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For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
reviewers. We strongly encourage code deposition in a community repository (e.g. GitHub). See the Nature Portfolio guidelines for submitting code & software for further information.
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All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy
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Life sciences study design
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Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods

(https://git.ecdf.ed.ac.uk/sgrannem/pycrac) and mapped to the yeast

genomic reference sequence Saccharomyces_cerevisiae. R64-1-1.75 using

NovoAlign-2.07 (http://www.novocraft.com). Plots of reads aligned

to the 35S rRNA sequence were made with the pyPileup module of pyCRAC

Secondary RNA structure prediction server: ViennaRNA

Microscopy images were acquired by Openlab software and processed using ImageJ (v2)

Figures of molecular structures created by PyMOL (2.2.0)

Sequence alignment: generated by MAFFT software (v7), visualized with Jalview (v2.11.1.4)

Protein structural modelling: Phyre2 server (http://www.sbg.bio.ic.ac.uk/phyre)

RNA 3D structure prediction: RNAcomposer

FRET measurements: data analysis and plots were made using OriginPro 2020 (64-bit) SR1 (9.7.0.188)

All datasets generated in the study are deposited in repositories with unique identifiers and are made public: SWATH-MS and XL-MS datasets can be found at the
ProteomeXchange Consortium via the PRIDE partner repository with unique identifiers PXD016320 and PXD024131, respectively. The CRAC-dataset has been
deposited into the Gene Expression Omnibus database Accession No. GSE174587. All source data are provided as a source file along with the manuscript.

Samples for mass spectrometry were prepared, processed and acquired in biological triplicates. All biochemistry and cell-biological studies

were performed with defined components (Puf6/protein and RNA constructs), hence in these instances sample size is not applicable.

All the mass spectrometry, biochemical, bio-physical and cell-biological analyses are presented. No data was excluded.

All experiments were performed at least 2-3 times; where applicable p values and appropriate errors are provided and stated in the Figure
Legend/Text.

Mass spectrometry: Due to the small sample size (12 samples), the samples could all be processed and measured in a single batch. No batch
effect was observed (Supplementary Fig. 1F)

Biochemical and cell-biological studies were carried out with defined components (Puf6/protein and RNA), hence randomization is not
applicable.

All mass spectrometry biochemical and biophysical employ defined components (Puf6/protein, RNA) and cell-biological studies employed
defined yeast cells expressing GFP-fusions, hence blinding is not relevant.




