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Appendix S1. Detailed directions for the SSCP protocol.
We include many apparently trivial details here that we found gave optimal and repeatable results in our laboratory. SSCP was run in a 34 X 30 cm gel in a Sequi-Gen® GT Nucleic Acid Electrophoresis Cell System from BIO-RAD (Hercules, California).

Preparation of plates--Wash the outer plate and the Integral Plate Chamber (IPC) with Alconox (Alconox Inc., White Plains, New Jersey) and rinse thoroughly with deionized water. Leave the plates at room temperature to dry. To assemble plates, wear only nitrile gloves. Clean the outer glass plate with 100% ethanol using a Kimwipes (Kimtech Science, Roswell, Georgia). Prepare fresh binding solution by adding 5 μL of Bind Silane (Promega) to 1.5 mL of 95% ethanol and 5 μL of glacial acetic acid. Pour the binding solution along the top of outer glass plate, quickly spread over the plate from top to bottom covering the whole plate, paying special attention to edges. It is important to wipe in only one direction at this time. Dry for at least 5 min. Gently wipe the outer glass plate three times with 95% ethanol. It is important to gently wipe the plate down then across. Change nitrile gloves before preparing the IPC unit to prevent cross-contamination with the binding solution. Clean the plate of the IPC unit, spacers and the shark-tooth comb with 100% ethanol using Kimwipes. Add 750 μL of RainX (RainX, Houston, Texas) to the top of the IPC unit and wipe down covering the whole plate. Once the plate has been covered, wipe in small circles, covering the whole plate. Use new Kimwipes to clean the film (white transparent coating that just was formed) off the IPC unit. Add 2 mL of dH2O to the top of the IPC unit, using small circular strokes to polish it with the water. Wipe the plate clean with dry Kimwipes. The IPC unit should feel slippery all over; if it is not, use Kimwipes to remove the film on the plate. This allows dispensing the polyacrylamide solution without the formation of bubbles. Assemble the unit on a level table-top and follow the manufacture’s protocol. If the comb is too tight or too loose, make adjustments with the spacer orientation, comb orientation, or comb location.

Preparation of the gel in 0.6X TBE buffer—-Prepare a 10% ammonium persulfate solution (APS, Promega). The 8% polyacrylamide (PAGE) gel is prepared by mixing very well 30 mL of 1X TBE pH 8.3, 10 mL of 40% polyacrylamide [37.5:1] solution (IBI Scientific, Peosta, IA), 10 mL dH2O, 350 μL of the APS solution, and 25 μL of N,N,N′,N′-Tetramethylethylenediamine (TEMED)(Sigma-Aldrich, St. Louis, Missouri). The 0.7X Mutation Detection Enhancement (MDE) gel (Cambrex BIO Science Rockland Inc., Rockland, Maine) is prepared by mixing 30 mL of 1x TBE pH 8.3, 17.5 mL 2X MDE solution, 2 mL dH2O, 350 μL of the APS solution, and 25 μL of TEMED. Withdraw the polyacrylamide or MDE gel solution into a syringe, avoiding bubbles. Slowly inject the gel though the bottom of the gel unit. It should take about one minute to fully inject the polyacrylamide or MDE into the plates. When full, insert the shark-tooth comb flat side down, make sure to inject while adding the comb to avoid introducing bubbles. Avoid extra gel solution over the outer glass plate edge by withdrawing the extra solution with a syringe. Add three binder clamps over the comb to tighten the glass plates together. Save the remaining gel solution to verify that the gel has polymerized. Immediately clean the syringe with dH2O and dry. Let the gel polymerize at least 2 h, check the beaker of extra gel to make sure that the polymerization is completed.

Remove the caster base and binder clamps. Squirt water over the comb, and carefully remove it evenly from both ends. If the comb is hard to remove, gently dip the top of the assembled unit in hot water. Remove residual polyacrylamide or MDE from the top of the gel. Assemble the gel running unit following the manufacturer’s protocol. Use cooled (4ºC) 0.6X TBE pH 8.3. Insert the comb and clean the wells using a Pasteur pipette. Pre-run the gel at 3 W for 30 min.

Sample preparation— In a 96-well plate add 2 μL DNA sample and 8 μL of formamide loading dye, denature at 95°C for 10 min, and chill on ice.

Electrophoresis— Load 6-7 μL of denatured PCR product into each well and 2 μL of a DNA ladder (HyperLadder I, Bioline) to assess the gel quality and success of the staining. Run the gel at 3 W during the specified time for each gene.

