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Supplementary Materials 

Expression of Truncated Recombinant MED25 in E. coli 

In order to obtain a large amount of recombinant MED25, the truncated protein which retained the 

common epitope at the C-terminus was expressed by transformation of E. coli. The MED25 gene 

fragment (241–1080 bp) with a His tag sequence at the 3’-terminal end was inserted into the pET-28a(+) 

plasmid (Novagen), which was then transformed into BL21(DE3) Chemically Competent E. coli 

(Invitrogen) based on the procedure described in the manual. The transformed E. coli was incubated  

at 37 °C by shake cultivation at the speed of 220 rpm until the OD reached 0.8 (about 150 min), and then 

isopropy-β-D-thiogalactoside (IPTG) was added to the final concentration of 1 mM to induce protein 

expression for a further 10 h of shake cultivation. Subsequently, the MED25 fragment was purified by 

nickel affinity chromatography using the ÄKTA purification system (GE Healthcare) according to the 

manufacturer’s instructions. 

By SDS-PAGE analysis, the MED25 protein fragment was observed in the lysate of E. coli 

transformed with the expression plasmid but not the control (Figure S1). After purification, the fragment 

was identified by western blot, and a specific band was detected by 2H2, anti-His and anti-MED25 

antibodies (Figure 4B–D, respectively). 

 

Figure S1. Expression and detection of truncated MED25 protein. (A) Lysates (generated 

from 100 μL of inocula with the OD value was 1.2) of E. coli expressing MED25 and control 

E. coli transformed with empty plasmid were analyzed by SDS-PAGE. The target band is 

indicated by the red arrow; (B) The truncated MED25 was detected using an anti-His mAb 

by western blot. The specific band is indicated by the red arrow; (C) The truncated MED25 

was detected using 2H2 mAb by western blot. The specific band is indicated by the red 

arrow; (D) The truncated MED25 was detected using a commercial anti-MED25 polyclonal 

antibody by western blot. The specific band is indicated by the red arrow. 
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Figure S2. Alignment of amino acid sequence of common epitope in human enterovirus 

(HEV) VP1 with different serotypes. Shown are the common epitope sequence (red box) and 

flanking amino acids. 
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Figure S3. Confirmation of the expression of MED25 in mouse brain stem tissue. The tissue 

slide was stained with commercial anti-MED25 antibody (A), and the HRP-labeled  

isotype-matched antibody was used as the negative control (B). Positive stains are indicated 

by red arrows. Images were obtained at a magnification of 200×. 


