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2DE & Western Blotting Methods: 
2DE: E. Coli P2 (ZP_02929368) was expressed in 50ml, 20oC overnight. Cell free extract was generated by sonication and 
protein mixture was resuspended in 350ul rehydration solution prepared for IEF (7uL of IPG buffer, 1.4mg of DTT in each 
350ul). pH 3-10 IPG strips were rehydrated overnight and proteins were separated for 8hs in IEF. IPG strips were equilibrated 
before subjecting to second dimension separation by 12% SDS-PAGE, visualised using Colloidal Coomassie Blue stain.  
Western Blot: Soak SDS-PAGE gel in transfer buffer for 15min. Assemble blotting sandwich. Bottom to top:  2 layers filter 
paper; 1 layer nitrocellulose membrane; 2D gel; 2 layers of filter paper. Wet filter paper with transfer buffer. Transfer protein 
at 0.857mA/cm

2 
for 60min. Block non-specific binding sites by incubating overnight in 5% w/v Marvel in PBS-Tween buffer (1g 

Marvel to 20ml). Discard solution and incubate for 2-3 hours in 1o antibody solution, Monoclonal anti-polyHistidine, Clone 
HIS-1 (Sigma) diluted in 5% w/v Marvel in PBS-Tween 1:1000. Wash with 5 changes of PBS-Tween, leaving the buffer on the 
blot for 5-10min. Incubate for 2-3 hours in 2o antibody solution, A1293-AlkPhos APA Mouse Fab ads HIgG, diluted in 5% w/v 
Marvel in PBS-Tween 1:1000. Wash with 5 changes of PBS-Tween. Develop with BCIP/NBT reagents @37oC. Wash with MilliQ 
water and dry the membrane for scanning and analysis.   
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