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Ki67 (proliferation) immunofluorescence
[image: F:\Files\Resized\aFigS8.tif]
Pink: Ki67, Blue: DAPI
Materials and solutions:
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4% formaldehyde (warm-make fresh) (10% formalin is roughly equivalent to 4% formaldehyde or prepare from 37% formaldehyde (sigma))
TritonX-100
PBS
TBS + 0.5% TritonX-100
TBS-T (TBS + 0.1% TritonX-100)

Abdil (2%BSA in TBS-T)
Primary antibody: Ki67 antibody ab16667 made on rabbit
Secondary antibody: goat anti-Rabbit IgG (H+L) Alexa fluor 647
DAPI


Procedure:
1. Incubate cells for appropriate time.
2. Remove the medium from your cells and washed with PBS 3X.
3. Fix the samples with 4% formaldehyde and incubate for 20 min at RT.
4. Washed with PBS 3X. 
5. Permeabilize cells with TBS + 0.5% TritonX-100 for 10 min.
6. Washed with TBS-T 3X.
7. Block your cells with AbDil solution (2 wt % BSA in TBS-T) for 20 min. 
8. Incubated cells for 2 h at RT with the primary antibody (1:200-Dilute antibody in AbDil). 
Note: 1 h for cells on 2D surfaces/2 h for cells encapsulated in 3D gels.
9. Washed with T-BST 3X.
10. Incubated cells for 2 h at RT with the secondary antibody (1:500-Dilute antibody in AbDil).
Note: 1 h for cells on 2D surfaces/2 h for cells encapsulated in 3D gels.
Cover plates with tin-foil.
11. Washed with T-BST 3X.
12. Stain cell nuclei with DAPI at 1:10000 for 5 min. Dilute DAPI in PBS.
13. Wash with PBS 3X.
14. Take fluorescence imaging on a Zeiss Spinning Disc Cell Observer SD.

Live/dead (viability) immunofluorescence
[image: F:\Files\Resized\aFigS8.tif]
Read: EthD-1 (Dead), Green: Calcein AM (Live)
Adapted from kit online: https://tools.thermofisher.com/content/sfs/manuals/mp03224.pdf

Materials and solutions:

Live/dead kit L3224 Invitrogen: Calcein AM (4mM) and ethidium homodimer-1 (EthD-1) (2mM) 
PBS
SFM

Procedure:
1. Incubate cells for appropriate time.
2. Get the live/dead staining solutions to RT.
3. Remove the media from your cells and washed with PBS 3X.
4. Incubate the cells with PBS in the incubator for 5 minutes.
5. To 3 ml of SFM add 1.5 l of Calcein AM (for a final concentration of 2 M) and 1.5 l of EthD-1 (for a final concentration of 1 M) and mix well.
Note: These concentrations work well for AU565, BT549, HCC 1428, MDA-MB-231, BoM, HCC 70, HCC 1806, MDA-MB-468, BrM2a, HCC1395, LM2, SkBr3, BT474, HCC 1419, MCF7, ZR-75-1, SKVO-3, OVCAR-3, PC-3, and LNCaPcol. If your experiment does not work try a different range of concentrations (between 0.1 to 10 M for both Calcein AM and EthD-1).
6. Remove PBS from cells and new solution of SFM.
7. Incubate for 10 minutes.
8. Take fluorescence imaging on a Zeiss Spinning Disc Cell Observer SD.
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