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Material and Methods for Western Blot

Briefly, total protein was extracted by Super RIPA Lysis Buffer with Benzonase nuclease (HaiGene,
Harbin, China). Then 30ug of total protein was subjected to SDS-PAGE gel. After electrophoresis, the
proteins were transferred onto NC membrane (PALL, Mexico). 15min of Western Signal Enhancer
(HaiGene, Harbin, China) treatment of the membrane was aimed to increase the ratio of signal to
noise. After blocking , the membrane was incubated overnight with the respective primary antibody at
the recommended dilution at 4°C.The following were the primary antibodies: Beclin 1 antibody (Sigma-
Aldrich, St. Louis, USA), Apg12 antibody (Abcam, Cambridge,USA),B-actin antibody (Genscript, Nan
jing, China).The membrane was washed three times with Tween20/TBS for 5min each time and then
incubated with the appropriate secondary antibody for 30min. After washing for three times with
Tween20/TBS, the membrane was treated with Super ECL reagent (HaiGene, Harbin, China). The
final results were scanned by LAS-4000 Imaging System (FujiFilm, USA), PC Western Blot Marker120
(HaiGene, Harbin, China) was as the protein standards to determine the target signal. The data were
quantified by automated densitometry using Image P-Plus. Densitometric data were normalized by 3

-actin in triplicate and the average was shown above the Western blot as a ratio of control sample.
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