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Materials and Methods

Strain Construction

CaLC501: The plasmid pLC340 was digested with KpnI and SacI to liberate the cassette to C-terminally TAP tag the native HSP90 allele in CaLC239.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC313 and oLC319 as well as oLC316 and oLC319.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.
CaLC502: The plasmid pLC340 was digested with KpnI and SacI to liberate the cassette to C-terminally TAP-tag the only HSP90 allele in CaLC367.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC313 and oLC319 as well as oLC316 and oLC319.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.

CaLC590:  The plasmid pLC340 was digested with KpnI and SacI to liberate the cassette to C-terminally TAP-tag the only HSP90 allele in CaLC367.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC313 and oLC319 as well as oLC316 and oLC319.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.  Then plasmid pLC353 was digested with KpnI and SacI to liberate the cassette to C-terminally tag CNA1 with the 6xHISFLAG tag.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC342 and oLC295 as well as oLC292 and oLC343.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.  
CaLC857:  The plasmid pLC353 was digested with KpnI and SacI to liberate the cassette to C-terminally tag CNA1 with the 6xHISFLAG tag in CaLC239.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC342 and oLC275 as well as oLC343 and oLC274.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.  
CaLC858:  The plasmid pLC353 was digested with KpnI and SacI to liberate the cassette to C-terminally tag CNA1 with the 6xHISFLAG tag in CaLC367.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC342 and oLC275 as well as oLC343 and oLC274.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.
CaLC860: The plasmid pLC350 was digested with KpnI and SacI to liberate the CNA1 knock out cassette and was transformed into CaLC239.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC275 and oLC590 as well as oLC274 and oLC343.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette. The plasmid pLC353 was digested with KpnI and SacI to liberate the cassette to C-terminally tag the other allele of CNA1 with the 6xHISFLAG tag. For NAT resistant transformants, proper integration was verified by PCR using primers oLC342 and oLC275 as well as oLC343 and oLC274.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.  Presence of the deleted allele was verified by PCR using primers oLC433 and oLC436.  

CaLC861:  The plasmid pLC406 was linearized with EcoNI to place the UTR2p-lacZ construct in CAI-4.  For Ura+ transformants, proper integration was verified by PCR using primers oLC661 and oLC621. 
CaLC908:  The plasmid pLC350 was digested with KpnI and SacI to liberate the CNA1 knock out cassette and was transformed into CaLC239.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC275 and oLC590 as well as oLC274 and oLC343.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.  
CaLC909:  The plasmid pLC350 was digested with KpnI and SacI to liberate the CNA1 knock-out cassette and was transformed into CaLC908 to create a cna1 null strain.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC275 and oLC590 as well as oLC274 and oLC343.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.  Presence of the deleted allele was verified by PCR using primers oLC590 and oLC343 and absence of an intact CNA1 allele was verified by PCR using primers oLC588 and oLC591. 
CaLC432: The plasmid pLC329 was digested with KpnI and SacI to liberate the cassette to replace the native HSP90 promoter with the MAL2 promoter and was transformed into CaLC367. For NAT resistant transformants, proper integration was verified by PCR using primers oLC308 and oLC275 as well as oLC309 and oLC274.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.

CaLC912: The plasmid pLC353 was digested with KpnI and SacI to liberate the cassette to C-terminally tag CNA1 with the 6xHISFLAG tag in CaLC432.  For NAT resistant transformants, proper integration was verified by PCR using primers oLC342 and oLC275 as well as oLC343 and oLC274.  The SAP2 promoter was induced to drive expression of FLP recombinase to excise the NAT marker cassette.

ScLC463:  To construct a cna1∆/cna2∆ double mutant, the BY4742 alpha strain was mated with the BY4741 cna2∆ deletion mutant.  Diploids were sporulated in liquid medium and tetrads were dissected to obtain alpha haploid meiotic progeny.  Presence of the cna2∆ deletion was verified by PCR with primers oLC101 and oLC326.  This cna2∆ alpha strain was then mated to the BY4741 cna1∆ deletion mutant and haploid meiotic progeny were picked as above.  Presence of the cna2∆ deletion was verified as above and deletion of cna1∆ was verified with primers oLC101 and oLC102.  
ScLC642:  The plasmid pLC74 was linearized with StuI to place the CDRE-lacZ construct at URA3 in wild-type S. cerevisiae W303.  For Trp+ transformants, proper integration of the construct was verified by PCR using the primers oLC870 and oLC524. 
Plasmid Construction

