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1. cDNA Engineering and protein production 
 
Generation of cDNAs for the set of GG/8S-linked tri- and tetramers was carried out by a three-step PCR 

procedure previously described for the Gal-1-based homodimers.[1] In the first step of the PCR procedure, four 

fragments were amplified by PCR to generate the two trimers as follows: 

1) the coding sequence for the N-terminal CRD using a forward flanking oligonucleotide containing an 

internal NdeI restriction site (5’-gcacatatggcttgtggtctggtc-3’) and a reverse oligonucleotide (5´-

gcgaccagaccacaagcaccgccgtcaaaggccacacatttg-3´(GG) or 5´- caaatgtgtggcctttgactttagcttcagctcggacttac -

3´(8S)) with a sequence specific for the connected region (GG or linker 8S). 

2) the linker sequence of Gal-8S was amplified using oligonucleotides with overlapping parts to the N-

terminal (5´-caaatgtgtggcctttgactttagcttcagctcggacttac-3´) and the C-terminal (5´- 

gcgaccagaccacaagcaagctggggcgtgccag-3´) sequence of Gal-1.  

3) the central CRD of Gal-1 with connected sequence parts of both linkers at the 3´- and 5´-ends was 

generated by using either the combination of the (5´-caaatgtgtggcctttgacggcggtgcttgtggtctggtcgc-3´ (GG; 

forward) and of the 5´-gcgaccagaccacaagcaccgccgtcaaaggccacacatttg-3´ (GG; reverse) or of the (5´-

gcgaccagaccacaagcaagctggggcgtgccag-3´ (8S; forward) and of the 5´-

caaatgtgtggcctttgactttagcttcagctcggacttac-3´(8S; reverse)) oligonucleotides. 

4) the nucleotide sequence for the C-terminal CRD using a forward oligonucleotide containing a sequence 

complementary to the linker region connected with the CRD (5′-ctggcacgccccagcttgcttgtggtctggtcgc-3′) 

and the reverse flanking primer with an internal HindIII restriction site (5′-cgtaagctttcagtcaaaggccacac-

3′). 

Due to their overlapping regions the purified fragments served as templates for PCR using Phusion High Fidelity 

Polymerase™ (New England BioLabs, Frankfurt, Germany). Generated cDNA sections consisting of the 

sequence for the N-terminal CRD associated with the linker sequence and the linker sequence attached to the C-

terminal CRD, the purified cDNA pieces 1 and 2 together with the forward flanking oligonucleotide and the 

reverse oligonucleotide for the linker (resulting in a fragment 5) or cDNA pieces 2 and 4 in combination with the 

reverse flanking oligonucleotide and the forward oligonucleotide for the linker (resulting in a fragment 6) were 

then processed in a second PCR. As also done to proceed to generate the tetramer, a PCR fragment of two CRDs 

connected with the GG/8S linkers was generated using the template 2 and 3 with the forward and reverse 

oligonucleotides of 3 (resulting in a fragment 7). Finally, with the flanking oligonucleotides and the PCR 

products from the second step, one cDNA encoding the two (purified PCR fragments suited as templates 5 and 

6), three (purified PCR fragments suited as templates 3,5 and 6) or four (purified PCR fragments suited as 

templates 5, 6 and 7) CRDs connected by the linker (GG or 8S) was amplified by a third PCR. Making use of the 

NdeI and HindIII restriction sites, the purified fragment was ligated into a pGEMEX-1 vector (Promega, 

