
Step 1: IEX Step 2: RPC Step 3: RPC

Resins WorkBeads 40S (Bio-Works, Sweden) PK-C8-10 µm-100Å (Osaka Soda, Japan) PK-C8-10 µm-100Å (Osaka Soda, Japan)

Bed heights 24 cm 25 cm 25 cm

Feeds Crude human insulin precursor Pooled elution fraction from step 1 Pooled elution fraction from step 2

Loadings 20 g product/L resin 15 g product/L resin 15 g product/L resin

Eluents A 50 mM Na-acetate, pH 4.0: EtOH (7:3) 100 mM (NH4)2SO4/H2SO4, pH 3.2 200 mM NH4-acetate/Acetic acid, pH 5.5 

Eluents B 50 mM Na-acetate, 1 M NaCl, pH 4.0: EtOH (7:3) Acetonitrile Acetonitrile

Gradients 0 - 20% B 2 in CV, 20% B in 1 CV,
20 - 70% B in 6.5 CV, 100% B in 20 CV

5 - 21% B in 1 CV, 21 - 27% B in 6 CV, 
60% B in 2 CV

5 - 25% B in 1 CV, 25 - 28% B in 6 CV, 
60% B in 2 CV

Flow rates 150 cm/h 180 cm/h 180 cm/h
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