Liu 50948 CORP redos (14):
Intro  Bio-Rad’s V3  workflow provides  researchers with more reliable quantitation and confidence in the western blotting process. (0:05) 
P2  After separation,  proteins are transferred to a membrane using the Trans Blot Turbo rapid transfer system, which allows verification of the transfer quality and efficiency.  (0:10)   

P3 After verifying transfer, the membrane is blocked and probed with primary and secondary antibodies for the target proteins. (0:17)
P5 The V3 workflow brings convenience and transparency to the western blotting process, providing researchers with confidence at every step from separation to transfer and quantitation.  (0:30)
 
3.1b  Gently use the blot roller to remove air bubbles between the gel and the membrane. (3:39)
3.2b After removing any air bubbles, place the cassette lid on the base, press the lid down firmly, turn the dial clockwise to lock, and insert  the cassette into one of the two blotter bays. (3:52)   
3.3a  From the home screen, select the Turbo protocol, choose the “2 MINI or 1 MIDI Gel” and press the RUN button for the appropriate bay.  (4:13)
3.8  To verify transfer to the blot, place the membrane on the sample tray, and setup a new single-channel protocol for Stain Free blot. (5:17)
3.11  After incubating the membrane at room temperature for one hour, incubate it with mouse and rabbit primary antibodies overnight at 4C. (5:53)
3.13  Incubate the blot with fluorescent-conjugated anti-mouse and anti-rabbit secondary antibodies for 1 hour at room temperature, then use before using TBST to wash the blot 5 times for 5 minutes each. (6:11)
4.17  The normalized volumes should be used for data analysis and reporting. (8:31)   
 
5.8b The Stain-Free total protein signal appears in blue, the target protein MCM-7 is shown in red and the validated housekeeping protein loading control GAPDH is shown in green. (8:42)
5.9 The Stain-Free total protein signals for each lane on the blot were measured using Image Lab software. MCM-7 signal intensities were normalized using both the total protein and GAPDH signals.   (9:14)
5.10 MCM-7 protein band volumes normalized by both methods revealed 25% decreased expression levels in irradiated samples relative to control samples. Before accurate normalization, the housekeeping protein requires validation: confirming its linear range and consistent expression levels among samples. Without validation, housekeeping protein loading controls do not guarantee accurate normalization. By contrast, total protein normalization does not require validation, thus the Stain-Free total protein signal obtained by the V3 workflow offers a practical, convenient and more reliable loading control. (9:31)
