Accurate Quantification of Mutant and Wild-Type polyQ Proteins Using Simple Western Capillary Immunoassays
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[image: ]Online Resource 4. Examples of antibodies that were not selected for SW capillary immunoassay development a Electropherogram of a SW run using the 66–440 kDa separation module with a 1:25 dilution of the LS-C417564 ATXN1 antibody and 0.5 mg/mL protein lysate from DRPLA patient fibroblasts (GM13716, 29/32 CAG in ATXN1) or 20 ng/ml recombinant ATXN1. The antibody weakly detected the recombinant ATXN1 protein but was unable to detect ATXN1 in cell lysate b Electropherogram of a SW run using the 66–440 kDa separation module with a 1:25 dilution of the H00006310-M02 ATXN1 antibody and 20 ng/mL recombinant ATXN1. The antibody was unable to detect the recombinant protein on SW c Electropherogram of a SW run using the 66–440 kDa separation module with a 1:25 dilution of the PB9422 ATXN1 antibody and 0.5 mg/mL protein lysate from DRPLA patient fibroblasts (GM13716, 29/32 CAG in ATXN1) or 20 ng/ml recombinant ATXN1. The antibody clearly detected the recombinant ATXN1 protein. In cell lysate, the antibody detected a peak which possibly corresponded to ATXN1 at the same MW as recombinant ATXN1. The antibody was not selected for the final SW assay due to high background signal d Electropherogram of a SW run using the 12–230 kDa separation module with a 1:10 dilution of the H00001822-M01 ATN1 antibody and 0.5 mg/mL protein lysate from HD patient fibroblasts (GM21756, 12/16 CAG in ATN1) transfected with either 75nM siCtrl or 75nM ATN1-targeted siRNA in 6-well plates using 1.125 µL RNAiMAX/well. On SW, H00001822-M01 showed several peaks, including a peak at 190 kDa at the observed MW of ATN1 (194 kDa with the selected NBP1-90044 ATN1 antibody). The AUC of this peak did not decrease after transfection with 75nM siATN1 compared to 75nM siCtrl
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