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Adapted from: Email from Ben Moore. 
Use NorthernMaxTM‐Gly Sample Loading Dye
1. Add one volume of RNA (up to 30 μg total RNA or poly(A) RNA), in water or buffer, to 0.5–1 volume NorthernMaxTM‐Gly Sample Loading Dye. (I typically normalize samples to a total volume of 10 uL and then add 10 uL Sample Loading Dye for a total of 20 uL.) Gel markers should be treated similarly. (Remember to add Sample Loading Dye to the RNA ladder.) Do not exceed the volume capacity of your wells. Loading dye is found in -20C. Ladder is found in -80C. 
2. Incubate samples AND RNA LADDER for 30 min at 50°C.
If less than one volume of loading buffer was used, increase the incubation time to one hour. During this incubation, the RNA is denatured and becomes glyoxylated, which prevents formation of secondary structure. 
3. Spin tubes briefly and place on ice.
(Optional) Samples may be stored at -20°C for several days before electrophoresis.
4. Load the samples on an agarose gel using RNase-free pipette tips.
To keep the samples as dense as possible, make sure there is no air trapped in the end of the pipette tip, place the tip just inside the top of the well, expel the sample slowly, then gently raise the tip out of the well. 
5. Run the gel at 5 V/cm, measured between electrodes. (For the 100mL gel rig this is 98V)
6. In general, stop electrophoresis when the bromophenol blue dye front (corresponding to approximately 500 nt) has migrated approximately 3/4 the length of the gel. 
7. If desired, visualize nucleic acid and/or markers with UV fluorescence before transfer. 
Note: As the mass amount of RNA is incrementally increased (from 5 μg to 30 μg), the mobility of the ribosomal RNA bands generally decreases slightly.
To prepare a 1% agarose gel
1. For 100 mL of gel, melt 1 g agarose in 90 mL nuclease-free water (I just use diH2O) and 10 mL 10X Gel Prep/Running Buffer. Melt on a hot plate, with frequent agitation, until the agarose is completely in solution. Transfer the solution to a 50–60°C water bath until equilibrated.
2. Pour the agarose solution into a gel casting tray and allow it to solidify. The gel should be approximately 0.6 cm thick for efficient transfer. Once the gel has hardened, proceed with electrophoresis in 1X Gel Prep/Running Buffer. 
[bookmark: m_-1588171065861708927__Toc171506352]To make 1 L of 1X Gel Prep/Running Buffer (not for making the gel this is to run the gel in the rig). 
Fill a graduated cylinder or beaker with 900 mL nuclease-free water (I just use diH2O) and place a magnetic stirrer into the container. Place the container on a stir plate and add 100 mL of 10X Gel Prep/Running Buffer to the mixing water.
You only need about 500-600mL for one run.
