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Supplementary File 2:
Thioflavin T (ThT) kinetic assay

Thioflavin T (ThT) is a fluorescent probe used to study the fibrillation kinetics of amyloid-forming
peptides and proteins. To monitor the aggregation kinetics of the FimH peptide-analogue with
ThT fluorescence, firstly, each lyophilized peptide-analogue was dissolved in 1,1,1,3,3,3-
Hexafluoro-2-propanol (HFIP; Sigma-Aldrich) at a concentration of 1 mg/mL. Individual peptide
solutions were left to dry overnight in a fume hood, at room temperature, until thin peptide-
containing films were created. The peptide-containing films were stored at -20 °C. ThT
fluorescence measurements were carried out using a Tecan Spark microplate reader at 37 °C.
Black 96-well plates with flat, transparent bottoms were used and sealed with microplate covers
and the florescence was measured through the bottom. A 444 nm filter was used for excitation
and a 484 nm filter for emission. HFIP peptide films were dissolved in dimethylsulphoxide
(DMSO) and diluted in PBS (pH 7.4) for a final DMSO concentration of less than 5% v/v. The
reaction solutions contained freshly prepared 11 uM disaggregated peptide solutions and 50 uM
ThT (Sigma®©) in dH,0. ThT background fluorescence was measured in the absence of peptide
solutions. Each experiment was conducted three times. The total duration of the measurements
was 72 hours, and the fluorescence readings were collected every 15 min. The visualization of
the data was performed using RStudio (package ggplot2).

The results of the experiment indicate that !2ANVYVNLA?>, IZLIAVLILRQT®* and
2EQFVWNIYAN®®! peptide-analogues are still able to form amyloid fibrils, while >>TDYVTL>® does
not form any amyloid fibrils. However, their kinetics differ, with ®ANVYVNLAZ and
1251 |AVLILRQT!** peptide-analogues reaching maximal fluorescence signal after approximately 16
and 20 hours, respectively, and *?FQFVWNIYAN>!peptide-analogue taking longer to form
amyloid fibrils, reaching maximal fluorescence signal after approximately 70 hours (Figure S4).
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Figure S4. ThT fluorescence emission spectrum of each individual FimH peptide-analogue over
a period of 70 hours. The data is not normalized, and values appear as raw data. 2ANVYVNLAZ,
125 JAVLILRQT*3* and *2FQFVWNIYAN®! peptide-analogues emit fluorescence higher than ThT
background fluorescence after approximately 16, 20 and 70 hours, respectively. On, the other
hand, >3TDYVTL"® emit fluorescence less than ThT background fluorescence, meaning that it do
not form fibrils. All experiments were performed 3 times.



