Multirefractory primary immune thrombocytopenia; targeting the decreased sialic acid content
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Supplemental Methods: 
Electrophoretic characterization

To analyze potential differences in the degrees of glycosylation in circulating plasma proteins due to variations in glycan composition, proteins known to be highly glycosylated were evaluated by Western blot. Polyacrylamide (8%) gel electrophoresis (PAGE) in denaturing (under reducing and non-reducing conditions) was performed in citrate plasma samples from 5 ITP patients (4 multirefractory, and 1 control ITP), and from one healthy control. Additionally, one plasma sample from a healthy control was treated with wide-spectrum neuraminidase, as previously described [1,2]. After separation, proteins were transblotted onto a polyvinylidene fluoride membrane. Antithrombin, a protein with four potential N-glycosylation sites was immunostained with rabbit anti-human antithrombin polyclonal antibody (Sigma-Aldrich, Madrid, Spain), followed by donkey anti-rabbit IgG–horseradish peroxidase conjugate (GE Healthcare, Pittsburgh, PA), with detection via an ECL kit (Amersham Biosciences, Piscataway, NJ). Factor XI (FXI), which has five potential N-glycosylation sites, was immunostained with goat anti-human anti-FXI polyclonal antibody (Enzyme Research Laboratories, South Bend, IN), followed by goat anti-rabbit IgG–horseradish peroxidase conjugate A9452 (Sigma-Aldrich). 

HPLC analysis of transferrin glycoforms

Defects in the biosynthesis of glycoproteins are usually evaluated by analysis of the abnormal pattern of N-linked glycans of serum transferrin. High-performance liquid chromatography (HPLC) analysis of transferrin glycoforms were performed as described [3] in serum samples from 4 multirefractory ITP patients and two healthy controls. Additionally, a sample of serum from a patient with a congenital disorder of glycosylation (CDG) caused by mutations in PMM2, an enzyme involved in phosphomannomutase-2 activity was included (PMM2-CDG) as a positive control of decreased content of sialic acid in plasma proteins [4]. Briefly, transferrin was completely saturated with iron by mixing 100 µL of plasma with 20 µL of FeNTA (1.67 mM). Thereafter, the lipoproteins in the sample were precipitated by addition of 20 µL of 10% dextran sulphate, 1 mM CaCl2 for 60 min at 4°C, and then centrifuged at 3500g at 4°C for 5 min. Then, 130 µL of the supernatant were withdrawn and concentrated at 3500g at 4°C in an YM-10 Microcon filter (Millipore), diluted with 260 µL of water and transferred to glass HPLC vials, and injected (100 µL) into the HPLC system (Agilent 1100 Series Liquid Chromatography, Agilent Technologies). Separation was performed on a SOURCE® 15Q PE 4.6/100 anion-exchange chromatography column (Amersham Biosciences) at 22°C, by linear salt gradient elution at a flow rate of 1.0 mL/min. Quantification of the transferrin glycoforms relied on the selective absorbance of the iron–transferrin complex at 470 nm. The relative amount of each glycoform was calculated as a percentage of the area under the curve, using baseline integration.
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Suppl. Fig. 1. Flow cytometry gating strategy and representative histograms of RCA-1 and CD62 binding. Panel A illustrates the flow cytometry gating strategy. Platelets were gated first based on FSC/SSC characteristics, followed by gating on PE-CD41+ cells (RCA-1) or FITC-CD42b+ (CD62) to be used in histogram overlay. Panel B and C show representative flow cytometric charts of a multirefractory and a control ITP patient, respectively. Galactose exposure was detected with RCA-1 binding to normal platelets following incubation with normal serum in the absence of neuraminidase (grey histogram), or in the presence of the enzyme as a positive control (blue line), normal platelets with ITP serum (green line), or patient´s platelets with normal serum (red line). P-selectin exposure was also assessed with CD62 binding to normal platelets following incubation with normal serum (grey histogram), normal platelets with ITP serum (green line), or patient´s platelets with normal serum (red line).
FSC-H








