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Figure S1. Secondary structure map of the I1 group IIC intron from O. iheyensis. The structural 
domains of our target are annotated with different colors, as follows: orange (D1), blue (D2), purple (D3), 
wheat (D4) and red (D5). 
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Figure S2. Mass photometry optimization. (a) Distribution of molecular weights of our RNA size ladder. 
From left to right, peak of 75 kDa (200 nucleotides), 151 kDa (500 nucleotides), 316 kDa (1000 
nucleotides), 644 kDa (2000 nucleotides) and 1,273 kDa (4000 nucleotides). (c-f) D1-5 concentration 
screening. The sample concentration is indicated below each panel, along with the number of binding 
events observed for the estimation of the molecular weight of the sample (indicated above each panel). 
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Figure S3. D1-5 negative staining images. (a) D1-5 negative staining image acquired from a grid 
prepared at 0.1 μM concentration. (b)  D1-5 negative staining image acquired from a grid prepared at 0.2 
μM concentration. Both images were taken at -2 μm defocus on a Tecnai T12 microscope. The scale bar 
(100 nm) is indicated at the bottom of each micrograph. 
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Figure S4. D1-3 data processing pipeline (dataset obtained at -9 blot force, 2 s blot time 
values). Grids were prepared at a sample concentration of 28 μM. The acquired micrographs were 
processed in WARP for motion correction, CTF estimation, particles picking and extraction with 260-
pixel box size. Successive data processing, 2D classification and 3D reconstruction, was carried out 
in CryoSPARC. The scale bar of the 3D volumes represents 50 Å. 
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Figure S5. D1-3 data processing pipeline (dataset obtained at -10 blot force, 1 s blot time 
values). Grids were prepared at a sample concentration of 28 μM. The acquired micrographs were 
processed in WARP for motion correction, CTF estimation, particles picking and extraction with 260-
pixel box size. Successive data processing, 2D classification and 3D reconstruction, was carried out 
in CryoSPARC. The scale bars of the 3D volumes represent 50 Å. 
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Figure S6. D1-5 data processing pipeline (dataset obtained at -7 blot force, 1 s blot time 
values). Grids were prepared at a sample concentration of 30 μM. The acquired micrographs were 
processed in WARP for motion correction, CTF estimation, particles picking and extraction with 260-
pixel box size. Successive data processing, 2D classification and 3D reconstruction, was carried out 
in CryoSPARC. The scale bar of the 3D volumes represents 50 Å.  
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