pLC329:  The MAL2 promoter was excised from plasmid pLC90 (pAU22, [1]) by digestion with NotI and SacII and was cloned into pLC49 at NotI and SacII.  ~350 base pairs of homology upstream of the HSP90 promoter was PCR amplified from SC5314 genomic DNA using primers oLC294 and oLC295 and was cloned into pLC49 containing the MAL2 promoter at KpnI and ApaI.  ~350 base pairs of homology downstream of the HSP90 promoter was amplified from SC5314 genomic DNA with primers oLC296 and oLC297 and cloned into pLC49 containing the MAL2 promoter and the upstream homology at SacII and SacI.  The cassette to replace the native HSP90 promoter with the MAL2 promoter can be excised with KpnI and SacI.  

pLC340:  ~500 base pairs of homology downstream of HSP90 was PCR amplified from SC5314 genomic DNA using primers oLC318 and oLC319 and cloned into pLC49 (pJK863, [2]) at SacII and SacI.  Proper integration was verified by PCR using primers oLC274 and oLC319.  ~500 base pairs of homology to the C-terminal end of HSP90 prior to the stop codon was amplified from SC5314 genomic DNA using primers oLC313 and oLC315.  The TAP tag was amplified from genomic DNA isolated from a S. cerevisiae strain containing the TAP tag (HSC82-TAP, 


[3] ADDIN EN.CITE ) using oLC316 and oLC317.  A fusion PCR was performed to attach the TAP tag to the C-terminal portion of HSP90 using oLC313 and oLC317.  This fusion product was cloned into pLC49 containing the downstream homology at KpnI and ApaI.  Proper integration was verified by PCR with oLC313 and oLC275.  The cassette to C-terminally TAP tag Hsp90 can be excised with KpnI and SacI.  
pLC350:  Homology upstream of CNA1 before the start codon was PCR amplified from SC5314 genomic DNA using primers oLC433 and oLC434 and was cloned into pLC49 at KpnI and ApaI.  Proper integration was verified by PCR using primers oLC275 and oLC433.  Homology downstream of CNA1 after the stop codon was amplified from SC5314 genomic DNA with primers oLC435 and oLC436 and was cloned into pLC49 containing the upstream homology at SacII and SacI.  Proper integration was verified by PCR using primers oLC274 and oLC436.  The cassette to knock out CNA1 can be excised with KpnI and SacI.  
pLC353:  Homology at the end of CNA1 immediately before the stop codon was PCR amplified from SC5314 genomic DNA using primers oLC338 and oLC339, which contains the 6xHISFLAG tag within the primer.  This product was cloned into pLC49 at KpnI and ApaI and proper integration was verified by PCR using primers oLC338 and oLC275.  Homology downstream of the coding region of CNA1 was amplified from SC5314 genomic DNA using primers oLC340 and oLC341 and cloned into pLC49 containing the upstream region of homology at SacII and SacI.  Proper integration was verified by PCR using primers oLC341 and oLC274.  The cassette to C-terminally 6xHISFLAG tag the catalytic subunit of calcineurin can be excised with KpnI and SacI.  
pLC406:  pLC90 (pAU22, [1]) was digested with KpnI and XhoI to liberate the maltose promoter. ~500 base pairs of the C. albicans UTR2 promoter was amplified from SC5314 genomic DNA with oLC616 and oLC617 and was cloned into the pLC90 backbone at KpnI and XhoI.  Presence of the insert was tested by PCR with oLC616 and oLC617.  This plasmid was then digested with BamHI, which is immediately after lacZ and before the MAL2 terminator.  ~500 base pairs of the UTR2 terminator was PCR amplified from SC5314 genomic DNA with oLC618 and oLC660 and was cloned into pLC90 containing the UTR2 promoter at BamHI.  Directionality of the insert was tested by PCR with oLC661 and oLC660.  There is an A to G mutation at -41 and an A to G mutation at -200 but these are not within the CDRE.  The CaUTR2p-lacZ cassette can be linearized for integration using EcoNI.  
E-tests

Resistance of C. albicans strains to CS was determined with Etest strips (AB Biodisk) on RPMI solid medium.  ~105 cells were plated prior to application of a test strip.  Plates were photographed after 48 hours at 30°C in the dark.  
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