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The details of the RFMP assay protocol were described previously. 

Briefly, The first PCR mixture contained 4.0μL of template DNA and 16 

μL of a mixture of 2.5 mM MgCl2, 10 pmol of each primer, 2 mM 

deoxynucleoside triphosphates (dNTPs), and one U of Platinum Taq DNA 

polymerase (Invitrogen, Carlsbad, CA, USA). The PCR was performed as 

follows: initial denaturation at 94℃ for 5 min; 38 cycles of denaturation 

at 94℃ for 15 s, annealing at 60℃ for 15 s, and extension at 72℃ for 

30 s, and a final extension at 72℃ for 5 min. The second PCR carried out 

with 1.0μL of first PCR product in 10×PCR buffer, containing 2.5 mM 

MgCl2, 12.5 pmol of each primer, 2 mM of each deoxynucleoside 

triphosphate and 1 unit of Taq DNA polymerase, and ddH2O were used to 

make up a deficiency. The PCR was performed as follows: initial 

denaturation at 94℃ for 5 min; 38 cycles of denaturation at 94℃ for 10 

s, annealing at 45℃ for 10 s, and extension at 72℃ for 30 s, and a final 

extension at 72℃  for 5 min. The second round PCR primer pairs 
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consisted of an sense primer specific to bases 6584–6603 (5＇

-GCMCAGGGHCAYAA GGATG AATGG-3＇) and an antisense primer 

specific to bases 6657–6626 (5＇-GTACTDCKDGTRGTATCHACMAC 

GGATG TAACAAA-3＇), where underlined bases indicate FokI site (a 

neoschizomer of BseGI). 
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