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CytoCaf is a bacterial protein polymer that forms long (%), flexible and bioinert >3 chains, and is based on the
Caf1l protein. Cytocaf polymers are highly stable (), with melting temperatures >80°C, making them easy to
handle and store at both room temperature and 37°C. Its polymeric structure means it can be readily

incorporated into other materials to enhance their structure, helping cells to move and grow more easily
(5,6)

LowAdhere-Cytocaf acts as a type of molecular Teflon preventing cells from adhering to glass and plastic
surfaces. There are no complex plate drying protocols and no need to remove lids to dry plates, reducing
contamination risk. The LowAdhere-Cytocaf coating allows basic plastic plates to be utilised to quickly and
effectively generate spheroids from adherent cell lines such as HEK293, HCT116 and Hela cells. These can
then be used directly in downstream applications such as cytotoxicity testing in cancer research and
embryoid body formation assays. LowAdhere-Cytocaf is suitable for testing in applications where the
blocking of cell adherence is required.

Storage and Handling

The working solution concentration is 1 mg/mL in 100 mM sodium acetate buffer pH 5.0. For long term
storage use -15 to -25 °C. For short term can be stored at 4 °C for up to 2 weeks. Freeze/thaw — tested up
to 10 times with no effect on stability. Can be handled at room temperature without the need to keep
cold.
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Quality Testing

Test Result

Bacterial growth Negative

Fungal growth Negative
Particulate examination Negative

Mycoplasma Negative

Endotoxin level 6 EU/ug
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Figure 1: 15% SDS-PAGE showing purified LowAdhere-Cytocaf, heated (monomer) and unheated (polymer).
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Functional Assays
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Figure 2: LowAdhere-Cytocaf coated plastic supports the formation of cancer spheroids and elimination of cellular
adherence. A) HCT116 colorectal cancer cells were seeded in 10% FBS containing DMEM media at 1x10* cells per
well into a LowAdhere-Cytocaf coated 96-well non-tissue culture treated plate. After 5 days of spheroid formation,
images were taken using an EVOS microscope at 10x magnification. B) Spheroids were allowed to grow and form for
7 days prior to quantifying viable cells both in suspension and attached to the surface of the well using the presto
blue cell viability assay. C) A summary of ImagelJ analysis across images from three wells of HCT116 spheroids grown
for 5 days in wells of a LowAdhere-Cytocaf coated 96-well plate.
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Protocol

Protocol:

1. Defrost LowAdhere-Cytocaf on the bench at room temperature or by placing the vial in a
water bath at 37°C. The LowAdhere-Cytocaf solution can be used at room temperature.

2. Work inside a sterile cell culture hood using sterile equipment and solutions.

3. Transfer 50 pL per well of 96-well plate. Note: this protocol has been optimised for use
with 96-well plates. Further optimisation is essential to scale size up or down.

4. Rock the plate side to side and front to back to ensure the entire well surface is coated.
5. Incubate the plate for 3 hours at room temperature with the lid on.
6. Prepare cells in cell culture medium to the required cell density.

7. Aspirate the remaining LowAdhere-Cytocaf solution from the wells. Ensure that the pipette
tip does not scratch the base of the well as scratches may result in cell adherence at that
position.

8. Seed cells directly onto the coated surface at the required density and grow at 37°C in a
CO; cell culture incubator.
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