pSB616 EcoRI Ncol*
11790C CATGCCATGGAAAATTTTAATTGTCTACCTTTTTC

pralF-M45 Subcloned from pSB-ralF-M45 pMMB207 EcoRIl Xbal

pM45-ralF 11790N CGGGATCCTTATGCATCCAGAAATTGAAAAAG pMMB207- BamHI Xbal
1179C3 GCTCTAGATCAAACTATCGAGGCCATTTC N45NT

pcya-ralF CyaNN GAAGATCTTACAGCAATCGCATCAGGCTGG pM45-ralF Bglll BamHI"™
CyaNCNotl CGGGATCCGCGGCCGCCTGTCATAGCCGGAATCCTGG

pcya CyaNN GAAGATCTTACAGCAATCGCATCAGGCTGG pM45-ralF Bglll BamHI™+*
CyaNCfs CGGGATCCCTGTCATAGCCGGAATCCTGG

pralF s0s-cya ClaXbaCya GCATCGATTCTAGAATGCAGCAATCGCATCAGGC pM45-ralF Clal Psa*"
CyaPst GCGCTGCAGTTAGTCATAGCCGGAATCCTGGC

pralF-cya Seq1485 GGACAAACCAAAGAGTCAATCG pralF\30s-cya Clal Xbal
RalFXbaNew | GCTCTAGAAAATTTTAATTGTCTACCTTTTTC

pralFi 194 11740N2 GGAATTCGAGCTCAGACTAAAGGAGCAGATTATG pMMB207 EcoRl Xbal*
S7-194r CCGAGCTCTAGATTACAACTCAAAAGGTTTGGCTTTAATC

pecya-ralF) . jo4 11790N1 CGGGATCCTTATGCATCCAGAAATTGAAAAAG pcya-ralF BamHI Psd’
pMMB2073 CAGACCGCTTCTGCGTTCTG

pralF 339 11790N2 GGAATTCGAGCTCAGACTAAAGGAGCAGATTATG pMMB207 EcoRl Sall
ralF+340 GATCGTCGACTTAGTTATCATATGCTTTTATTAAATC

pcya-ralF 339 11790N1 CGGGATCCTTATGCATCCAGAAATTGAAAAAG pcya-ralF BamHI1 Pstl
pMMB2073 CAGACCGCTTCTGCGTTCTG
Seq1485 GGACAAACCAAAGAGTCAATCG pcya-ralF Clal  Pstl




and

peya-ralF) 34 345C GCGCTGCAGTTAAATGAGTTTTTTCTGGTTATC
peva-ralF 39 350C GCGCTGCAGTTAGTTTCTCTCAATCGTAATGAG
peya-ralF) 3s4 355C GCGCTGCAGTTACTCCTTAAGTGCCAGGTTTC
peya-ralF) 359 360C GCGCTGCAGTTAATCTTTGGGAACGCCCTCC
peya-ralF) 364 365C GCGCTGCAGTTACATTTCAGCGTCTGGATCTTTG
peva-ralF 369 370C GCGCTGCAGTTAACCTTTTTCTTTTTGCATTTC
pcya-ralF 379 371C GCGCTGCAGTTATCTACCTTTTTCTTTTTGCATTTC
peya-ralF) 371 372C GCGCTGCAGTTATTGTCTACCTTTTTCTTTTTG
peya-ralF 37 373C GCGCTGCAGTTATAATTGTCTACCTTTTTCTTTTTG
peva-ralF 373 374C GCGCTGCAGTTATTTTAATTGTCTACCTTTTTC
peva-ralFi6.374 16N CGGGATCCTTTTCAATGCCAAGCCAAAAAATG peva-ralF BamHI Pstl
peva-ralFyns74 | 222N CGGGATCCTTTTCTTGCATTCAACGGATGTAAAC
peya-ralFsga74 | 301N CGGGATCCTTACCAAAGAGTCAATCGATTTG
peva-ralFsas74 | 340N CGGGATCCTTCAGAAAAAACTCATTACGATTG
peva-ralFsass7s | 345N CGGGATCCTTACGATTGAGAGAAACCTGGC
peya-ralFssos74 | 350N CGGGATCCTTCTGGCACTTAAGGAGGGCG
peya-ralFsssas | 355N CGGGATCCTTGGCGTTCCCAAAGATCCAGAC
peva-ralFse.374 | 360N CGGGATCCTTCCAGACGCTGAAATGCAAAAAG
peya-ralFsess7s | 365N CGGGATCCTTCAAAAAGAAAAAGGTAGAC
peya-ralFsioa74 | 370N CGGGATCCTTAGACAATTAAAATTTTAATCC
and
RalFC4 GCGCTGCAGTCTAGACAAACTATCGAGGCCATTTC
Seq1485 GGACAAACCAAAGAGTCAATCG pcya-ralF Clal Pstl
and
peya-ralFi sy 372V GCGCTGCAGTTAAAATTTTACTTGTCTACCTTTTTCTTTTTG




peya-ralFismor
pcya-ralFis7op
peya-ralFisms
pcya-ralFi st
peyva-ralFisna
pcya-ralFxsie
peya-ralFxs;a

pcya-ralFK373R

372F
372P
3728
372T
372A
373E
373A
373R

GCGCTGCAGTTAAAATTTAAATTGTCTACCTTTTTCTTTTTG
GCGCTGCAGTTAAAATTTTGGTTGTCTACCTTTTTCTTTTTG
GCGCTGCAGTTAAAATTTTGATTGTCTACCTTTTTCTTTTTG
GCGCTGCAGTTAAAATTTTGTTTGTCTACCTTTTTCTTTTTG

GCGCTGCAGTTAAAATTTTGCTTGTCTACCTTTTTCTTTTTG

GCGCTGCAGTTAAAATTCTAATTGTCTACCTTTTTCTTTTTG
GCGCTGCAGTTAAAATGCTAATTGTCTACCTTTTTCTTTTTG
GCGCTGCAGTTAAAATCTTAATTGTCTACCTTTTTCTTTTTG

pIV450-cya-ralF

Subcloned from pcya-ralF

pIV450

EcoRI1 Sacl/Pstl
(blunted)

Forward primers are listed first followed by the reverse primer. Restriction enzyme sites used in plasmid construction are bold.

*These plasmids represent intermediate products and were not used in the experiments described in the text.

TpMS107 was used as a PCR template.

tPCR fragments were digested with Bg/ll and BamHI. The resulting fragments were ligated into BamHI-digested pM45-ralF. The resulting plasmids in the right orientation

have unique BamHI sites at the junction of the cya and the ralF’ genes.

§pcya has a frameshift at the junction of the cya and the ralF genes. The resulting gene expresses a Cya protein with an 8-aa extension on the C terminus as shown in Fig. 14.

YIpralF.194 and pralF 339 was used as a PCR template, respectively. The reverse primer (p)MMB2073) anneals to DNA downstream of the cloning sites in these plasmids.




