Supplemental Material

Detailed protocol for setting up HRMA in the CFX96 Real-Time System (Bio rad)

1. Turn on the CFX96 Real-Time System, push the button on the lid to open, place the plate inside, and push the front button to close.

2. Cycling protocol

2.1. Open the Bio-Rad CFX Manager, under Select Run Type, click on User Defined; under Protocol tab, click on Create New (Supplemental Figure S1A,B).

2.2. Double click on temperature and time for step 1 and change to 95 °C for 1 min. Double-click on temperature and then time for step 2 and change to 60 °C for 1 min (Supplemental Figure S1C,D). Select the default step 3 and click on Delete Step, select the default step 4 and click on Delete Step (Supplemental Figure S1E,F).

2.3. Click on Insert Melt Curve after step 2; double-click on the low- and then on the high-range temperature and change to 75 °C and 90 °C, respectively. Double-click on the time for the lower temperature and change to 10 s. Double-click on the decimal increment for the higher temperature and change to 0.2. Click in the Sample Volume box and change to the correct value (Supplemental Figure S1G–I).

3. Plate setup

3.1. Under the Plate tab, click on Create New. Click on Select Fluorophores and select the relevant colors via the check boxes and click on OK (Supplemental Figure S2A–C).

3.2. Click on Experiment Settings and under the Targets tab, go to the New box and type the target gene name. Click on Add and repeat for any other target genes that are present on the plate (Supplemental Figure S2D–F).

3.3. Click on the Samples Tab, go to the New box, and type the sample name. Click on Add and repeat for any other samples that are present on the plate; click on OK (Supplemental Figure 2G,H).

3.4. Click and drag to highlight cells in the same group or select cells individually by clicking once. Under Set Sample Type, click on what kind of sample this is and select the checkbox next to the fluorophores present in the selected samples under the Load header for Target Name (Supplemental Figure S2I and Supplemental Figure S3A,B).

3.5. Click on the dropdown and select the target gene. Click on Sample Name in the dropdown, and select the sample name (it will check off the load box automatically) (Supplemental Figure S3C,D).

3.6. For replicates, select the checkbox next to Replicate #. Under the Load header, change the number using the arrows on the Replicate # box. For replicate series, click on the Replicate Series button, change Replicate Size and Starting Rep #, select Horizontal or Vertical, click on Apply, and click on OK (Supplemental Figure S3E–I).

4. Run

4.1. Click on the Start Run tab and click on Start Run. Type the name of the file, check that the new file has a .pcrd extension, and click on Save (Supplemental Figure S4A,B). 

5. Analysis

5.1. Open the Bio-Rad Precision Melt Analysis software, select Create New Melt File, and click on OK (Supplemental Figure S5A).

5.2. Navigate to the .pcrd file saved earlier and select it; click on Open. Type the name of the new file; check that the analysis file has a .melt extension and click on Save (Supplemental Figure S5B,C).

5.3. Note that the program will open to the Precision Melt tab, normalize the data, and assign colored clusters. Check the Reference Cluster dropdown and set it to the control group if not already done. Turn samples on or off by clicking individual wells, columns, or rows. Finally, visually inspect the differential curves (Supplemental Figure S5D,E).
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