
XXVI Congresso Nazionale della Società Chimica Italiana CSB OR02 
 

246 
SOMMARIO - PROGRAMMA - PREMI - PLENARIE - ORALI - POSTER - AUTORI 

Structural and mechanistic insights into iron processing and biomineralization by 
vertebrate ferritins 

Cecilia Pozzia, Silvia Ciambellottib,c, Caterina Bernacchionib,c, Flavio Di Pisaa, Paola Turanob,c 
and Stefano Mangania,b. 

a Department of Biotechnology, Chemistry and Pharmacy, University of Siena, Siena, Italy; b CERM, 
University of Florence, Sesto Fiorentino (FI), Italy; c Department of Chemistry, University of Florence, Sesto 

Fiorentino (FI), Italy; pozzi4@unisi.it 
 
Ferritins are ubiquitous multimeric protein systems showing a nanocage structure able to include 
thousands of iron atoms as oxoferric biomineral. In mammals, these twentyfour-mer protein shells 
are generally heteropolymers composed by two different types of subunits classified, according to 
their relative molecular weight, as heavy H and light L (183 and 175 amino acids, respectively, in 
human chains). The relative ratios between the two types in heteropolymers is tissue-dependent: 
ferritins in iron storage organs (e.g. liver and spleen) are richer in L-subunits, while those with fast 
iron metabolism (e.g. brain and heart) are richer in the H type. The H-subunit contains a ferroxidase 
center characterized by the so-called Fe1 and Fe2 sites and able to rapidly oxidize Fe2+ to Fe3+. 
Besides the high structural conservation of the catalytic center, the mechanism by which the 
ferroxidase reaction occurs is not fully understood and different models have been proposed. We have 
developed a soaking/flash freezing method to allow aerobic and anaerobic addition of iron(II) to frog 
and human ferritin crystals (1,2,3) Multi-wavelength anomalous diffraction data have been exploited 
to unambiguously detect iron atoms. Through this method we have observed for the first time the iron 
binding sites in X-ray crystal structures of vertebrate ferritins and how they become populated with 
time (1,2,3). Interestingly, accessories transient metal sites have also been identified in the proximity 
of the ferroxidase site and demonstrated to play a key role in the reaction turnover (3,4). On the other 
hand, L-subunits lack the ferroxidase site, and hence iron incorporation in nanocages rich in L-chains 
is much slower. Nevertheless, homopolymeric L-ferritins are able to biomineralize iron. The proposed 
mechanism involves the presence of a putative nucleation site on the inner cage surface (5). Through 
a time-dependent series of X-ray crystal structures of iron-loaded homopolymeric human L-ferritin 
we have observed the progressive formation of a triiron cluster on the inner cage surface of each 
subunit (6). After 60 minutes exposure, a fully formed (P3-oxo)tris[(P2-peroxo)(P2-glutamato-
NO:NO’)](glutamato-NO)(diaquo)triiron(III) anionic cluster was clearly visible in a structure 
determined at 1.98 Å resolution. The functional significance of the protein carboxylates involved in 
the coordination of the metallocluster for biomineralization was clearly demonstrated by the lower 
iron oxidation rate measured in the E60A-E61A-E64A triple variant of human L-ferritin. A similar 
metallocluster was also observed in the lower resolution (2.22 Å) structure of horse spleen ferritin, 
suggesting that it constitutes a common feature of mammalian ferritins representing the yet 
unobserved, nucleation site of L-type proteins. This cluster structure is unprecedent in biological 
systems even though it shows striking structural similarities to a synthetic hexanuclear iron cluster 
reported about 20 years ago and proposed as possible model of a ferritin biomineral (7).  Structural 
data, together with stopped-flow kinetic data, provide new clues to explain the ferroxidase and 
biomineralization processes in vertebrate ferritins. 
 
References: 1. I Bertini, D Lalli, S Mangani, C Pozzi, C Rosa, EC Theil, P Turano, JACS 2012, 134, 6169-6176. 2. C 
Pozzi, F Di Pisa, C Bernacchioni, S Ciambellotti, P Turano, S Mangani, Acta Crystallogr D Biol Crystallogr. 2015, 71, 
1909-1920. 3. C Pozzi, F Di Pisa, D Lalli, C Rosa, EC Theil, P Turano, S Mangani, Acta Crystallogr D Biol Crystallogr. 
2015, 71, 941-953. 4. C Bernacchioni, C Pozzi, F Di Pisa, S Mangani, P Turano. Chemistry. 2016, 22, 16213-16219. 5. 
T Granier, G Comberton, B Gallois, BL d'Estaintot, A Dautant, RR Crichton, G Précigoux, Proteins. 1998, 31, 477-485. 
6. C Pozzi, S Ciambellotti, C Bernacchioni, F Di Pisa, S Mangani, P Turano, Proc Natl Acad Sci U S A. 2017, 114, 2580-
2585. 7. I Shweky, LE Pence, GC Papaefthymiou, R Sessoli, W Yun, A Bino, SJ Lippard, J. Am. Chem. Soc. 1997, 119, 
1037-1042.  


