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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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target mRNA interaction from V. cholerae (Table S1).

Microscopy and image analysis

Biofilm imaging was done using a Zeiss LSM 880 laser scanning confocal microscope fitted with a 40x/1.2 N.A. water immersion objective. A
488nm laser line was used to excite sfGFP producing strains and a 594nm laser was used for the mRuby3 producing strains. Replicate images
of each biofilm were taken from independent locations from microfluidic devices inoculated with separate identical cultures. Microscope
hardware was run via Zeiss Zen Black software. The 3D confocal image data collected from these replicates was then analyzed using the image
analysis framework BiofilmQ. Briefly, confocal image data were processed for segmentation and partitioned into a cubic grid with each cube
side approximately 1 cell in length (2"m). Frequency diagrams were generated by using the local thickness parameter. 3D renderings of the
biofilms were created using Paraview software utilizing OptiX pathtracer raycasting.

Band intensities of Western Blots were quantified using the Bio-1D software (version 15.08, Vilber).

Band intensities of Northern Blots were quantified using the GelQuant software (version 1.8.2, BiochemLabsolutions.com).

The MultAlin algorithm (version 5.4.1; http://multalin.toulouse.inra.fr/multalin/) was used to align sequences.

The RNAhybrid algorithm (version 2.1.2; http://bibserv.cebitec.uni-bielefeld.de/rnahybrid) was used to predict RNA duplex formation.

Statistics were calculated using Graphpad Prism (version 8.4.3; Graphpad software).

The demultiplexed sequencing data of the RIL-seq experiments are available at the National Center for Biotechnology Information Gene Expression Omnibus (GEO)
under the accession code GSE198671. Previously published and reanalyzed Term-seq and dRNA-seq sequencing data can be found under the GEO accession codes
GSE144478 and GSE62084, respectively. Additional raw and analyzed data that support the findings of this study are available from the corresponding author upon
request. Source data are provided with this paper.
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All relevant information is provided in the mansucript and supplemental files

No data were excluded.

The experiments were conducted in several biological replicates, specified in each case. Western and Northern blots were performed in at
least 3 replicates (unless stated otherwise) and representative blots are shown.

Not applicable. Randomization is not standard for the experiments performed.

Not applicable. Blinding is not standard for the experiments performed.




