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Abstract. The XIAP protein is a member of apoptosis proteins family. The XIAP protein plays a central role in the
inhibition of apoptosis and consists of three Baculoviral IAP Repeat domains. The BIR3 domain binds directly to the N-
terminal of caspase-9 and therefore it inhibits apoptosis. N-terminal tetrapeptide region of SMAC protein can bind to
BIR3, inhibit it and subsequently induce apoptosis. In this study, fifteen tetrapeptides were docked into the BIR3 domain
and then 10 ns molecular dynamics simulations were performed on each of the BIR3-peptide complex obtained from
docking. MM/PBSA method was subsequently used to calculate the binding free energy of peptides to BIR3. The results
of MM/PBSA method were in good coordination with docking and existing expermental results. The results showed the
most potent peptides with the lowest binding free energy for binding to BIR3 included ATPF, AKPW and ARPF peptides.
Also, investigation of bonds between these peptides and BIR3 domain in the final structure of complexes showed that
Leu 307, Thr 308, Glu 314 and Tyr 324 of the BIR3 domain were essential for binding of peptides. Energy decomposition
results for binding these peptides to the BIR3 domain during MD simulation was inconsistent with previous results and
approved the roles of the same residues. The higher affinity of these peptides relative to native peptide (AVPI) and
comparing them with other peptides revealed that the existence of positive charge in the second position and the existence
of the aromatic group in the fourth position led to more binding affinity.
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Table 1. The name and sequence of the studied peptides and their experimental dissociation constant (Kp).
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Fig. 1. Root mean square deviation (RMSD) of BIR3 backbone during 10 ns MD simulation.
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Table 3. The average of total, potential and drift of total energy divided to average of total energy and temperature of
all systems during the last 4 ns of MD simulations in free BIR3 domain and complexes.
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Table 4. The average backbone RMSD values of BIR3 domain and peptides, the number of intramolecular hydrogen
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and BIR3 domain during the last 4 ns MD simulations in free BIR3 domain and complexes.
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Table 5. The distance of the center of mass of BIR3 domain and peptides, the area of below RMSF graph of BIR3, the
radius of gyration (Rg) of BIR3 domain, and the average of RMSD of zinc ion and its connected atoms and average of
the solvent accessible surface of the BIR3 domain during the last 4 ns of MD simulations in free BIR3 domain and

complexes.
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Table 6. The average of MM/PBSA binding free energies and electrostatic, Van der Waals, polar and non-polar
solvation contribution energies (kJ/mol) of peptides to BIR3 domain during the last 4 ns of MD simulation.
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Table 7. The average of binding energy contribution of peptide residues in binding to BIR3 domain (kJ/mol).
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Fig. 3. Schematic diagram of the interaction of BIR3 domain with A: tetrapeptide 6, B: 8 and C: 9 in the final strcture of
10 ns MD simulation. Hydrogen bonds are indicated by dashed lines between the atoms involved, while hydrophobic
contacts are represented by an arc with spokes radiating towards the ligand atoms they contact. The contacted atoms are
shown with spokes radiating back. Carbon atoms are shown in black, oxygen and nitrogen atoms in red and blue,

respectively.
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