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Supplementary Tab. 1 Bacterial strains and plasmids used in this study

Strain and plasmid Relevant trait(s) Source or

reference

Strains
E. coli BL21 (DE3) F ompT gal decm lon hsdSp(rg” mg) Novagen
MDE3)
E. coli TOP10 F-  mcrA  A(mrr-hsdRMS-merBC) Invitrogen
¢80lacZAM15 AlacX74 nupG recAl
araD139 A(ara-leu)7697 galE15 galK16
rpsL(Str) endA1 A

Plasmids

pPQE30crtCr, pPQ30; carries the BamHI/Kpnl (Steiger et al.
fragment with crtC from R. gelatinosus ~ 2003)

pTert3 pBluescript SK(+); carries the wild-type (Kovacs et al.
BamHI-Sacl fragment of the crtDC 2003)
operon of 7. roseopersicina

pET15-b E. coli general expression vector with Novagen
N-terminal His tag; Amp'

pET15b_CrtCrg, pET15-b  with 1252-bp Ndel/Xhol this work
fragment from pPQE30crtCgrg

pET15b_CrtCry pET15-b with 1249-bp Ndel/Xhol this work

fragment from pTert3
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Supplementary Fig. 1 Structure of substrates used for substrate specificity studies of

R. gelatinosus and T. roseopersicina carotenoid 1,2-hydratase



(x1.000,000)

Supplementary Fig. 2 GC separation of products formed in vitro by Escherichia coli
extract expressing RgCrtC (pink line) and TrCrtC (blue line) using the substrate
geranylgeraniol (RT 27 min). Obtained product is indicated with arrow (RT 41 min).

Extract with empty vector pET15-b served as negative control (black line)
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Supplementary Fig. 3 Stability of RgCrtC (filled circle) and TrCrtC (empty circle) at

different pH (a) and temperature (b) values. The remaining activity was assayed under

standard assay conditions after the cell-free extracts had been incubated in the

corresponding buffers (pH 4.3 to pH 9.0) or at the indicated temperature (5-50°C) in 50
mM Na,HPOj4 sodium phosphate (pH 8.0) for 30 min
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Supplementary Fig. 4 DNA (a) and amino acid (b) sequence alignment of RgCrtC and

TrCrtC. Identical bases/amino acids are highlighted with a star
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Supplementary

Fig. 5 SDS-PAGE (10%) analysis (a) and amino acid sequence

alignment (b) of the wildtype and the truncated CrtC. M Precision plus protein standard;

a whole cells before induction; b whole cells after induction with 0.1 mM IPTG and
expression overnight at 25°C; [ pET15-b; 2 TrCrtC wildtype (38 and 44 kDa); 3 TrCrtC
truncated (39 kDa); 4 RgCrtC wildtype (44 kDa); 5 RgCrtC truncated (39 kDa)
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