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Supplemental tables

Table S1. Features of the hTF structures deposited in the Protein Data Bank.
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* indicates that the metal is bound to some residues of the iron-binding site, but the lobe is not in the closed conformation.




Table S2. Data collection and refinement statistics. Values in brackets refer to the highest resolution

shell.

Au-hTF adduct

Crystal data
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Supplemental figures
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Figure S1. Fluorescence spectra of apo-hTF (0.5 uM) in the absence and in the presence of increasing
concentration of aurothiomalate in 10 mM HEPES at pH 7.5 and 25 °C upon excitation at A) 280 nm
(excitation bandwidth = 5 nm; emission bandwidth = 5 nm) and B) 295 nm (excitation bandwidth =
10 nm; emission bandwidth = 5 nm). Protein emission intensity dropped steadily with increasing
concentration of the metal compound.
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Figure S2.Far-UV CD spectra of apo-hTF (3 uM) in the absence and in the presence of
aurothiomalate in 1:1, 1:3, 1:5, 1:20 protein to metal molar ratio in 10 mM HEPES at pH 7.5 and 25
°C after A) 16 h or B) 5 days of incubation at 20 °C. The protein retains its secondary structure upon
the metal compound binding.



Figure S3. N-acetylglucosamine (NAG) moieties close to residues Asn413 (chains B) in the
structure of Au-hTF. 2F,-F. electron density maps are shown at 1.0 ¢ in gray.
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Figure S4. Au-hTF N-lobe iron binding residues in A) A and B) B chains and Au-hTF C-lobe iron
binding residues in C) A and D) B chains. 2F,-F. electron density maps are shown at 1.0 ¢ in gray.
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Figure S5. Representation of Ca trace of the N-lobes of Au-hTF chain B, apo-hTF (PDB code 2HAYV,
chain B), Fen'Fec-hTF (PDB code 3QYT), Bin'Fec-hTF (PDB code 4HOW), and holo-hTF (PDB
code 3V83, chain B) after superimposition of the N2 subdomain. “Fully closed” (holo-hTF) and “fully
opened” (apo-hTF) conformations are in green and blue, respectively. The “partially opened”
conformations of hTF observed in Fen'Fec-hTF and Bin'Fec-hTF structures are in gray and pink,
respectively. The structure of Au-hTF chain B is in orange.
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Figure S6. Crystal packing close to side chain of His289 in chain A; this residue has been identified
as an Au binding site in chain B. Symmetry-related molecules are in light gray.
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Figure S7. Conformations adopted by the side chains of His207 and Tyr238 in A) chain A, where a
gold ion is observed, and B) chain B. 2F,-F. electron density maps are shown at 1.0 ¢ in gray.
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Figure S8. Gold ion binding close to the side chains of A) His473, B) His25 and His273, and C)
His598, His606 and His642 in the Au-hTF chain B (light orange for N-lobe and light green for C-
lobe) superimposed to the corresponding residues of apo-hTF chain B (blue, PDB code 2HAV).
Residues 461-470 were superimposed in panel A; residues 13-25 were superimposed in panel B;
residues 594-608 were superimposed in panel C.
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Figure S9. The “di-lysine interaction” in the structures of apo-hTF (blue, PDB code 2HAYV, chain A),
Fex'Fec-hTF (gray, PDB code 3QYT), Bin'Fec-hTF (pink, PDB code 4HOW), and holo-hTF (green,
PDB code 3V83, chain A). The N1-subdomains of the four proteins are superimposed. The interaction
between Lys206 (from N1-subdomain) and Lys296 (from N2-subdomain) stabilizes its “fully closed”
conformation of the holo-form.
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Figure S10. Salt bridge formed by Lys296 and Asp63 in A) chain A and B) chain B of apo-hTF (PDB
code 2HAV).
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Figure S11. On the top, comparison of the N-lobes in A) chain A and B) chain B of Au-hTF and apo-
hTF (blue, PDB code 2HAV) after superimposition of the N2 subdomain. On the bottom, comparison
of the C-lobes in C) chain A and D) chain B of Au-hTF and apo-hTF (blue, PDB code 2HAV) after
superimposition of the C2 subdomain.
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