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Figure S1 gPCR selection results of targeting the mWnt3a-hAFM complex with the RaPID system. (a)
Graph shows recovered cDNA per round of selection against mWnt3a-hAFM, obtained from the
macrocyclic peptide library initiated by p-Tyr. (b) Similar results corresponding to the library initiated by
L-Tyr. Blue bars indicate the fraction corresponding to the cDNA of peptides bound to the complex, while

orange bars indicate non-specific binders, including ones binding to only-hAFM-loaded magnetic beads.
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Figure S2 Alignment and 2D analysis of sequences in the enriched D-Tyr-initiated library. (a) Alignment
of a few of the most enriched (frequent) sequences found within the library corresponding to the final
round of selection against mWnt3a-hAFM. (b} 2D analysis of a set of the 80 most frequent sequences
from said library, found to bind to hAFM (negative clones) or mWnt3a-hAFM (positive clones). Individual

sequences are marked as blue spots, with some highlighted for comparison.
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Figure S3 Alignment and 2D analysis of sequences in the enriched L-Tyr-initiated library. (a) Alignment
of a few of the most enriched (frequent) sequences found within the library corresponding to the final
round of selection against mWnt3a-hAFM. (b} 2D analysis of a set of the 80 most frequent sequences
from said library, found to bind to hAFM (negative clones) or mWnt3a-hAFM (positive clones). Individual

sequences are marked as blue spots, with some highlighted for comparison.
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Table S1 Chosen sequences from libraries selected against mWnt3a-hAFM. Shown is an alignment of

the 14 peptides chosen for clone assays and synthesis, originated from p-Tyr (WAp-D) and L-Tyr (WAp-

L)-initiated libraries found to bind the mWnt3a-nAFM complex. Sequences are numbered in increasing

order of frequency (number of reads) within each recovered library at round 5.
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Figure S4 gPCR clone assay results of selected peptides against mWnt3a-hAFM. (a) Graph shows results
obtained from single-clone, single-round selection assays (clone assays) targeting beads loaded with
mWnt3a-hAFM (blue bars), hAFM (orange bars), or unloaded and biotin-saturated (gray bars) using
individual sequences chosen from the selected libraries, all initiated by D-Tyr. (b) Similar results from the
remaining sequences initiated by L-Tyr. Note that peptides WAp-LO2 and WAp-L0O4 are shown as single

peptides due to the simultaneous ribosomal expression of their S1 and S2 forms in the assay.



—— 62.5 - 1000 nM WAp-D02
- —— 6.25 - 100 nM WAp-D02

b Time L]
Y

—— 62.5 = 1000 nM WAp-D04
— 6,25 < 100 nM WAp-D04

200 (] 0 400 600 .00 1000 1200
c - Time s
140
——— 62.5 - 1000 nM WAp-D11
=7 ——— 6.25- 100 "M WAp-D11

Time s
d=~
120

—— 62.5 > 1000 nM WAp-L05
—— 6.25-> 100 nM WAp-L05

Response
[

Figure S5 Binding profiles (kinetic analysis) of peptides selected against mWnt3a-hAFM. Sensorgrams
show results from concentration ranges of 625 to 1000 nM (green) and 6.25 to 100 nM (red) of
representative peptides WAp-DO2 (a), WAp-D04 (b), WAp-D11 (c) and WAp-LOS5 (d), considered to show

the most stable and reliable binding data. Black lines indicate software fitting for Kp value determination.
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Figure S6 gPCR selection results of targeting the mWnt3a-hAFM complex with a WAp-D04-focused
library through the RaPID system. Graph shows recovered cDNA per round of selection obtained from
the focused macrocyclic peptide library, initiated by D-Tyr. Blue bars indicate the fraction corresponding
to cDNA of peptides bound to the complex, while orange bars indicate non-specific binders, including

ones binding to only-hAFM-loaded magnetic beads.
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Figure S7 Alignment and 2D analysis of sequences of the enriched WAp-DO04-focused library. (a)
Alignment of a few of the most enriched (frequent) sequences found within the library corresponding
to the final round of selection against mWnt3a-hAFM. (b} 2D analysis of a set of the 80 most frequent
sequences from said library, found to bind to hAFM (negative clones) or mWnt3a-hAFM (positive clones).
Individual sequences are marked as blue spots, with some highlighted for comparison. Additionally,
original peptide WAp-D04 (D04 in graph) is also shown, displaying the presence of the parental sequence

in the recovered focused library.
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Figure S8 Steady state binding profiles of original (WAp-D04) and optimized (WAp-D04-W10P) peptide
inhibitors of Wnt signaling found in this work. (a) Sensorgram corresponding to concentration ranges of
6.25 to 100 nM (red diamonds) and 100 to 1600 nM (green diamonds) of the parental peptide inhibitor
WAp-DO4. (b) Similar analysis for optimized peptide WAp-D04-W10P. Black curves indicate software

fitting for Kp value determination.



