
1 Sequence Input:

● Input the sequences of interest into the designated RNA and DNA sequence fields located in the toolbar. Considering the
computational time required for online processing, we impose a restriction that DNA sequences shall not exceed 4000
bases and RNA sequences shall not exceed 5000 nucleotides.



● Here, we illustrate the input of sequences using HOTAIR (RNA) and the PCDH7 promoter (DNA) as examples. *Please
note: The RNA sequence field is capable of recognizing both thymine (T) and uracil (U), with all inputted T residues
ultimately being converted to U in the output.



● CpG Island Prediction (Optional): If you wish to perform only CpG island prediction, please click the "CpG Island" button
to open a new page. On the new page, input the DNA sequence and click the "CpG Island" button to initiate the prediction.



2 Parameter Configuration:

● Prior to conducting RNA-DNA binding predictions using Easy Triplex, it is essential to configure parameters for the
potential formation of triplexes, including the minimum triplex length and the error rate. Users may define the triplex
length according to their requirements, with a minimum 8 pairs. The error rate can be specified via checkboxes as 0%,
≤10%, or ≤20%.



● Once all parameters have been configured, click on “Matching Computation” to initiate the predictive calculations. Using
the aforementioned HOTAIR (RNA) and PCDH7 promoter (DNA) as examples, we set the parameters for a minimum of 15
pairs and a error rate of ≤10%.



3 Results:

● The predicted triplexes will be displayed in a tabular format, with each column representing specific information about
an individual triplex. Detailed information will be revealed upon clicking the corresponding result entry. The predicted
binding regions for the TTS (blue) and TFO (red) will be shown according to their respective positions within their
sequences. The detailed sequence information for the selected triplex will be presented in the box below.



● By clicking on "Filter Column," users can selectively determine which relevant information regarding the predicted
triplexes to display based on their individual preferences. Furthermore, all pertinent information related to the triplexes
can be conveniently downloaded



● Display CpG Islands (Optional): When the option to display CpG islands is enabled, a green translucent box representing
the CpG islands will appear on the gray DNA sequence bar. The width and extent of this box correspond to the length and
positional context of the CpG islands within the sequence.



● CpG Island Prediction Only (Optional): Upon completing the input of the DNA sequence (PCDH7 promoter, for example)
and specifically targeting the prediction of CpG islands, the identified CpG islands will be displayed in a list format. Users
have the option to click on the "Filter Column" to select the information they wish to display, or they can download the
relevant data directly. Furthermore, hovering the mouse pointer over the CpG positions within the DNA sequence will
trigger a pop-up window that presents pertinent information about the highlighted CpG, facilitating easier reference and
review.


