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Figure S1. Entropies estimated by the IE (left) and C2 (right) methods for the binding of
three ligands to galectin-3 as a function of N from the 10 x 10 ns simulations with a sampling
frequency of 10 fs. Note the logarithmic scale on the x axis.
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Figure S2. Relative entropies (defined as the entropy of each ligand minus the average of the
three ligands) estimated by the IE (left) and C2 (right) methods for the binding of three
ligands to galectin-3, from the 10 x 10 ns simulations with a sampling frequency of 10 fs.
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Figure S3. Entropies estimated by the IE (left) and C2 (right) methods by block averaging for
the binding of three ligands to galectin-3 as a function of N from the 10 x 100 ns simulations
after 51 ns of equilibration were removed. Note the logarithmic scale on the x axis.

250 1200
— O o
—M 1000 —M
200 P

800
150

600

TAS (kd/mol)
TAS (kJ/mol)

[
o
o

400

50 200

0
100 1000 N 10000 100000 100 1000 N 10000 100000



Figure S4. Root-mean-squared deviation (RMSD) of the ligand from the starting
(crystallographic) conformation during the 10 x 100 and 10 x 10 ns MD simulations of the
three ligands to galectin-3.
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Figure S5. Entropies estimated by the IE (left) and C2 (right) methods by block averaging for
the binding of three ligands to galectin-3 as a function of N from the 10 x 100 ns simulations
after exclusion of snapshots with ligand RMSD > 2.2 A. Note the logarithmic scale on the x

axis.
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Table S1. Extrapolated values of the IE entropy for the binding of three ligands to galectin-3
as a function of N from the 10 x 100 ns simulations, employing Eq. 6.3 with different values
of c. TAS;g 1s reported with a 95% confidence interval in kJ/mol.
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Figure S6. Root-mean-squared deviation (RMSD) of the ligand from the starting
(crystallographic) conformation during the 10 x 100 and 10 x 10 ns MD simulations of the
benzene in lysozyme.
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Figure S7. Entropies estimated by the IE and C2 methods by block averaging for the binding
of benzene to lysozyme as a function of N from the 10 x 10 ns (left) or 10 x 100 ns (right)
simulations after 6 or 51 ns of equilibration were removed. Note the logarithmic scale on the x
axis. The calculated entropies agree with those obtained with only 1 ns equilibration within
0.5 and 0.1 kJ/mol for IE and C2, respectively.
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Table S2. Extrapolated values of the IE entropy for the binding of benzene to lysozyme as a
function of N from the 10 x 100 ns simulations, employing Eq. 6.°* with different values of c.
TAS g 1s reported with a 95% confidence interval in kJ/mol.

¢ TASiw
020 16.4+0.6
025 15.640.5
0.30 14.7+0.4
0.50 13.1+0.6




Figure S8. Root-mean-squared deviation (RMSD) of the ligand from the starting
(crystallographic) conformation during the 10 x 100 and 10 x 10 ns MD simulations of phenol
in ferritin.
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Figure S9. Entropies estimated by the IE and C2 methods by block averaging for the binding
of benzene to lysozyme as a function of N from the 10 x 7.5 ns (left) or 10 x 100 ns (right)
simulations after 4.25 or 51 ns of equilibration were removed. Note the logarithmic scale on
the x axis.
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Table S3. Extrapolated values of the IE entropy for the binding of phenol to ferritin as a
function of N from the 10 x 100 ns simulations, employing Eq. 6.°* with different values of c.
TAS,, is reported with a 95% confidence interval in kJ/mol.

c TAS,
IE C2
0.20 28.9+0.6 437
0.25 27.740.6 4245
0.30 26.0+0.7 39+4
0.50 23.1+0.9 3542




