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	Asset
	Timecode

	Clip 1
	1:01 (VO: “To begin, prepare a 10%…”) – 1:50 (VO: “...the reaction is complete.”)

	Clip 2
	3:35 (VO: “Once the first…”) – 7:26 (VO: “...image the gels.”)



1. Title: “In-Gel Zymography: A Method to Detect Protease Enzyme Activity in Biological Samples”    
1.1 [bookmark: _Hlk7072377]Begin by preparing a multi-layer polyacrylamide [pronunciation: polyacrylamide] gel. For the first layer, pour a 10% resolving gel solution and let it polymerize [pronunciation: polymerize]. 
1.2 Follow this with another 10% solution containing the enzyme’s substrate. Let the acrylamide and substrate copolymerize to form the second layer.   
1.3 Pour a 5% stacking gel solution and let it polymerize to complete the gel.  
1.4 Next, prepare your sample for electrophoresis [pronunciation: electrophoresis].  Add non-reducing buffer, to maintain any disulfide [pronunciation:  disulfide] bonds in the enzymes, with SDS [pronunciation: S-D-S] to denature and impart the enzymes with a negative charge.  
1.5 Load the sample and electrophorese [pronunciation: electrophorese]until the enzyme of interest is within the substrate-containing gel layer.  
1.6 Then, wash the gel to remove the SDS. Enzymes will begin to renature and adopt their active conformation. 
1.7 Finally, incubate the gel under conditions that promote optimal enzymatic activity, including pH and temperature. This will allow the renatured enzymes to degrade the substrate polymerized in the gel. 
1.8 To detect enzymatic activity, measure these regions of substrate breakdown in the gel via staining or fluorescence, depending on the substrate used. 
1.9 In this experiment, we will see zymography [pronunciation: zymography] using a fluorescent substrate to allow direct visualization of enzymatic activity. 
2. [bookmark: _GoBack]Title: “Protocol: In-Gel Zymography Using a Fluorescent Peptide Substrate”   
