Generation of mouse recombinant His-NRG-1β1.
[bookmark: OLE_LINK1]cDNA coding for an EGF-like domain of mouse NRG-1β1 isoform was amplified from cDNA prepared from mouse brain and cloned into NdeI and EcoRI restriction sites of pET28a vector (Novagen) in frame with an N-terminal His tag. Correct insertion of cDNA was confirmed by sequencing. The protein (His-NRG-1β1) was expressed in E. coli strain BL21 (DE3) (Novagen) for 3 h at 37C after induction with 1mM IPTG (Bioshop). The protein was found in insoluble form in inclusion bodies. To isolate proteins from inclusion bodies, the bacterial pellet was resuspended in 20 mM Tris-HCl pH 8.0, 5 mM EDTA, 0.5% Triton X-100, sonicated and incubated with lysozyme (1 mg/ml) for 30 min at room temperature. After addition of MgSO4 (final concentration 10 mM) the cell suspension was sonicated again and centrifuged (10 000g, 15 min, 4°C). The pellet was washed twice with 20 mM Tris-HCl, pH 8.0 and incubated overnight at 4°C in solubilizing buffer (6M guanidine hydrochloride, 20 mM phosphate buffer, 0.5 M NaCl, 1 mM β-mercaptoethanol, pH 7.8) and then centrifuged (10 000g, 15 min, 4°C). In order to isolate His-NRG-1β1, the supernatant was subjected to Ni-NTA affinity chromatography. The fractions containing the recombinant protein as evaluated by SDS-PAGE were pooled. Refolding was performed as follows: the protein was diluted to the final concentration of 0.2 mg/ml and dialyzed for 12 h at 4°C to 50 volumes of buffer R (20 mM phosphate buffer pH 8.0, 150 mM NaCl, 10% glycerol, 0.02% Triton X-100) containing 8M urea. Further dialysis steps were performed against buffer R enriched in 2 mM L-cysteine and containing decreasing concentrations of urea (6M, 4M, 2M, 1M, 0.5M) in subsequent steps (each step – 12 h, 4°C). Finally, the protein was dialyzed thoroughly against PBS with 10% glycerol, and centrifuged  (10 000g, 15 min, 4°C). Protein concentration was estimated using Ponceau S-based densitometric assay [1]. The activity of rmHis-NRG-1β1 was confirmed by analysis of ErbB2 phosphorylation and proliferation of NRG-1-sensitive MCF-7 human breast carcinoma cell line [2]. 
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