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Test Development Procedures 

Target Definition uses different „languages“ :

• Historical or Trivial Names e.g. Apolipoprotein E E2 E3 
E4, HLA B27, HLA B5701, α1 Antitrypsin Pi-S or Pi-Z

• Street number or „Hausnummern“ approaches :
• Amino Acid number and exchange e.g. C282Y in HFE gene
• Nucleotide number and exchange e.g. G20210A 3‘ of FII gene

• Relational approaches :
• RFLP e.g. VDR BsmI
• rs nomenclature of dbSNP



Street number or „Hausnummern“ approach



Genes defined by chromosomes and „street numbers“ : 

HFE



Genes defined by chromosomes and street numbers :

HFE



Genes defined by chromosomes and street numbers :

HFE



Genes variants defined by street numbers :

HFE AA C282Y = nt G845A



Gene variation definition by RFLP :
VDR Bsm I polymorphism



From PCR RFLP to nt target

• BsmI

TAGGGGGGATTCTGAGGAACTAgataagcagggttcctggggccacagacaggcctgcgcattcccaatact
caggctctgctcttgcgtgaactgggctcaacattcctgttatttgaggtttcttGCGGGCAGGGTACAAAACT 

TAGGGGGGATTCTGAGGAACTAgataagcagggttcctggggccacagacaggcctgcGcattcccaatac
tcaggctctgctcttgcgtgaactgggctcaacattcctgttatttgaggtttcttGCGGGCAGGGTACAAAACT

By eye or with



rs12979860 [Homo sapiens]

CTGAACCAGGGAGCTCCCCGAAGGCG
[C/T]

GAACCAGGGTTGAATTGCACTCCGC

5‘

3‘

Gene variation definition by rs dbSNP :
IL28B C/T rs12979860





Dongliang Ge et al.

Nature Vol 461 17 
September 2009

rs12979860 



3kb 20kb

rs12979860 

CTGAACCAGGGAGCTCCCCGAAGGCG[C/T] GAACCAGGGTTGAATTGCACTCCGC



CTGAACCAGGGAGCTCCCCGAAGGCG GAACCAGGGTTGAATTGCACTCCGC[C/T]

Find this SNP in GenBank: AC011445.6
Homo sapiens chromosome 19 clone CTC-246B18, complete sequence





First Trials : Everything has 2 peaks ! Why ?



First version Sense Primer BLAST : 2 binding sites !



First version Reverse Primer BLAST : the same



3kb 20kb

rs12979860 

Second primer binding sites in inverted repeat !



Site of interest

Inverted repeat 
(inverted complement)

Inverted repeat 98% homologous with mutation at site of 
interest explains why all samples tested had 2 peaks



Partial 3‘ region of IL28B

Partial „inverted repeat“ as 
inverse complement

rs12979860 C/T



Final version with selective primers




