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Generation of Mouse UBE2W Antibody and Analysis of
UBE2W Expression in Mouse Tissues
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Abstract: Ubiquitin conjugating enzyme functions as the second enzyme required for protein ubiquitination and plays an important
role in ubiquitin transferring and substrate specific recognition. UBE2W, a newly described member of E2 family, was formerly
reported probably involving in phototransduction or retinal degeneration in Drosophila. In this study, we report that murine UBE2W
harbors a typical UBC domain and is highly conserved in different vertebrate homologues. GST-tagged UBE2W was expressed in E.
coli BL21 (DE3) and purified with GST affinity chromatography. Using this antigen, we generated and further separated rabbit
polyclonal antibody of UBE2W, of which the activity and specificity were confirmed by immunoblotting of transiently expressed
myc-UBE2W fusion protein. Wide expression of UBE2W was found in brain, muscle, heart, lung, liver, spleen, kidney and testis of
mouse with the generated antibody, indicating the functional importance of this novel protein. Furthermore, the UBE2W highly
expression was confined to the adult testis and was developmental stage-specific.
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Primers Sequences
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Fig. 1 Structure of UBE2W
A: UBE2W contains a typical UBC domain and a conserved active cystine (asterisk) showed in CDD database; B: structural ribbon of
UBE2W (the human homologous protein of CG7220) in the RasMol software shows that UBE2W harbors a typical UBC domain
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Fig. 2 Amplication of ube2w from pCMV-myc/ube2w
1: PCR products of ube2w; 2: DNA marker UBE2W ’ Western
Blotting UBE2W
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Fig. 3 GST-UBE2W fusion protein expressed in E. coli BL21 (DE3)
A: conditions for expression of GST-UBE2W in BL21 (DE3); M: protein marker; the arrowhead indicates the expressed fusion protein
B: the formation of GST-UBE2W expressed in BL21 (DE3); 1: BL21; 2: BL21/GST-UBCm; 3: 3000 g precipitation; 4: 6000 g precipitation;
5:12 000 g precipitation; 6: supernatant; M: protein marker
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Fig. 4 UBE2W fusion protein purified by GSTrap affinity
chromatography
A: SDS-PAGE of purified GST-tagged UBE2W protein; B: Western
blotting analysis of purified protein
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Fig.5 UBE2W antibody purified by affinity chromatography
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Fig. 6 High-specificity of UBE2W polyclonal antibody
Myc-UBE2W transiently expressed in 293FT cells was analyzed by
immunoblotting with UBE2W antibody (A) and Myc antibody (B);
M: protein marker
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Fig. 7 Extensive expression of UBE2W in mouse tissues
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Fig. 8 Developmental stage-specificity of UBE2W
expression in mouse testis
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