Mannheim, Germany) and used as platform for cloning and bacterial transformation. The sequence was verified 

by DNA sequencing. The plasmid was transformed into Escherichia coli BL21 (DE3)-pLysS (Promega) for 



recombinant production. Cells were grown in LB (Roth, Karlsruhe, Germany) medium containing the appropriate 

antibiotic for 16 h at 37 °C and then transferred to TB (Roth) medium. After initial growth for 2 – 3 h at 37 °C up 

to an OD600nm of 0.6 – 0.8, gene expression was induced using 100 µM β-1-thio-D-galactopyranoside (IPTG), and 

bacteria were cultured at 37 °C for additional 16 h. The protein was purified from bacterial extracts by affinity 

chromatography on lactosylated Sepharose 4B, as previously described[2], with yields of 13.8 mg×L-1 (Gal-1[8S] 

tetramer) to 114 mg×L-1 (Gal-1 WT). Purity was ascertained by one- and two-dimensional gel electrophoresis 

under denaturing conditions, gel filtration and mass spectrometry (MALDI-TOF, peptide fingerprinting). 

Sequence information for each protein and a summary of expression yields at 37 °C/100 µM IPTG follows: 

 
Gal-1 WT (14715.74 Da) 

MACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGG
AWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFD 

(Gal-1)3–GG (44077.03 Da) 

MACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGG
AWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDG
GACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGA
WGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDGG
ACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGA
WGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFD 

(Gal-1)3–8S (Linker 33 AA) (50982.59 Da) 

MACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGG
AWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDF
SFSSDLQSTQASSLELTEISRENVPKSGTPQLACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDS
NNLCLHFNPRFNAHGDANTIVCNSKDGGAWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEF
KFPNRLNLEAINYMAADGDFKIKCVAFDFSFSSDLQSTQASSLELTEISRENVPKSGTPQLACGLVASNLN
LKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGAWGTEQREAVFP
FQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFD 

  



(Gal-1)4–GG (58757.68 Da) 

MACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGG
AWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDG
GACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGA
WGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDGG
ACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGA
WGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDGG
ACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGA
WGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFD. 

(Gal-1)4–8S (69116.01 Da) 

MACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGG
AWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDF
SFSSDLQSTQASSLELTEISRENVPKSGTPQLACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDS
NNLCLHFNPRFNAHGDANTIVCNSKDGGAWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEF
KFPNRLNLEAINYMAADGDFKIKCVAFDFSFSSDLQSTQASSLELTEISRENVPKSGTPQLACGLVASNLN
LKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFNAHGDANTIVCNSKDGGAWGTEQREAVFP
FQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINYMAADGDFKIKCVAFDFSFSSDLQSTQASS
LELTEISRENVPKSGTPQLACGLVASNLNLKPGECLRVRGEVAPDAKSFVLNLGKDSNNLCLHFNPRFN
AHGDANTIVCNSKDGGAWGTEQREAVFPFQPGSVAEVCITFDQANLTVKLPDGYEFKFPNRLNLEAINY
MAADGDFKIKCVAFD 
 

Table S1 

Proteins 
MW 

(Da) 

Yield * 

(mg×L-1) 

Gal-1 WT 14715.74 
114.1 ± 36.1 

(n=4) 

(Gal-1)3–GG 44077.03 
68.2 ± 15.2 

(n=2) 

(Gal-1)4–GG 58757.68 
81.7 ± 13.1 

(n=2) 

(Gal-1)3–8S 50982.59 
28.4 ± 3.0 

(n=6) 

(Gal-1)4–8S 69116.01 
13.8 ± 2.2 

(n=5) 

   [for information on the covalently dimers, see [1]; * n= number of independent preparations] 
 
 

 
2. Protein characterization 

MALDI time-of-flight mass spectrometry was applied to determine the proteins’ mass as well as in 

bottom-up processing by peptide mass fingerprinting and in top-down by in-source decay run in linear 

and reflector modes using an Ultraflex TOFTOF I instrument equipped with a nitrogen laser (20 Hz) 



(Bruker Daltonik, Bremen, Germany) and commercial matrices, as described for the 8S-linked Gal-1 

homodimer[1a] and variants of galectin-3 with shortened N-terminal tail.[3] Gel filtration was performed 

on a SuperoseTM HR10/30 column (GE Healthcare, Freiburg, Germany) with 100 µg protein applied in 

50 µl phosphate-suffered saline using an ÄKTApurifier 10 system as a flow rate of 0.5 mL×min-1 at 4 

°C. Calibration of the column was performed with a set of molecular weight markers from 1.35 Da 

(vitamin B12) to Blue Dextran (>2000 kDa).  

