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Methods S1: selection of regions of interest for the different spatial technologies in the
benchmarking analysis, related to STAR Methods “Benchmarking analysis”.

Open-ST selected region of interest randomly sampled
el3 mouse brain repl 8592 pseudo cells 7855 pseudo cell
full sample (1mm? total area)

Open-ST selected region of interest randomly sampled
el3 mouse brain rep2 9358 pseudo cells 7855 pseudo cell
full sample (1mm? total area)

selected region of interest randomly sampled
12715 pseudo cells 7855 pseudo cell
(1mm? total area)

Open-ST
healthy lymph node
full sample




Open-ST selected region of interest randomly sampled
metastatic lymph node 12825 pseudo cells 7855 pseudo cell
full sample (1mm? total area)

Open-ST : .
primary tumor (HNSCC) selected region of interest randomly sampled
full sample 12921 pseudo cells 7855 pseudo cell

(1mm? total area)

Stereo-seq selected region of interest randomly sampled

adult mouse brain 9566 pseudo-cells 7855 pseudo cell
full sample (Imm? total area)




Slide-seq
€9.5 mouse brain
full sample

DBiT-seq
ell mouse tail
full sample

selected region of interest
14430 beads
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Visium
adult mouse brain
full sample

selected region of interest
600 spots

randomly sampled
12738 beads
(Lmm? total area)

randomly sampled
1600 pixels
(1mm? total area)
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randomly sampled
420 spots
(1mm? total area)
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Seqg-scope
adult mouse liver
full sample

selected region of interest

10740 pseudo cells

randomly sampled
7855 pseudo cell

(Lmm? total area)

Visium HD
adult mouse brain
full sample

selected region of interest
334765 bins (2um)

randomly sampled
250000 pseudo cell
(1mm? total area)




