
 

 

Supplementary Figure 1. Processing of N- glycans in the absence or presence of PST3.1a (5µM). Cells 
were lysed in Tris buffer (100 mM, pH 7.4) with 1 % w/v SDS. The homogenate was dialysed in 12–14 
kDa cut-off dialysis tubing in an ammonium hydrogen carbonate solution (50 mM, pH 7.4) during 48 h 
at 4°C, and lyophilised. The proteins/glycoproteins were reduced and carboxyamidomethylated 
followed by sequential tryptic and peptide N-glycosidase F digestion and Sep- Pak purification. 
Permethylation of the freeze dried glycans, sample clean-up, MALDI-TOF-MS of permethylated 
glycans, and linkage analysis before and after sequential exoglycosidase digestions were performed as 
described elsewhere (1) MS/MS data were acquired using a 4800 MALDI-TOF/TOF (Applied 
Biosystems, Darmstadt, Germany) mass spectrometer as previously described (2). A, Gli4NS cultivated 
during 10 days in proliferation medium. B, Gli4NS cultivated during 10 days in proliferation medium in 
presence of 5 µM of PST3.1a. Glycans presenting a relative reduced amount were highlighted. 
 
1. Morelle W, Michalski JC. Analysis of protein glycosylation by mass spectrometry. Nature protocols 
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2. Sabatte J, Faigle W, Ceballos A, et al. Semen clusterin is a novel DC-SIGN ligand. J Immunol 2011;187(10):5299-
309. 
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Supplementary Figure 2. Gli4NS Glycoprofile in the absence of presence of PST3.1a (5µM). The 
glycoprofile was performed by GLYcoDIAG (Ref: R1507221 - Projet: PHO1503241). Gli4NS were 
cultivated without (CTL) or in presence of 5 µM of PST3.1a for 10 days. Gli4NS were then dissociated 
as described (5) and labeled with CarboxyFluoresceinSuccinimidyl (CFSE). After PBS washes, cells were 
calibrated and plated on lectin functionalized wells. After wahing fluorescence was quantified 
according to the technology developed by GLYcoPROFILETM. The lectin panel references and 
specificities are listed below:  
 
Ref Short Name Common name Glycans structures specificity 
L1236 MAA Maackia amurensis Neu5Ac/Gca-3Galβ4GlcNAc/Glc- 
L1237 SNA Sambucus nigra Neu5Aca-6Gal/GalNAc 
L1239 PHA L Phaseolus vulgaris Galβ4GlcNAcβ6Man of branched structures of N-glycans, Galβ4GlcNAcβ2Man. 
L1240 PHA E Phaseolus vulgaris Galβ4GlcNAcβ2Man, the bisecting GlcNAcβ4man is essential. 
L1225 GSL II Griffonia simplicifolia Terminal GlcNAc 
L1227 PWM Phytolacca americana GlcNAcβ4GlcNAc oligomers, Galβ4GlcNAc 
L1228 STA Solanum tuberosum GlcNAcβ4GlcNAc oligomers. Poly N-acetyllactosamine, keratan sulfates. 
L1229 UEA II Ulex europeus GlcNAcβ4GlcNAc oligomers ; Fuca2Galβ4GlcNAc 
L1230 WGA Triticum vulgare GlcNAc; GlcNAcβ4 oligomers , core of Asn linked oligasacchide; Neu5Ac 
L1233 LTA, LTL Lotus tetragonolobus Fuc, LeX but not LeA, 2-FucaGalβ4Glc 
L1234 UEA I Ulex europeus Fuc 
L1209 BPA Bauhinia purpurea Galβ3GalNAc (T-antigen) > GalNAc > Gal 
L1211 DBA Dolichos biflorus Terminal GalNAca, GalNAcα3GalNAc (Forssman), blood group A trisaccharide 
L1212 ECA , ECL+ Erythrina cristagalli Galb4GlcNAc> Lactose > GalNAc > Gal 
L1220 MPA, MPL Maclura pomifera Galβ3GalNAc (T antigen), Gala6Glc (melibiose) 
L1221 AIA / Jacalin Artocarpus intergrifolia Gala6 or Galβ3GalNAc (T-antigen)>> lactose, more specific for T-antigen than PNA 
L1241 GSL-Ib4 Griffonia simplicifolia isoB4 αGal 
L1257 PA-IL Pseudomonas aeruginosa lectin A (Lec A) Gala, Globoside 
L1222 ABA Agaricus bisporus Gal-GalNAcα-O-R, inhibited by O-linked glycans, not by N-linked glycans 
L1201 Con A Canavalia ensiformis Man > Glc ; branched mannoses a 
L1202 LcH Lens culinaris Mana/Glca > GlcNAcα, enhanced by Fuca6 on the core GlcNAc-Asn N-glycopeptidesL1203 PSA, PEA Pisum sativum Man > Glc ; enhanced by Fuca6 
on the core GlcNAc-Asn N-glycopeptides, IgM1A mouse 
L1205 ASA Allium sativum Mana, inhibited by α3-linked mannosyl units but weakly by Manα6. Do not bind mannopentaose. 
L1206 GNL / GNA Galanthus nivalis Terminal mannoses. Manα3Man ; α2-macroglobulin ; bind mannopentaose 

5. Guichet PO, Bieche I, Teigell M, et al. Cell death and neuronal differentiation of glioblastoma stem-like cells 

induced by neurogenic transcription factors. Glia 2012.  
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Supplementary Figure 3. Processing of O-glycans in the absence or presence of PST3.1a (5 µM). Cells 
were lysed in Tris buffer (100 mM, pH 7.4) with 1 % w/v SDS. The homogenate was dialysed in 12–14 
kDa cut-off dialysis tubing in an ammonium hydrogen carbonate solution (50 mM, pH 7.4) during 48 h 
at 4°C, and lyophilised. The proteins/glycoproteins were reduced and carboxyamidomethylated 
followed by sequential tryptic and peptide N-glycosidase F digestion and Sep- Pak purification. Putative 
O-glycopeptides remaining after PNGase F digestion of the tryptic glycopeptides were subjected to 
reductive elimination. Permethylation of the freeze dried glycans, sample clean-up, MALDI-TOF-MS of 
permethylated glycans, and linkage analysis before and after sequential exoglycosidase digestions 
were performed as described in (1). MS/MS data were acquired using a 4800 MALDI-TOF/TOF (Applied 
Biosystems, Darmstadt, Germany) mass spectrometer as previously described (2). A, Gli4NS cultivated 
during 10 days in proliferation medium. B, Gli4NS cultivated during 10 days in proliferation medium in 
presence of 5 µM of PST3.1a.  
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Supplementary Figure 4. Western blot quantification. Each western blot has been performed at 
least three times. Quantification has been performed relatively to GAPDH expression. Bands have 
been quantified using the Image Lab software (Bio-Rad) and the control value was set as 1 for 
normalization. Means +/- SEM are shown.  
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Supplementary Figure 5. Effect of PST3.1a on cell invasion in matrigel. Gli4NS were embeded in 
matrigel (Corning #354234)/differentiation medium (1/1). Pictures were taken after 48h in order to 
estimate Gli4 invasion. 
 

 

 

 

 
Supplementary Figure 6. PBMC cytotoxicity. 3x106 PBMC cultivated in RPMI (SVF 20%) were activated 
for 3 days by the addition of 5µg/mL of PHA-P. Cells were then seeded in 96 well plates for 24 h and 
then treated with different concentrations of PST3.1a for 48h. Cell viability was assessed by MTT. 
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