
Supplementary Figure 1 

Verification of the sequencing test by Hpy188I and Hpy188III digestion after two rounds of PCR with 

the 4q-selective primer Bts-R in the first round of PCR. We digested 500 ng of DNA with 20 U of BtsI 

(New England Biolab) at 50 °C overnight, followed by two rounds of PCR, and then differential 

digestion with Hpy188I and Hpy188III. The first round of PCR of 40 ng of the digested DNA used 0.1 

µM of the primers 2-F and Bts-R for 35 cycles. Then 1 µl of the first-round PCR product was 

amplified for 45 cycles using 1.0 µM primer 1-F and primer 1-R. PCR conditions and digestion with 

Hpy188I and Hpy188III were as described in Patients and Materials. 

 

 



Verifying the DNA sequencing haplotype test

Supplementary Figure 1
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Verification of the sequencing test by Hpy188I and Hpy188III digestion after 
two rounds of PCR with the 4q-selective primer Bts-R in the first round of 
PCR. We digested 500 ng of DNA with 20 U of BtsI (New England Biolab) at 
50 °C overnight, followed by two rounds of PCR, and then differential 
digestion with Hpy188I and Hpy188III. The first round of PCR of 40 ng of the 
digested DNA used 0.1 µM of the primers 2-F and Bts-R for 35 cycles. Then 
1 µl of the first-round PCR product was amplified for 45 cycles using 1.0 µM 
primer 1-F and primer 1-R. PCR conditions and digestion with Hpy188I and 
Hpy188III were as described in Patients and Materials. Special caution 
needs to be used in a 2-round PCR test to avoid contamination with the PCR 
product. As for all PCRs, no-DNA controls processed last were included in 

h t feach set of assays.