 

3. Haemagglutination assay 

Suspensions of trypsin-treated, glutaraldehyde-fixed rabbit erythrocytes were used to determine protein 

activity in 2-fold serial dilutions (in triplicates) of galectin-containing solution, measuring the minimal 

galectin concentration for mediating visible cell association and the minimal inhibitory concentration of 

the haptenic sugar lactose, as described.[4] 

 

4. Glycodendrimersome preparation and aggregation assay 

The amphiphilic Janus glycodendrimers (3-Lac, 4-Lac, and 3-Man), prepared and analyzed as 

described previously,[1b, 5] were dissolved in freshly distilled THF, and 100 µL of the solution are 

injected into 2 mL water or buffer, followed by vortexing (5 sec) to reach a final concentration of 0.5 – 

1 mg×mL-1. The set-up and the monitoring of aggregation follows the protocol, as carried out for the 

covalently linked homodimers.[1b] 

 

5. Cytofluorometry of CHO cells 

Galectins were first labeled by the fluorescent dye fluorescein isothiocyanate to perform cell staining in 

a one-step procedure at 4 °C for 30 min using 4 × 105 cells per sample, as described for Gal-1-

dependent staining previously.[6] The CHO glycosylation mutant lines were kindly provided by P. 

Stanley, Albert Einstein College of Medicine, Bronx, NY, USA. 

 

6. Binding and proliferation assays of neuroblastoma cells 

Human neuroblastoma (SK-N-MC) cells were cultured in Eagle’s minimal essential medium containing 

10% fetal calf serum (PAA Laboratories, Cölbe, Germany) and antibiotics, as routinely done for 

measurements with galectins.[7] Galectins were labeled by radioiodination using carrier-free Na125I 

(Hartmann Analytic, Braunschweig, Germany) and Iodobeads (Pierce, Bonn, Germany) in 50 mM 

sodium phosphate buffer (pH 7.0) containing 100  mM lactose to protect the contact site for glycans. 

Reagents were separated from the protein by gel filtration on PD-10 columns (GE Healthcare). The 

following specific radioactivities were measured for the protein: (Gal-1 WT: 245 KBq/µg; (Gal-1)2-GG 

219 KBq/µg ; (Gal-1)2-8S: 229 KBq/µg ; (Gal-1)3-GG: 207KBq/µg; (Gal-1)3-8S: 217 KBq/µg , (Gal-



1)4-GG: 211KBq/µg; (Gal-1)4-8S: 239 KBq/µg. Assays were routinely performed in parallel with 

aliquots of a cell suspension as described, and cell-associated radioactivity was measured by liquid 

scintillation counting in a TRICARB 2900TR instrument (Perkin Elmer, Rodgau, Germany).[3, 7] 

Growth assays started with seeding cells at a density of 104 cells/well, cultures were then kept for 16 h, 

before test solution containing a galectin was added. Thereafter, culturing continued for 48 h, until the 

extent of cell proliferation was determined with a commercial kit (CellTiter 96; Promega). To reduce 

ganglioside GM1 surface density accessible GM1 pentasaccharide was blocked by adding its receptor 

cholera toxin B-subunit that has no impact on proliferation or by inhibiting its production from 

ganglioside GD1a (and higher sialylated gangliosides) through a cell surface ganglioside sialidase using 

2-deoxy-2,3-dehydro-N-acetylneuraminic acid (NeuAc2en).[7] 

 

