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Cafl is a bacterial protein that associates into long (%), flexible and bioinert () polymers. Bioactivity can be
imparted by genetically encoding bioactive motifs into the protein’s sequence 279, Cafl polymers are
highly stable (), modular and flexible.

Cafl-Vitronectin mimics the action of the extracellular matrix protein vitronectin and is adhesive for a
range of cell types such as human mesenchymal stromal cells (MSCs) and induced pluripotent stem cells
(iPSCs).

Cells grown on Cafl-Vitronectin display adherence and morphologies similar to those seen on recombinant
vitronectin and GelTrex™.

Storage and Handling

The stock solution concentration is 1 mg/mL in water. 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 performance. Prepare
working solutions fresh. It is strongly not recommended to store diluted stocks.

Quality Testing

Test Result

Bacterial growth Negative

Fungal growth Negative

Particulate examination Negative
Endotoxin level <40 EU/ug
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Cafl-vitronectin

Figure 1: SDS-PAGE showing purified Cafl-Vitronectin, heated (monomer) and unheated (polymer).

Functional Assays
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Figure 2: (A) iPSCs derived from human dermal fibroblasts were cultured on non-TC plastic culture dishes coated
with 2pug/cm? Caf1-Vtn. Images were taken at 10X magnification, 48 hours after seeding, by bright field microscopy.
(B) Non-TC plastic was either left uncoated, coated with Caf1-WT or Caf1-Vtn batch 8 prior to seeding hDfa iPSCs in
E8 Flex media supplemented with 10 uM ROCK inhibitor. After 24 hours media was exchanged to remove the
inhibitor. A further 24 hours later, cell viability was measured using the Presto Blue cell viability assay, as per
manufacturer’s specifications.
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Protocol

Coating protocol:

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

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

3. Prepare working solution - Dilute Caf1-Vitronectin in sterile 1XPBS to a final concentration of 2-3 pg/cm?
depending on the size of the well/dish.

4. Transfer the solution to the centre of the well. For 96 well plate use 50 pl, 48 well plate use 150 pl, 24
well plate use 300 ul, 12 well plate use 600 pl, 6 well plate use 1000 pl, for 35 mm dishes use 1000 pl,
and for 60 mm dishes and T25 flasks use 2 ml to ensure full coverage of the surface.

5. Rock the plate side to side and front to back to ensure the entire well surface is coated.

6. Incubate the plate for 21 hour at room temperature inside the hood with the lid on.

7. Prepare cells in cell culture medium to the required cell density.

8. Aspirate the remaining Cafl-Vitronectin solution from the wells.

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