
Protocol for Running a Gel 
From Jeremy’s notes Gene Sequencing Protocol rob for isobutanol evolution 

1. Prepare 50 mL of 0.7% agarose gel.  Add 0.35 g of agarose to 50 mL of TAE buffer and 
boil in microwave until all agarose is melted.  Stop microwave every 20 to 30 seconds 
and swirl the solution to help the agarose dissolve.  Required about 2 minutes for all of 
the agarose to dissolve. 

a. 50mL 1X TAE buffer 
i. 10 mL of 50X TAE 

ii. 490 mL of DI water 
2. Let agarose gel solution cool to about 55C (hot but not burning to the touch).  This will 

take only a few minutes.  Take gel solution to the Gulari lab and add 10 uL of ethidium 
bromide (10 mg/mL).  Swirl solution to mix for at least 30 seconds. 

3. Get about a 9 cm gel cast and put barriers at each end (make sure they are snug).  Pour 
gel solution into cast, try not to create bubbles/foam. 

4. Use pipette tip to pop any bubbles.  If bubbles will not pop, use tip to move the to the 
sides of the gel.   

5. Put comp into gel to create wells.  Use the 13x comb.  Put the comb near the beginning of 
the gel, second notch from the rubber stop. Leave gel on bench 20-25 minutes to solidify.   

6. While gel is solidifying prepare samples 
a. Mix digest with Blue juice lading dye in 5:1 proportion in PCR tubes.  Prepare 6 

uL total volume 
i. Smaller sample volume avoid smearing 

ii. 4.8 uL of DNA and 1.2 uL loading dye 
b. For 1 kb ladder use concentrated stock in -20C fridge, enzyme box 2 

i. 0.5 uL of concentrated ladder  
ii. 3.5 uL of DI water 

iii. 1 uL of blue juice 
7. After gel is solidified, remove comb and casting blocks.  Put gel in holder, orient so wells 

are by black electrode (DNA migrates towards +, the positive electrode) 
8. Put fresh TAE buffer in the electrophoresis tank 

a. After one or two runs, the buffer becomes depleted! 
9. Load 5 uL of PCR products and ladder 
10. Set to 85 V run 1 h to 1 h and 30 minutes 
11. Take picture by lifting cover and placing on UV light 

a. Go to mode, M1 for best picture quality 
i. Night mode 



ii. Macro 
iii. Slow exposure 

 


