The concentration of the ligand (in our case FhuA) must be optimized to ensure sufficient binding to the BLI tip. The following protocol, in combination with supplementary figure 2, describes how to optimize the ligand immobilization onto the streptavidin-coated BLI tips.

BLI Ligand Concentration Optimization

1.1 Make 10 mL of kinetics buffer for set-up of a 96-well plate.

1.2 In row A, pipette 200 µL of kinetics buffer into alternate wells of a 96-well plate so odd numbered columns contain buffer (A1, A3, A5, A7).

1.3 Pipette increasing concentrations of the ligand, FhuA in Bio-Peptidisc, into the even numbered columns of row A (A2, A4, A6). Increase concentrations from 0.25 µg/mL to 10 µg/mL according to the table in supplementary Figure 1. Dilute these to 200 µL in kinetics buffer.

1.4 Place the set-up plate in the Octet Red96 machine.

1.5 Place the sensor tray in the Octet Red96 machine. 

1.6 Open the Data Acquisition software and select “New Kinetics Experiment” on the software wizard.

1.7 In the plate definition tab assign the wells to alternate between buffer and sample according to the plate set-up.

1.8 In the assay definition tab assign steps to the experiment. For ligand optimization, you will need a baseline step of 60s and a loading step of 300s. Leave the shake speed as default.

1.9 Assign the first step by right clicking on the first column and selecting “Start New Assay”. Ensure the baseline step is assigned here in the bottom right hand window, and change with the drop-down menu if not.

1.10 Assign the subsequent steps to each column by right clicking along the plate and selecting “Add Assay Step”. Assign these to alternate between baseline and loading.

1.11 In the sensor assignment tab, only A1 should be blue. Ensure a sensor tip is present in this location in the sensor tray and ensure that B1-H1 are empty. Highlight B1-H1 on screen, right-click and select “Remove” to mark these as empty.

1.12 Tick “Replace sensors in tray after use”

1.13 In the review experiment tab, go through the experimental steps ensuring the set-up is correct.

1.14 In the run experiment tab select a file location to save the method files.

1.15 Change the plate temperature to the room temperature.

1.16 Select “GO” to run the experiment.

[bookmark: _GoBack]1.17 See supplementary figure 2 for the interpretation of the results.