7. Molecular dynamics simulations 

Modelling of (Gal1)2-GG, (Gal1)3-GG and (Gal1)4-GG was carried out using the coordinates of the 

human galectin-1 at 1.7 Å resolution from the RCSB Protein Data Bank (PDB code, 1gzw). The 

orientations of the different subunits were modelled on the basis of the crystal structure of a protease 

resistant mutant form of human Gal-8 tandem-repeat galectin (PDB code, 3vkm), where the 

approximately 30-residue linker peptide was replaced by two residues (His-Met) [8]. The resulting 

structure models were built using COOT [9] and subjected to a geometry refinement [9]. The 

conformations of the 8S linker peptide were calculated with the RaptorX-server 

(http://raptorx.uchicago.edu) [10]. From the two generated solutions, the best accurate 3D model with a 

significant p-value (9.66e-3) was selected to build the different 8S variants: (Gal1)2-8S, (Gal1)3-8S and 

(Gal1)4-8S (see inset Fig. S7b).  The structures were then subjected to different simulated annealing 

torsion-angle refinement protocols using CNS [11] with a multi temperature approach method (30,000 K 

to 100,000 K). Final models were selected for the lowest energy conformations. The stereochemical 

quality was checked by PROCHECK [12]. Figures were prepared using PyMOL [13]. 



 

Scheme S1. Illustration of the two modes of cross-linking activity of homo-dimeric Gal-1. 

 



 

Figure S1. Mass spectrometric characterization of Gal-1 WT. (A) Molecular mass determination by MALDI-
TOF MS: The two peaks represent its singly and doubly charged molecular ions. Deviation from the calculated 
mass (14698.5 Da) indicates protein modification, e.g. cysteine carbamidomethylation due to the use of 
iodoacetamide (calculated mass with average of 2 carbamidomethylated cysteines: 14698.5 Da). (B) PMF 
spectrum with assigned peptide masses as obtained by peptide mass fingerprinting by MALDI-TOF-MS. (C) List 
of detected peptides with their calculated (calc) and experimentally measured (exp) mass values. (D) Sequence 
coverage obtained by MALDI-TOF-MS PMF. 



Figure S1 continued. Mass spectrometric characterization of Gal-1 WT. (E) Sequencing of the N-terminus by 
reISD using sDHB as matrix shows the ensuing peptide ladder (starting from c8/c9) for n-terminus containing 
carbamidomethylated cysteine at position 2. (*) indicates identified N-terminal sequence with 
carbamidomethylated cysteine at position 2 and 16. Experimental and calculated mass values are given below. 
(F) Sequencing of the C-terminus by reISD using sDHB as matrix shows the smallest detectable peptide at the 
7/8 (z+2) c-terminal positions (indicating carbamidomethylated cysteine at position 130) and the ensuing 
stepwise peptide ladder with identified corresponding y-ions (*). Experimental and calculated mass values are 
given below. (G) Sequencing of the N-terminus by reISD using SA as matrix shows the smallest detectable 
peptide at c29/c30 and the ensuing stepwise peptide ladder up to c53/54. In parallel two other sequences are 
shown for different cysteine modifications: (●) carbamidomethylated cysteines at positions 2 and 16; (*) 
carbamidomethylated cysteines at positions 2 and 42. Experimental and calculated mass values are given below. 

 



 

Figure S2. Mass spectrometric characterization of Gal-1 E71Q. (A) Molecular mass determination by MALDI-
TOF MS: The two peaks represent its singly and doubly charged molecular ions. Deviation from the calculated 
mass (14737.6 Da) indicates protein modification, e.g. cysteine carbamidomethylation due to the use of 
iodoacetamide (calculated mass with average of 3 carbamidomethylated cysteines: 14908.7 Da). (B) PMF 
spectrum with assigned peptide masses. (C) The list of detected peptides with their calculated (calc) and 
experimentally measured (exp) mass values. (D) Sequence coverage obtained by MALDI-TOF-MS PMF.  



