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Short Abstract: Our group is dedicated to the study of ribosome biogenesis. The synthesis of ribosomes is a fundamental 
cellular process, which is present all forms of life. Since ribosome biogenesis consumes a relevant amount of cell resources, 
it must be regulated according to cellular growth and cellular protein content requirements. Therefore, cells must coordinate 
synthesis and folding of the ribosomal RNA, the incorporation of ribosomal proteins, and the balanced synthesis of both ribo-
somal subunits. Interestingly, defects in the functionality of ribosomes have been linked with a large set of diseases grouped 
asas ribosomopathies. During the early events of ribosome biogenesis, the high heterogeneity and flexibility of the particles in 
the initial steps hamper the visualization of molecular structures by high resolution methods as cryo-EM. As an alternative, 
during the last years we have developed several methods including quantitative mass spectrometry and structure probing of 
RNA to characterize the early assembly steps of ribosome biogenesis in Saccharomyces cerevisiae. Since ribosomes consti-
tute a paradigm for the study of ribonucleoprotein particles (RNPs), the knowledge about ribosome synthesis and the me
thods applied can be of broad interest for the scientific community interested in RNPs. Using these methods, we have recent-
ly described the role of the protein Pol5 as a novel assembly factor (AF) of the large subunit. Strikingly, Pol5 also participates 
in the recycling of AFs of the small subunit. I will discuss the possible role of Pol5 in a quality control mechanism that assures 
the balanced production of both ribosomal subunits. In a second part, I will show the use of tethered enzymatic methods for 
the structure probing of RNPs. We used tethered micrococcal nuclease for probing the environment of different AFs in early 
pre-ribosomal particles. This approach allows us to interpret the location of RNA and protein regions that were not observed 
using high resolution methods.
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