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Abstract. This supplementary material provides all the additional information and a more detailed
discussion of the current study.

Coating with Gelatin Film in Multiwells

The 6-well plate were coated with the thin dehydrated gelatin film. The process was optimized
to obtain a uniform and thin layer, pouring evenly in each well 300 puL of liquid gelatin dispersion
(15% w/v) pre-heated at 45-50 °C. To cover the total area of the well and obtain a uniform layer, the
cell culture plate was flipped vertically. After few minutes allowing the stabilization of the liquid
gelatin, 6-well plates were placed at 4 °C for 5 min to finalize the gelling process. After gelling, the
gelatin-coated 6-well plates were placed at room temperature and then dried at 24-25 °C for 36 h
where the gel sample dried slowly but uniformly without deformations on the surface. For the 6-well
plate, 1 mL of the cell suspension (0, 3 x 10° cells/mL) was added in each well containing 3 mL of
medium.

Tumor cells counting protocol

300,000 HT-29 cells were seeded in 3 mL of medium in wells (6-well plate). After 2 and 4 days of
cultivation, the total number of cells in each well was analysed using a Countess II FL. Automated
Cell Counter. 500 uL of Trypsin (0.05%) was added in each well to re-suspend the 3D microtissues
(coated) and the cell colonies (uncoated). The cell count was performed by injecting 10 uL of cell
suspensions into the counting chamber of the Automated Cell Counter.
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Figure S1. Microphotographs of HT29 cells cultured in gelatin coated (left column) or in control
uncoated (right column) multiwells. Images were taken immediately after the seeding (day 0) and
after the indicated length of in vitro cell culture. Scale bar 200 pm.
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Figure S2. Bright field and epifluorescence microphotographs of HT29 cells cultured in gelatin coated
(left column) or in control uncoated (right coloumn) multiwells. Images were taken after 4 days of in
vitro cell culture. Cells were stained with the indicated fluorescence dyes before microscopic analysis.
The graph reports the total number of cells during the cell seeding. Scale bar 200 pum.
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Figure S3. Microphotographs of HepG2 cells cultured in gelatin coated (left column) or in control
uncoated (right column). Images were taken immediately after the seeding (day 0) and after the
indicated length of in vitro cell culture. Scale bar 200 pm.
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