
Variant filtering steps: 
Total 199 unique samples were used in study. Total 10680 unique variants were found after variant-
calling step. 
 All variants were annotated using Alamut-batch software [1] and filtering was done based on these 
annotations. Filtus software [2] was used to do the filtering. 

Filtering work-flow: 

 
• Exonic Variants: 

◦ Exonic variants: filtering criteria: “varLocation equal to exon” 
◦ Frequency based filtering: filtering criteria: “gnomadAltFreq_all less then 0.001” 
◦ Clinvar [3] based filtering: filtering criteria: “ClinVarClinSignifs does not contain 

benign”, “ClinVarClinSignifs does not contain Benign” 
    
 
 
 
 
 

Further final results of 
filtering was classified in three categories (as per ClinVar classification) 

▪ Pathogenic variants 
▪ VUS (variants of unknown significance) variants 
▪ No_info (No Information) variants 

 
• UTR region Variants: 

◦ UTR regions variants: filtering criteria: “varLocation contains UTR” 
◦ Frequency (from gnomAD [4] )based filtering: filtering criteria: “gnomadAltFreq_all 

less then 0.0001” 
 
 
  



 Further final results of filtering was classified in 5’UTR & 3’UTR regions based variants. 
 

• Intronic Variants: 
◦ Intronic Variants: filtering criteria: “varLocation equal to intron” 
◦ Frequency based filtering: filtering criteria: “gnomadAltFreq_all less then 0.001” 
◦ Splice Site based Filtering: 

• New Donor/Acceptor Site: filtering criteria: “localSpliceEffect contains New” 
◦ splice site prediction tools (Splice Site Finder [5] & MaxEntScan[6] ) based 

filtering: filtering criteria: “Local_Var_MES_score greater then 8 ”, 
“Local_Var_SSF_score greater then 80”. 

 
 
 
 
 
 
 
 

• Cryptic Donor/Acceptor site activated: filtering criteria: “localSpliceEffect 
contains Strongly” 
◦ splice site prediction tools based filtering: filtering criteria: 

“Local_Var_MES_score greater then 8 ”, “Local_Var_SSF_score greater 
then 80”, “ Diff%_Local_WT-vs-Var_MES_score less then -20%”, 
 Diff%_Local_WT-vs-Var_SSF_score less then -4% ”. (here  % difference 
was calculated manually and added to the variant files) 

 
 
 
 
 
 
 
 
 
  
 

• Splice site region Variants (distNearestSS ≤ |10|): 
◦ Splice site region Variants: filtering criteria: “distNearestSS less then 11”, 

“distNearestSS greater then -11 )” 
◦ Frequency based filtering: filtering criteria: “gnomadAltFreq_all less then 0.001” 
◦ Splice Site based Filtering (DE-ACTIVATING variants): filtering criteria: 

“nearestSSChange less then 0” 
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