Supplementary Figure Legends

Supplementary Figure 1. SPR sensorgrams showing kinetics of all compounds binding to
human galectin-1. Coloured lines show the raw data whilst solid black lines shows global fit
of 1:1 Langmuir interaction model (see Table S1 for compound references). Compound
concentration ranges tested (1:3 dilutions) were between 0.003 and 40 uM.

Supplementary Figure 2. SPR sensorgrams showing kinetics of all compounds binding to
mouse galectin-1. Coloured lines show the raw data whilst solid black lines shows global fit
of 1:1 Langmuir interaction model (see Table S2 for compound references). Compound

concentration ranges tested (1:3 dilutions) were between 0.003 and 20 pM.
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Supplementary Table 1.

Binding parameters determined for all compounds against human galectin-1 in FP and SPR assays.

. FP SPRss | SPR Kkinetic SPR kon SPR koff
Compound ID Structure Compound Series Mean Kp (uM) £ SD* (n) | Kb (uM) Ko (uM) (x106 1/Ms) 1/s)
F.
1* (GB0139 [1]) Qﬂ rOH N Ton Disaccharide 0.109 £ 0.022 (>3) 0.103 0.089 7.65 0.681
N ,Né&s@zai\
N oH OH
£ T
F’Q_\o OH
2* (GB1107 [2]) NN 3 Monosaccharide 3.70 £0.15 (>3) 7.14 15.2 0.612 9.30
HOg cl .
oW
r F
F < i OHOH
3* (GB1211 [3]) NN 3 Monosaccharide 3.17+0.16 (>3) 3.69 4.62 0.786 3.63
HOs B
»
N
\/\/H o
4* (GB1490 [4]) /\AN& OH OH N',&o Monosaccharide 0.366 £0.177 (3) 0.644 0.925 1.59 1.47
NT,Néﬁ\/sHO G
N oH oH
5 NA Disaccharide 0.011 (1) 0.392 0.386 2.80 1.08
6 NA Monosaccharide 0.019 (1) 0.157 0.143 2.54 0.362
7 NA Monosaccharide 0.017 = 0.008 (>3) 0.015 0.019 6.02 0.116
8 NA Monosaccharide 0.083 (1) 0.192 0.096 7.26 0.697




9 NA Monosaccharide 0.116 (0.087, 0.144) 0.213 0.228 2.64 0.602
10 NA Monosaccharide 0.009 (0.008, 0.009) 0.018 0.013 3.55 0.047
11 NA Disaccharide 0.54+0.17 (3) 0.968 0.807 1.63 1.31

12 NA Disaccharide 0.07 (1) 4.07 0.349 2.51 0.877
13 NA Monosaccharide 0.057£0.010 (>3) 0.090 0.075 4.90 0.366
14 NA Disaccharide 8.20 (1) 7.07 6.46 0.335 2.17

15 NA Monosaccharide 0.036 (0.034, 0.038) 0.064 0.039 2.04 0.080

*Literature name (where available), structure and reference for compounds in the public domain. “For n=2 FP data both individual values shown

in parentheses. All SPR data n=I. ss, steady state.



Supplementary Table 2.

Binding parameters determined for all compounds against mouse galectin-1 in FP and SPR assays.

. FP SPR ss SPR Kkinetic SPR kon SPR koff
Compound ID Structure Compound Series Mean Kp (uM) £ SD* (n) | Kp (uM) Ko (uM) (x106 1/Ms) (1/s)
F.
1* (GB0139 [1]) Qﬂ orOH N on Disaccharide 0.116 £0.031 (3) 0.131 0.103 3.12 0.321
N ,Né"&s@zai\
N bH OH
F/Q_\o OH
2* (GB1107 [2]) NN Monosaccharide 3.90 (1) 17.7 19.6 0.01 0.237
HOg cl
L,
F F
F/Q,_\o oH
3* (GB1211 [3]) NN 3 Monosaccharide 5.60 (1) 5.10 6.79 0.04 0.250
HOs A B
l pZ
N
\/\/H o
4* (GB1490 [4]) /\AN& OH OH N',&o Monosaccharide 0.234 £ 0.025 (>3) 0.363 0.613 0.61 0.375
NT,Néﬁ\/sHO G
N oH oH
5 NA Disaccharide 0.267 £ 0.087 (3) 0.409 0.417 0.53 0.222
6 NA Monosaccharide 0.042 (1) 0.175 0.124 1.64 0.203
7 NA Monosaccharide 0.038 £0.004 (3) 0.032 0.023 3.75 0.087
8 NA Monosaccharide 0.063 (1) 0.117 0.132 2.78 0.366




9 NA Monosaccharide 0.099 (0.091, 0.106) 0.171 0.185 1.56 0.288
10 NA Monosaccharide 0.010 (1) 0.022 0.013 10.30 0.135
11 NA Disaccharide 0.823+0.170 (3) 1.04 0.964 1.74 1.68
12 NA Disaccharide 0.317+0.100 (3) 0.315 0.256 2.80 0.716
13 NA Monosaccharide 0.072 £ 0.0087 (3) 0.164 0.092 2.38 0.220
14 NA Disaccharide 8.30 (1) 5.13 7.64 0.42 3.18
15 NA Monosaccharide 33.0(1) 0.042 0.048 1.76 0.085

*Literature name (where available), structure and reference for compounds in the public domain. "For n=2 FP data both individual values shown in

parentheses. All SPR data n=1. ss, steady state.



Supplementary Table 3. The affinity differences between assay formats and species.

I Fold Kp Differences
Compound p | Human Gal-1 [ Mouse Gal-1 FP SPR
FPys. SPR | FPys. SPR | Human ys. Mouse Gal-1 | Human ys. Mouse Gal-1

1* (GB0139 [1]) 0.9 1.1 9.7 1.3
2* (GB1107 [2]) 1.9 4.5 1.1 2.5
3* (GBI211 [3]) 1.2 0.9 1.8 1.4
4* (GB1490 [4]) 1.8 1.6 0.6 0.6
5 3.6 1.5 24 1.0

6 8.3 4.2 22 1.1

7 0.9 0.8 2.3 2.1

8 2.3 1.9 0.8 3.0

9 1.8 1.7 0.9 2.2

10 2.1 22 1.2 1.8

11 1.8 1.3 1.5 1.2
12 58.2 1.0 4.5 12.9

13 1.6 2.3 1.3 1.8

14 0.9 0.6 1.0 0.7

15 1.8 0.6 2.1 0.6
MEAN 5.9 1.7 2.2 2.3

*Literature name and reference for compounds in the public domain. Affinity fold differences

calculated by dividing the largest Kp by the smallest between assay and species comparisons.
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