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disparate activities of the yeast moonlighting proteins Hal3 and Vhs3
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SUPPLEMENTARY INFORMATION

Supplementary Table S1: List of oligonucleotides

Oligonucleotide
name

Utilization

Sequence

5’-Vhs3CoaC

Construction of pET28a-Vhs3-PD

5’-GGATCCAAGGCTTCATATGGATGACGGCAAGC-3’

3’-Vhs3CoaC

Construction of pET28a-Vhs3-PD

5’-CATCCTCTTCTTCCTCGAGTCACGCAGAAACATCG-3’

5’-Ykl088wCoaC

Construction of pET28a-Cab3-PD

5’-GAGTTCTTTCAGCATATGGACGACAAGAAATTC-3

3’-Ykl088wCoaC

Construction of pET28a-Cab3-PD

5’-CTTGCTCTTTATCTCGAGTTTCTCAGTCCCTAGCTTTC-3’

pDuet_PPZ1°*-5a

Construction ~ of  pET-Duetl
Ppz1®* Hal3 (MCS 1)

5-TTGGCGCGCCTGATAATGCAATCTTCCGGAA-3'

pDuet_PPZ1 T1-3

Construction ~ of  pET-Duetl
Ppz1°® Hal3 (MCS 1)

5'-GGGAAGCTTCAATACACACGCGAAG-3

pDuet_Hal3 5

Construction  of  pET-Duetl
Ppz1°® Hal3 (MCS 2)

5'-GCAAGATCTGACTGCCGTCGCCTCTACT-3

pDuet_Hal3_3

Construction ~ of  pET-Duetl

Ppz1®* Hal3 (MCS 2)

5'-CCGCTCGAGTTATTGATGCTTATCTATT-3

Supplementary Table S2: List of plasmids

Plasmid Utilization Origin/ Reference
PENTRAT-Hal3P Construction of pETDuet-1_Hal3™_Cab3"® This work
PENTRAT-Vhs3™P Construction of pETDuet-1_Vhs3"P_Cab3™ This work
pET28a-Cab3"P Attempted expression of 6xHis-Cab3"° This work
pET28a-Hal3"™ Expression of 6xHis-Hal3™® Ref. 1
pET28a-Vhs3P Expression of 6xHis-Vhs3™® This work
PET28a-Vhs3P-H45oA Expression of 6xHis-Vhs3"P-H4594 This work
PETDuet-1_Cab3™ (MCS2) Construction of pETDuet-1 plasmids This work
PETDuet-1_Hal3"_Cab3"™® Co-expression of 6xHis-Hal3"° and Cab3™® This work
pETDuet-1_Hal3™P-"784 Cap3™P Expression of 6xHis-Hal3"P-"37%4 and Cab3"™P This work
PETDuet-1_Vhs3"°_Cah3™ Co-expression of 6xHis-Vhs3™ and Cab3"° This work
pPROEX-Hta-HsCoaC Expression of 6xHis-HsCoaC Ref. 2
pGEX6P1-Hal3 Expression of GST-Hal3/Construction of pET28a-Hal3"™® Ref. 3
pGEX6P1-Vhs3 Construction of pET28a-Vhs3™ Ref. 3
PGEX6P1-YkI088w Construction of pET28a-Cab3™® Ref. 4
pGEX6P1-Hal3_H378A Construction of pETDuet-1_Hal3"P-H378A Cah3FP Ref. 4
pGEX6P1-Vhs3_H459A Construction of pET28a-Vhs3PP-14594 Ref. 4
PGEX6P1-Ppz1®*™ Expression of GST-Ppz1(A1-344) Ref. 3
PETDuet-1_Ppz1°* Hal3 Co-expression of 6xHis-Ppz1°* and Hal3 This work
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Supplementary Fig. S1. SEC calibration curve. Calibration curve used to determine the size of the
protein and complex peaks in the SEC elution profiles shown in Figure 4b—f.
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Supplementary Fig. S2. Heat-induced changes in the PD proteins’ absorbance at 222 nm.
Normalised absorbance data collected simultaneously with the circular dichroism data shown in
Figure 6a.
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Supplementary Fig. S3. Typical changes in the visible CD spectra of the PD proteins observed
as a function of temperature. CD spectra of the Hal3"®/VVhs3"/Cab3™ complex obtained at
increasing temperatures (as indicated by the arrow), with the legend next to the figure indicating the
temperature at which the respective spectra were obtained.
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