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Validation

generated in this study have been deposited in the PRoteomics IDEntifications Database (PRIDE; https://www.ebi.ac.uk/pride/archive/projects/PXD026458). For
Molecular Dynamics Simulations trajectories and analysis: the data is available upon request. The simulation setup and analysis procedure is detailed in the
Methods section and can be easily replicated by anyone with access to MD simulation packages.

No statistical methods were used to predetermine sample size. The technical replicates for the HDX study were designed based on reasonable
yield of recombinant receptor that could be obtained for each construct (WT and mutants). HDX-MS samples for constructs were obtained
from independent exchange reactions and analyzed across a wide time range (20sec, 1min, 10min 60 min) in duplicate. The experiments were
performed at least two times. Experiments were based on the recommendations provided in the “white paper” for HDX-MS measurements
(https://www.nature.com/articles/s41592-019-0459-y).

No data was excluded from the HDX analysis. Poor quality diffraction data from crystals with unit cell parameters damaged by radiation were
excluded.

All attempts for sample replication in the HDX study were successful. Two independent samples of different protein constructs were tested at
different time points in each experiment. The experiments were repeated at least two times freshly purified proteins.

The HDX-MS experiments were design to qualitatively differentiate CD47 mutants; randomization is not relevant for this study. Experiments
did not allocate experimental groups.

Blinding is not relevant to this study as no subjective allocation was involved in any of the structural and HDX experiments.

The Fab from the literature antibody B6H12 was used in this study for structural studies. The antibody is commercially available and
its sequence available. CC-90002 is a clinical molecule developed by Bristol Myers Squib.

The mAb B6H12 and CC-90002 was expressed in ExpiCHO-S cells according to manufacturers instructions. Ab binding to recombinant
human full length CD47 confirmed in biophysical experiments and in the crystal structure. The binding of the antibody B6H12 to
human CD47 receptor has been described in various studies, recently by Pietsch et al., Blood Cancer Journal 2017 (Anti-Leukemic
activity and tolerability of anti CD47 monoclonal antibodies). The development and characterization of CC-90002 is described by
Narla et. al., Cancer Immunology, Immunotherapy 2021 (Modulation of CD47-SIRP! innate immune checkpoint axis with Fc-function
detuned anti-CD47 therapeutic antibody).




