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Role of IncRNAs in cancer persistent cells
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in tumorsphere promoting conditions

Fluor® 488 fibrinogen conjugate deposited in a 6-well glass bottom plate after photopatterning.

» Need for single cell analysis
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multi-cellular spheres formation: Seeding of HT29 in a Primo-treated well
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» Easy transport of 6-well plate to (lentiviral) culture room
» Seeding of a cell suspension, but individual cell culture
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HT29 cells incubated at 37C in standard culture medium

15 for at least 2h. O/N culture results in inert cells
Cells seeded/well

Missed critical IncRNA
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PolyHEMA (non-adherent) i in adherence spots After adherence HT29 cells were cultured in 3D

- 0 Tumorsphere Medium XF (Promocell).

Only stem-like cells will proliferate and develop
tumorspheres

tumorsphere promoting  medium.
Spheres were quantified and measured
from Cell Discovery 7 Images using
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» Need for accessible high-throughput readout assay PO
release the tumorspheres | .

in suspension (not the
HT29 cells seeded at 200K cells/well adhere in an individual cell pattern. adherent cancer cells)
Primo-treated plates are best used within 1-2 days for best results.

- FACS sorting 1 cell / well

- One sgRNA-pair / cell => low MOI, more cells to infect

- Negative screen: each sgRNA 1000x represented in library » This method is suitable as high-throughput readout assay for library screens
_ RNA analysis of all spheres: 96-well format not practical » Single-cell originated tumorspheres can easily be recolted for
RNAseq analyses assessing sgRNA expression and transcriptomes
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