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Supplementary Figure 1 Production of recombinant SPE-7 IgE antibodies. (A) Schematic of 

murine and human chimeric SPE-7 IgE antibodies, rmSPE-7 and rchSPE-7 respectively, with 

murine SPE-7 VH and VL domains (white) and either murine (black) or human (grey) constant 

domains. (B) DNP-specificity of both recombinant IgE antibodies was confirmed by ELISAs with 

DNP-BSA used to capture the antibodies in cell culture supernatants and binding detected by 

using anti-murine IgE and anti-human IgE antibodies, respectively. (C) Purified recombinant 

SPE-7 antibodies were analysed by SDS-PAGE alongside the unpurified Sigma mSPE-7 IgE 

preparation. 

 

Supplementary Figure 2 Contamination of Sigma mSPE-7 IgE. (A) The unpurified Sigma 

mSPE-7 IgE preparation was titrated on an SDS-PAGE gel and densitometry used to determine 

the percentage of the contamination band (indicated by *) of the total protein. An average 17% 

contamination was calculated. (B) Following SDS-PAGE analysis of Sigma mSPE-7 IgE under 

denaturing protein bands 1-6 were excised for evaluation by LC-MS/MS. (C) The overall 

sequence coverage with NS1 hybridoma cell-derived sequences is indicated (amino acids shaded 

grey indicates where coverage was achieved). (D) The activity of the Sigma mSPE-7 IgE 

preparation contaminant, murine C3a, was evaluated in an RBL-SX38 mast cell degranulation 

experiment. Murine C3a alone (left panel; black lower bars) or in combination with recombinant 

SPE-7 IgE (rSPE-7, shown to be non-cytokinergic in Fig. 1C; right panel; black lower bars) did 

not induce any mast cell degranulation above buffer background control, whereas significant 

degranulation was induced by the unpurified Sigma mSPE-7 IgE preparation (Sigma mSPE-7; 

both panels; black lower bars). Means of 3 independent experiments ±SEM are shown. 

Statistically significant difference to background control was determined by one-way ANOVA 

with Dunnett’s post-test; **** P<0.0001; ns P>0.05.  
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Supplementary Figure 3 Analysis of SPE-7 IgE preparations. NS1 hybridoma cell mSPE-7 

IgE peak B (containing trimers) and re-purified monomer peak were analysed by SDS-PAGE 

alongside the unpurified Sigma mSPE-7 IgE preparation. Protein bands corresponding to IgE 

heavy and light chains were identified in all preparations.  

 

Supplementary Table 1 Summary of protein identifications by LC-MS/MS.  A list of proteins 

identified at over 95% confidence score within Sigma mSPE-7 IgE gel bands 2, 3, 5 and 6 (gel 

shown in Supplementary Fig. 2B).  
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