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Supplemental Methods  

Antibodies 
 
Monoclonal mouse antibodies were BRIC 4 (GPC), BRIC13 (Wrb), BRIC69 (Rh), BRIC71 
(band 3), BRIC200 (band 3), BRIC222 (CD44), BRIC256 (GPA), LA1818 (RhAG), 
BRIC170 (band 3), BRIC6 (band 3), BRIC273 (protein 4.2), BRIC274 (ankyrin) (all IBGRL, 
NHSBT Filton, Bristol). Rabbit polyclonal antibodies used were against band 3, GPA (in 
house), and GAPDH (Santa Cruz). Secondary antibodies used were goat anti–mouse-Alexa 
488/594 and goat anti-rabbit-Alexa 488/594 (Invitrogen), APC conjugated rat anti-mouse 
IgG1 (Biolegend), HRP-conjugated swine anti-rabbit and rabbit anti-mouse (Dako). 
 
Erythroblast Culture 
 
Peripheral blood mononuclear cells were isolated from platelet apheresis blood waste 
(NHSBT, Bristol) from healthy donors and homozygous V488M patient with written 
informed consent for research use in accordance with the Declaration of Helsinki and 
approved by local Research Ethics Committee (REC 12/SW/0199). Erythroblasts were 
expanded and differentiated as described previously [1, 2] using IMDM (Source Biosciences) 
supplemented with BSA (0.01g/ml) for initial expansion. For knockdown experiments, 
CD34+ cells were pooled from 4 separate platelet apheresis blood waste cones using a 
CD34+ magnetic isolation kit (Miltenyi Biotech) according to the manufacturer’s protocol, 
expanded for 3 days in Stemspan (Stem Cell technologies) before culture in erythroblast 
expansion and differentiation medium as described in [2].  
 
SDS PAGE and Western Blotting 
 
Erythroblasts and reticulocytes were lysed using buffer containing 20mM Tris-HCl pH 8.0, 
137mM NaCl, 10mM EDTA, 100mM NaF, 1% (v/v) Nonidet P-40, 0.5% (w/v) deoxycholate, 
0.1% SDS (w/v), 10% (v/v) glycerol, 10mM Na3VO4, 2mM PMSF, 1% (v/v) protease 
inhibitor cocktail set V (Calbiochem). Proteins were separated using SDS PAGE and 
immunoblotted as described previously [2-4]. 

Staining of cytospins 
 
Cells (1 × 105) were cytospun onto glass slides, fixed in methanol, and stained with May-
Grünwald-Giemsa stains according to the manufacturer's protocol. Images were taken with a 
Leica DM750 microscope coupled to a Pixera Penguin 600CL camera using a 40× lens and 
processed using Adobe Photoshop 9.0 (Adobe Systems).  

Immunoprecipitations 
 
BRIC6 surface immunoprecipitations were performed using cell numbers indicated in specific 
figure legends as described previously [4]. 
 
Immunofluorescence 



Erythroblasts were fixed in suspension using either 0.5% acrolein or 1% PFA as indicated in 
the figure legends. Immunolabelling and confocal microscopy were conducted as described 
previously [2, 4]. 
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