During the experimental process, at least three batches of samples were tested and each batch of sample was tested in three different pieces of gels. When analyzing results, the normalization of target protein were conducted by comparing bands of β-actin coming from the same group of wells in the same piece of gel，as shown in picture 1.
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Picture 1

While for those proteins having similar molecular weight, such as  p-Smad2, p-Smad3 and t-Smad, the identical amounts of the same samples were added to 3 groups of wells repeatedly in a gel in the same time (picture 2). When analyzing, the ratio of p-smad and total smad coming from different groups in the same piece of gel was used to reflect the activation of smads signaling pathway.
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Picture 2

