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Table S1. Computational alanine scanning data on LIR2-RavZ peptide.

. AAffini
Mutation on LIR2-RavZ [kcal/motly]

DIDEFDLLEGDE 0.0

1 (ASP->ALA) -0.8
2 (ILE->ALR) +1.4
3 (ASP->ALA) +13.1
4 (GLU->ALA) +17.2
5 (PHE->ALA) +19.7
6 (ASP->ALA) +6.6
7 (LEU->ALA) +5.0
8 (LEU->ALA) +3.8
9 (GLU->ALA) +4.3
11 (ASP->ALA) +7.3
12 (GLU->ALA) +1.2
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Figure S1. Ca atoms RMSF over the MD simulation time (250 ns).

Table S2. Computational alanine scanning data on Pep2. Residues in positions 10 and 12 were not mutated since they

are needed to constrain the peptide.

Mutation on Pep2 fAlfcfa fl 1/1;:-011133
Ac-DIDEFDLLECDC-NH. 0.0
1 (ASP->ALA) 1.3
2 (ILE->ALA) e
3 (ASP->ALA) 5.8
4 (GLU->ALA) 112
5 (PHE->ALA) +19.9
6 (ASP->ALA) 1.9
7 (LEU->ALA) 6.5
8 (LEU->ALA) 7 3
9 (GLU->ALA) 9.2
11 (ASP->ALA) 7.5




Figure S2. Superimposition of LC3B/Pep6 complex and LC3B/a4 X-ray structure (PDB code 7ELG). The protein surface is
colored depending on the atomic partial charges of the protein residues: blue for positive and red for negative charges,
respectively. Pep6 and the covalent ligand a4 are shown as magenta and pink sticks, respectively, while both the LC3B-
Lys49 of LC3B/Pep6 complex and LC3B/a4 X-ray structure are represented as cyan sticks.
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Figure S3. Ca atoms RMSD plots of the main simulated systems over 250 ns of MD simulation time.



Table S3. Dataset overview of the Microscale Thermophoresis (MST) experiments accomplished using a fixed
concentration of human recombinant His-tagged LC3B protein (10 nM) and different concentrations of LIR2-RavZ

peptide, used as positive control, and Pep8. Two independent experiments were accomplished to compute the K4 value.

MST Exc.
Peptide Temp. Ligand] Range Time RA SNR Ky (nM
P Power Power P [Ligand] & 4 (nM)
LIR2-RavZ 40% 20% 25°C 15.6 uM - 0.477 nM 5s 4.4 9.1 428 + 162
Pep6 40% 20% 25°C 31.3 uM —-0.954 nM 10s 5.1 9.2 159 + 56
RA = Response Amplitude; SNR = Signal-to-Noise Ratio.
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Figure S4. MST traces and raw fluorescence values, of each capillary scanned, acquired in the MST experiments

accomplished to evaluate the binding of peptide LIR2-RavZ (top, orange) and Pep6 (bottom, red) to human recombinant

LC3B protein.





















