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Figure S1. Results of 2D lineshape analysis for lactose titration of (A) hGall, (B) hGal7, (C)
hGal8"™ and (D) hGal8“™ using TITAN program. Observed peaks show in blue and fitted
peaks show in red. Lactose molar ratio used in each experiment are indicated.
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Figure S2. Results of 2D lineshape analysis for lactose titration of hGal8™" using TITAN

program. Observed peaks show in blue and fitted peaks show in red. Lactose molar ratio used

in each experiment are indicated.



15 -0.15

A 0 hGal1

-0.20 1
104 [Lactose] (mM)
-0.25 4
51 -0.30 4
ol -0.35 1 K,=98+8 uM
' r == 040
50 04

B 0 hGal7

40+
[Lactose] (mM) 0.2
—~ 304
D 0.04
<C 20+
~ ()
3 -g 0.2
- 104/ 2 V4T _
2 , = K,=331+6 uM
c T E 04 l
v 100 (@)
= 30 NTD
S ol C hGalg"™ |z |
|9
v [Lactose] (mM)
O 601
=) 0.04
f_, 40+ /
S 2
= -0.2 K,=88+2 uM
£ o
150
D ~,0 hGal8<™ 0
1001 4 [Lactose] (mM) 0.24
0.04
/ 024 Kd =772+56 uM
S0 350 400 o1 ? ™
wavelength (nm) [Lactose] (mM)

Figure S3. Lactose titration of galectins monitored by intrinsic fluorescence spectroscopy.
Intrinsic fluorescence was used to determine the binding affinity of (A) hGall, (B) hGal7, (C)
hGal8"™, and (D) hGal8“™. Raw data are shown on the left panels, while the analysis and
the K, value show on the right panels.
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Figure S4. Lactose titration of galectins monitored by bio-layer interferometry. Bio-layer
interferometry was used to determine the binding affinity of (A) hGall, (B) hGal7, (C)
hGal8"™, and (D) hGal8“™. Raw data are shown on the left panels, while the analysis and
the K, value show on the right panels.
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Figure S5. Lactose titration of galectins monitored by ITC. Lactose titration probed by ITC
was used to determine the binding affinity of (A) hGall, (B) hGal7, (C) hGal8""™, and (D)
hGal8“™. Raw data are shown on the top panels, and fitting of the isotherms are shown on
the bottom panels.
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Figure S6. Topological mapping of protection factors of galectins in apo-form. Protection
factors of the apo-forms of (A) hGall, (B) hGal7, (C) hGal8"™, and (D) hGal8“™ were
mapped onto their and labeled with their respective residue numbers. Those residues that
exchange too fast to be detected are not shown on the topology.



