
Lab #5.5-PTC Taster Testing 
Purpose: 

 

Protocol: 
In this lab, you will use digest your amplified TAS2R38 gene with RsaI. 

Directions: 

Restriction Digest 
1. Prepare the restriction digest reaction while keeping all reagents and tubes 

on ice as much as possible.  
a. You are provided with tubes containing 10X CutSmart Buffer, RsaI, 

and water. You also have two sterile microcentrifuge tubes, and 
your PCR product from the last lab. 

2. Label your tubes with your initials (use 3 letters). Label one tube “C” 
(control) and the other “D” (digest). 

3. Using the table below, calculate how much 10X CutSmart Buffer and water 
needs to be added to the reaction to make a 1X restriction digest mix. 

 

Tube C 

Reagent Name Volume (total volume = 20µL) 

H2O  

10X CutSmart Buffer  

Your PCR Product 10 µL 

 
4. Add each reagent to your “C” tube in the order listed in the table above. 

Mix reagents by pipetting, but don’t blow bubbles into your tube. Keep all 
the liquid at the bottom of the tube. 

5. Using the table below, calculate how much 10X CutSmart Buffer and water 
needs to be added to the reaction to make a 1X restriction digest mix. 

 

Tube D 

Reagent Name Volume (total volume = 20µL) 

H2O  

10X CutSmart Buffer  

Your PCR Product 10 µL 

RsaI 1 µL 

 
6. Add each reagent to your “D” tube in the order listed in the table above. 

Mix reagents by pipetting, but don’t blow bubbles into your tube. Keep all 
the liquid at the bottom of the tube. 

7. Place your tubes in the water bath. Allow them to incubate for at least 1 
hour before continuing to the next step. 

 
Gel Preparation 

1. Combine 50 mL TAE and 0.5 g agarose in a glass jar. Microwave for 30-45s, 
or until agarose is completely melted. 

2. Allow agarose to cool slightly, then add 5 µL of SybrSafe Dye. 
3. Pour solution into a gel casting tray and let it set. 

 
Gel Electrophoresis 

1. Add 5 μL of 6x loading dye to each of your samples. Pipette up and down 
to thoroughly mix the loading dye. Keep your tip in the solution at all 
times. Do not use the second stop on your pipette. Use a new tip with each 
sample. 

2. Load your gel as you planned in your diagram. Load 20 μL of each sample 
and 5  μL of your ladder. 

3. Once all of the samples have been loaded your gel will be run at 120V for 
30-60 minutes.  
 

Data: 
Draw the ladder, reference sample and your sample in the diagram below. 
 
 
 
 
 
 
 

 
 
 
 
 
 
 

    



Conclusion Question:  Does your gel outcome match your PTC Taste test?  Explain. 
 