 
Figure S2 continued. Mass spectrometric characterization of Gal-1 E71Q. (E) Sequencing of the N-terminus by 
reISD using sDHB as matrix, shows the ensuing peptide ladder (starting from c8/c9) for n-terminus containing 
carbamidomethylated cysteine at position 2 and 16. (◦)-indicates identified n-terminal sequence with 
carbamidomethylated cysteine only at position 2. (F) Sequencing of the C-terminus by reISD mass spectrum 
using sDHB as matrix, shows the smallest detectable peptide at the 9/10 (z+2) c-terminal positions (indicating 
carbamidomethylated cysteine at position 132) and the ensuing stepwise peptide ladder with identified 
corresponding y-ions (*). (G) Sequencing of the N-terminus by linISD spectrum using SA as matrix, shows the 
smallest detectable peptide at c29/c30 and the ensuing stepwise peptide ladder up to c60/61. In parallel two other 
sequences are shown for carbamidomethylated cysteines positions 2, 16 and 42 (*). 



 

 



Figure S3. Mass spectrometric characterization of (Gal-1)2-GG (A-D) and GG-linked mutant (E71Q) (Gal-1)2-
GG E71Q (E-H). (A) Molecular mass determination by MALDI-TOF MS: The two peaks representing singly and 
doubly charged molecular ions. The observed shifts (29264.9 Da) from the theoretical masses (29607.2 Da) 
indicate carbamidomethylation of in average 6 cysteines due to the use of iodoacetamide. (B) PMF spectrum with 
assigned peptide masses. (C) List of detected peptides with their calculated (calc) and experimentally measured 
(exp) mass values. (D) Sequence coverage obtained by MALDI-TOF-MS PMF.(E) Molecular mass 
determination by MALDI-TOF MS: The two peaks representing singly and doubly charged molecular ions 
(calculated mass: 29417.1 Da). (F) PMF spectrum with assigned peptide masses. (G) List of detected peptides 
with their calculated (calc) and experimentally measured (exp) mass values. (H) Sequence coverage obtained by 
MALDI-TOF-MS PMF. 



 
Figure S4. Molecular weight determination by MALDI-TOF MS of GG- and 8S-linked trimers. (A) (Gal-1)3-
GG: Observed shift (43945.4 Da) from the theoretical mass (44458.8 Da) indicates carbamidomethylation of in 
average 9 cysteines due to the use of iodoacetamide. (B) (Gal-1)3-8S: Observed shift (51307.2 Da) from the 
theoretical mass (50850.1) indicates carbamidomethylation of in average 8 cysteines due to the use of 
iodoacetamide. 

 

 

Figure S5. Molecular weight determination by MALDI-TOF MS of GG- and 8S-linked tetramers. (A) (Gal-1)4-
GG: Observed shift (59595.7 Da) from the theoretical mass (58625.8 Da) indicates carbamidomethylation of in 
average 17 cysteines due to the use of iodoacetamide. (B) (Gal-1)4-8S: Observed shift (69782.8 Da) from the 
theoretical mass (68984.0 Da) indicates carbamidomethylation of in average 14 cysteines due to the use of 
iodoacetamide. 



 

Figure S6. Gel filtration analysis of the panel of galectins. Molecular weight determination of the native proteins 
was conducted on a calibrated SuperoseTM HR10/30 column . (A) Gal-1 WT (calculated MW of the homodimer: 
29397 Da) in presence and absence of 100 mM Lactose; (B) Gal-1 E71Q (calculated MW of the homodimer: 
29475,2 Da); (C) (Gal-1)2-GG (calculated MW: 29607.2 Da); (D) (Gal-1)2-GG E71Q (calculated MW: 29417.1 
Da); (E) (Gal-1)3-GG (calculated MW: 44458.8 Da); (F) (Gal-1)3-8S (calculated MW: 50850.1 Da); (G) (Gal-1)4-
GG (calculated MW: 58625.8 Da); (H) (Gal-1)4-8S (calculated MW: 68984.0 Da) . Arrow heads indicate the 
positions of molecular weight markers. 

