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Reagents
Buffers




Filtered (0.45 µm) Ethanol.
Filtered cell medium. For example PBS, PBS with BSA (1% max) or other preferred
culture media.
In case you will need other buffers make sure to use filtered (0.45 µm) buffers.

Sample


1 – 5 ml cell suspension with (pre‐labelled) cells in filtered cell medium.
NOTE : The number of microwells is 6400. Maximum number of cells that you can
add is depending on the size of the cells. The diameter of the exit pore of the
microwells is 5 microns. Cells that are flexible or that have a small diameter will
pass through the pore.
If your sample only contains large rigged cells that are unable to pass through the
5 micron pore the maximum number of cells in your sample volume is 6400.

Microwell preparation
Pre wetting
1.
2.
3.
4.

Take the filtration unit out of the package
Remove the lid
Add 1ml of filtered 100% Ethanol onto the microwell chip
Let the disposable sit with the Ethanol for 45 minutes

Rinsing
1. Set the pressure set‐point on the pump unit to 10mbar (depending on the sample
the pressure can be set higher but this will induce more stress on the cells)
2. Add 1ml of cell medium to the remaining Ethanol that is on top of microwell chip
3. Install the filtration unit on the pump‐unit
4. Switch on the pump and pull most of the liquid through. Switch off the pump action
when there is only very little amount of fluid left.
IMPORTANT : Do not remove all fluid. This will cause air entering the microwells
which will limit the number of available microwells.
5. Add another 1 ml of cell medium to the chip and pull most of the liquid through
6. Repeat step 5 if required. For life cells it is required to remove all ethanol. Repeating
step 5 several times will remove the ethanol.

Cell Seeding
1. Set the pressure of the pump station to 10 mbar.

2. Connect the slide with microwells containing disposable filtration unit to the pump
unit.
3. Add 1 ml of PBS
4. Switch on the pump unit.
5. As soon as a drop of PBS has passed the microwells, add your whole sample.
NOTE : The flow rate for PBS without cells is 1‐ 2 ml / min at 10 mbar. As soon as
more pores will become occupied by cells the flow rate will drop. In case all wells
are filled the flowrate will approach zero.
6. Switch off the pump after the whole sample has passed.
7. Remove the slide with the microwells from the filtration station.

Isolation of single cells using VyCAP’s Punching system
In case the VyCAP Punching system is used to isolate single cells from the microwells please
continue with step 8 and 9
8. Wash the back‐side of the microwell chip with PBS.
9. Dry the back side of the microwell chip using the staining holder. Insert the slide
with the microwells and push it down onto the sponge and release it again.

Cell stainer

Figure 1 : Microwell single cells seeding components

