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[bookmark: OLE_LINK436][bookmark: OLE_LINK437]Protein abundances of β-actin, lysozyme, non-p-β-catenin and β-catenin were based on the western blotting analysis. The frozen samples were powdered under liquid nitrogen, and lysed in 1ml ice-cold radioimmunoprecipitation assay buffer [150 mM NaCl, 1% Triton X-100, 0.5% sodium deoxycholate, 0.1% sodium dodecyl sulfate (SDS), and 50 mM Tris-HCl (pH 7.4)], supplemented with protease inhibitor phenylmethanesulfonyl fluoride (10µL/1ml). The lysates were centrifuged at 12 000 × g for 10 min at 4°C. Total protein content of the supernatant fluids was determined using a bicinchoninic acid protein assay kit. All samples were adjusted to an equal protein concentration and then diluted with 5 × loading buffer [0.63 ml of 0.5 M Tris-HCl (pH6.8), 0.42 ml 75% glycerol, 0.125 g SDS, 0.2ml β-mercaptoethanol, 0.2 ml 0.05% solution of bromphenol blue, and 1 ml water] and heated in boiling water for 10min to denature. The denatured proteins were separated by sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) on a 10% gradient gel. Separated proteins were transferred onto polyvinylidene fluoride (PVDF) membranes in transfer buffer. Make notches in the corner of membranes for orientation. 
[bookmark: OLE_LINK434][bookmark: OLE_LINK435][bookmark: OLE_LINK438][bookmark: OLE_LINK439][bookmark: OLE_LINK368][bookmark: OLE_LINK369][bookmark: OLE_LINK370][bookmark: OLE_LINK371][bookmark: OLE_LINK2001][bookmark: OLE_LINK2002][bookmark: OLE_LINK440][bookmark: OLE_LINK547][bookmark: OLE_LINK2003][bookmark: OLE_LINK2004][bookmark: OLE_LINK628][bookmark: OLE_LINK629][bookmark: OLE_LINK952][bookmark: OLE_LINK953][bookmark: OLE_LINK954]Immunodetection: Membranes were blocked at room temperature for 2 h with 5% non-fat dried milk in tris-buffered saline with tween (TBST), then incubated with primary antibody [β-actin (Santa, SC-47778; 1:3000 dilution); lysozyme (abcam, ab2408; 1:1000 dilution); non-p-β-catenin (Cell Signaling Technology, D2U8Y; 1:1000 dilution); β-catenin (Cell Signaling Technology, D10A8; 1:1000 dilution)] overnight at 4°C. After washing the membranes thrice in TBST, they were incubated with the corresponding horseradish peroxidase-conjugated secondary antibody for 2 h at room temperature. The developing was used to visualize the immunoreactive bands by adding chemiluminescence solution (Applygen) and using an analytical imaging system. The developing time of β-actin, lysozyme, non-p-β-catenin, β-catenin is 1s, 1min, 35s, 10s, respectively. Measurements of protein bands were made using Gel-pro Analyzer software (Media Cybernetics).
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[image: C:\Users\Administrator\Desktop\提交animal\蛋白图\7d-LYZ全图.tif]
[image: C:\Users\Administrator\Desktop\提交animal\蛋白图\14d-LYZ全图.tif]
[bookmark: OLE_LINK886][bookmark: OLE_LINK887][bookmark: OLE_LINK888][bookmark: OLE_LINK41][bookmark: OLE_LINK43][bookmark: OLE_LINK46][bookmark: OLE_LINK42][bookmark: OLE_LINK45][bookmark: OLE_LINK47][bookmark: OLE_LINK44][bookmark: OLE_LINK40][bookmark: OLE_LINK51][bookmark: OLE_LINK62][bookmark: OLE_LINK50][bookmark: OLE_LINK206][bookmark: OLE_LINK207][bookmark: OLE_LINK208][bookmark: OLE_LINK209][bookmark: OLE_LINK210][bookmark: OLE_LINK6][bookmark: OLE_LINK7][bookmark: OLE_LINK86][bookmark: OLE_LINK87][bookmark: OLE_LINK88][bookmark: OLE_LINK91][bookmark: OLE_LINK92][bookmark: OLE_LINK93][bookmark: OLE_LINK94][bookmark: OLE_LINK12][bookmark: OLE_LINK13][bookmark: OLE_LINK14]Supplementary Figure S1 Effects of dietary supplement with epidermal growth factor (EGF) on lysozyme protein abundance of piglets on day 7 (A) and day 14 (B) post-weaning. Protein abundance of lysozyme was determined by western blotting. The β-actin was used as loading control. MW = molecular weight. 
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