 

 



 

Figure S7. Molecular dynamics using a simulated annealing protocol of the Gal1-GG-Gal1 (A) and Gal1-8S-
Gal1 (B) dimers. The initial model is shown inside the dashed line box, and the lowest energy conformers are 
depicted around the figure. The middle box shows a superposition of all the conformers. Only one of the 
monomers for all the conformers was superposed onto the initial model leaving free the second monomer. The 
starting model is depicted in a cartoon representation contained in its molecular surface with the lactose moieties 
represented as spheres, and in ribbon representation all the lowest-energy conformers with their ligands 
represented in ball-and-stick mode. The inset in (B) (colored box) represents the two models generated with the 
RaptorX server of the 8S linker (see Materials and methods). 



 

Figure S8. Molecular dynamics using a simulated annealing protocol of the (Gal1)3-GG (A) and (Gal1)3-8S (B). 
Representation as in Figure S7. 



 

Figure S9. Molecular dynamics using a simulated annealing protocol of the (Gal1)4-GG (A) and (Gal1)4-8S (B). 
Representation as in Figure S7. 



 

Figure S10 Gel filtration analysis of chicken galectin-2 (CG-2) (see legend for Figure S6 for details). 

 

Figure S11. (A) Aggregation of GDSs (Lac = 0.2 mM, 900 µL) self-assembled using 3-Lac with chicken 
galectin-2 (CG-2) tested at concentrations from 0.25 mg·mL–1 to 1 mg·mL–1 in PBS (pH 7.4). (B) 
Crystallographic structure of the trimer of dimers in two different views of the asymmetric unit (PDB: 2YMZ). 

 

Figure S12. Aggregation of GDSs (Lac = 0.1 mM, 900 µL) self-assembled from 3-Lac or 4-Lac with (Gal-1)4–
GG/8S (A) and Gal-1 E71Q (B) (2 mg·mL–1, 100 µL) in PBS (pH 7.4). 



 

Figure S13. Aggregation of GDSs (Lac + Man = 0.2 mM, 900 µL) co-assembled from 3-Lac and 3-Man with 
(Gal-1)3–GG (A) and (Gal-1)4–GG (B) tested at 0.25 mg·mL–1 in PBS (pH 7.4). 

 

Figure S14. Semilogarithmic representation of fluorescent surface staining of cells of the CHO glycosylation 
mutant LEC10 line (presentation of N-glycans with bisecting GlcNAc) by fluorescent Gal-1 WT and (Gal-1)n–
GG, n = 2–4, at a constant (mass) concentration of 0.5 µg×mL-1. Quantitative data for each protein are given from 
top (background) to bottom in the order of this listing. 

 

Figure S15. Semilogarithmic representation of fluorescent surface staining of cells of the CHO glycosylation 
mutant Lec13 line (reduced level of core fucosylation and O-Fuc glycans) by fluorescent Gal-1 WT and (Gal-1)n–
GG, n = 2–4 at a constant (mass) concentration of 0.1 µg×mL-1. Quantitative data for each protein are given from 
top (background) to bottom in the order of this listing. 



  

Figure S16: Scatchard plot analysis of binding of iodinated galectins to the cell surface of neuroblastoma cells. 
(A) Gal-1 WT; (B) (Gal-1)2-GG; (C) (Gal-1)2-8S; (D) (Gal-1)3-GG; (E) (Gal-1)3-8S; (F) (Gal-1)4-GG; (G) (Gal-
1)4-8S; (H) Effect of Ctx-B on binding of (Gal-1)4-GG; (i) Effect of NeuAc2en treatment on binding of (Gal-1)4-
GG. Corresponding binding curves are given as insets, KD and Bmax values as obtained from the plots are 
compiled in Table S1. 
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