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Fig. 1 Western blotting analysis of Molt 4 cell lysate with
polyclonal antibody against survivin
{a) Western blotting result of first NC membrane, b: Western blotting
result of second NC membrane. electric current: 110 mA, transfer
timez 1 h, primary antibody: survivin polyclonal antibody, loading
protein in lane I ~ 4 are 10, 20, 30 and 40 Hg respectively, M:

protein marker.
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Fig. 2 Length of electrophoretic time affected
Western blotting
(a), (h) and (¢) corresponding to 0.5, 1 and 1.5 h under
the same electrophoretic transfer conditions. electric current:

110 mA | loading protein : 20 Bg , primary antibody :

MeAb 3D6 to survivin.
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Fig. 3 Electric current affected the result of Western blotting
(a) current 100 mA;: (b} current 180 mA. transfer time: 1 h, loading

protein: 20 Bg, primary antibody: MeAb 3D6 to survivin,
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Fig. 4 The effects of protein blowthrough in Western blotting
analysis

(a) Western blotting result of the first NC membrane; (h) Western blotting

result of the second NC membrane. Lane / ~ 3 are corresponding to cell

lysate of Jurkat cell, HeLa cell and activated peripheral blood lymphocyte.

Fach lane contained about 3% 10°~ 5x 10° cells, transfer time: 1 h,

current: 110 mA, primary antibody: McAb 3D6.
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Protein Blowthrough in Electrophoretic Transfer and
Its Effects on Western Blotting

. - . R
DONG Yan, ZHANG Feng, MEI Zhu Zhong, LIU Bin, SUN Zhr Xian
( Institute of Radiation Medicine, Academy of Military Medical Sciences. Beijing 100850, China)

Abstract To elucidate the phenomenon of protein blowthrough in electrophoretic transfer and its effects on
Western blotting. Using survivin antibody ( a novel inhibitor of apoptosis protein), several kinds of cancer cell
lysate were analyzed by Western blotting. Comparing with the traditional transfer method, two pieces of
nitrocellular membranes were applied in the transfer “sandwich”. Then these two membranes were analyzed by
Western blotting under same conditions. In some electrophoretic transfer circumstances, the specific Western
blotting band corresponding to survivin were detected in both of them. This revealed the phenomenon of protein
blowthrough in electrophoretic transfer. The length of transfer time, electric current and the molecular mass of
targeted protein all affected the effects of protein blowthrough. Protein blowthrough will lead to “blotting
distortion” and affect the result of quantitative analysis and qualitative analysis in Western blotting. The result
revealed an important problem which required to pay more attention to in Western blotting. And it will make

some help for scientifically mastering and using this technique.
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