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Figure S1 Sequence alignment of S. cerevisiae CYP51 (Uniprot: A6ZSRO0), C. albicans
CYP51 (Uniprot: P10613) and A. fumigatus CYP51A (Uniprot: Q4WNTS5) and B (Uniprot:
Q96W81). The alignment was carried out using the T-coffee server (Espresso) using pdb 4k0f as a
reference (1). The conserved tyrosine Y 140 is highlighted in yellow while G310, T322 and G464 are
highlighted in red (S. cerevisiae numbering).

Figure S2 Sites of mutation in C. albicans and A. fumigatus CYP51 (residues G464 and K151
in ScErgllp). The main chain is indicated as a grey ribbon and fluconazole is indicated as
sticks (C atoms cyan, N atoms blue, O atoms red and F atoms pale blue). The heme cofactor is
also shown as sticks (magenta C atoms). Hydrogen bonds between the water molecule at G464
and the heme propionate as well as K151 and the second heme propionate are shown (yellow
dashed lines). Hydrogen bonding is also shown between HOH743, FLC, heme and Y140, as

well as between HOH790, FLC, and S382.
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Table S1. Data collection and refinement statistics.

PDB code

Space group
Resolution range (A)
Unit cell axes (A)
Diffraction source
Wavelength (A)
Total reflections
Unique reflections
Average redundancy
Completeness (%)
<l/o(I)>

Wilson B-factor

4WMZ

P12:1

37.84-2.05 (2.11 - 2.05)
a=7724,b=6521 ¢ =81.02

Australian Synchrotron MX1

0.954
293689
47935
6.1(5.3)
95.6 (84.6)
12.4 (1.4)

334

Rierge’ 0.083 (0.953)
CC(172) 0.998 (0.634)
Refinement

Rerystef 0.20 (0.30)

Rfree§ 0.23(0.32)
Number of reflections 47899 (2351)
Number of atoms in model

Protein 4304

Ligand 22

Water molecules 155
Deviation from ideal bond lengths* (A) 0.008
Deviation from ideal bond angles8* (°) 1.1
Ramachandran analysis (%)
Preferred 96.5
Allowed 32
Residues in disallowed regions 0.2
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61 T Rmerge = Zhki Zi [li(hkl) — [1(hkD)]| / Zhkt Zi 1i(hkl).
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I Reryst = Znki [Fobs-Feale|/ Znki [Fobs| computed over a working set composed of 95% of data.
§ Riree = Znki |Fobs|-|Feale| / Znki [Fobs| computed over a test set composed of 5% of data.

*The parameters for ideal values for bond lengths and bond angles used were defined by

Engh and Huber (2). The validation statistics were obtained from Aimless (3) and Phenix (4).

Table S2:

CSD codes used for Fe-N and Fe-S distances respectively.

Fe-N

ABIVOX, ABIWAK, ABIWEO, AFADAN, BANTIV, COQHUM, COQJEY, DUPLOP,
EVINAZ, EVINED, EVINIH, EVINON, FENBAB, HEPREA, HERDOY, IXIDUO,
IXIFAU, JAQVOM, JAQWAZ, JEHVAU, JITSUB, KABWAN, KABWER, NEZXOG,
PAVDIA, PAVDOG, PAVDOGO01, PAVDUM, POLNUA, QEHFIT, QIYROG, QUISAT,
QOFMUU, SAJFAL, SAJFALO1, TESLUY, TESMAF, TETWUK, , UCIVEH, UCIVIL,
WOQCOV, WOQCUB, WOQCUBO01, WOQDIQ, WOQDOW, YIVSEB, DEDLAB,
DEDMEG,

Fe-S; KULWOD, PIMVFEO1, SAXTEQ, YEHDAR
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