
Experimental 
design

• 3 biological groups differentiated based on the presence of mutation, 30 homozygous, 10 hetero and 20 controls 
analysed in duplicates

• Region of interest: HGD cDNA spanning exons 1-3

Optimization

• Optimize the primer concentration and annealing temperature
• Determine the assay efficiency – standard curve

Assay, data 
analysis and 

normalisation

• Two step, Sybr Green based fluorescence detection 
• Two stable reference genes out of 7 of them were identified using Genorm, NormFInder and BestKeeper

analyses
• Normalized relative quantification of target gene using two reference genes in Qbase+ software

Supplementary Fig. 1 

Supplementary Fig. 1. The real time assay scheme outlining the experimental design, optimization, assay details, data analysis and 
normalization steps followed in this study.




