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[ Abstracl Objective To devebp a rapid ABO genotyping approach by using multicolor displac ng
probe based on realtime PCR. M ethods Prm ers and bur differently fliorophore-labe led disp he ng probes
were designed to detect the nucleotide polym orphisns responsible for the three mapr ABO alkles and ana-
lyzed n a sngle PCR. The genotyp ng resulisw ere canpared w ith conventional mmunoassay. Results All
0f 110 bbod samples were correctly genotyped as confimed by conventbnal mmunoassay. The assay could
be finished within 100m n Conclusion The appwach for ABO genotypng w ith realtme PCR usng dis-
p lacng probes is rapid and reliable and is very useful for forensic purposes
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1 04 ROX Fig 1 Schanatic illustration of the designing strategy
261G R PCR 1
s ROX P Table 1. Primer sequences
0o ; Age Cy5
261G @ ° ' 00 Nane Sequence of Prin ers PP((:1R .
? oduc
R Cy5 R Exon6-S 5" -ACGCCTCTCTCCATGTGCAGT-3’ 79bp
7 , Exon6R 5 -AATGTGCCCTCCCAGA CAATG-3’
o A FAM Exon7-S 5 -CCAGT CCCAGGCCTACATCC-3 06bp
’ Exon7R 5 -GTGG CAGG CCCTGGTGAG-3
796C 802G 803G , PCR
, FAM ,
3 ABO
I A0, BB Table3 Decisin criterion for ABO genotyping
;@ B HEX 796A 802A AdeFCy5 OdetROX A—FAM  BHEX
803C . HEX , A AA + - +
1 B 4 A AO + + + -
B BB + - +
’ ABO 4 6 B BO + + + +
]’ AB AB + - + +
L 2 3 0 00 - + +
2
Table2 Probe sequences
Polymorphisms Detection
Name Sequence of Probes "—
5’ ~-Cy5-TCCTCGTGGTGACCCCTTGG-PO4-3"
Agel O I O A O A A AR IR A I AR R |
3’ -DABCYL-GGAGCACCACTGGGGAAC-5"
Exon6-261Gdel
5’ ~-ROX-TCCTCGTGGTACCCCTTGGC-PO,y4-3"
[0 T T O O I
Odge1 3’ ~-DABCYL-GGAGCACCATGGGGAACC-5"
A | o -TAN-ccoRRGARcCCCECCAGOIA-RON-3 | gy gsscoa,
3’ -DABCYL-GCTTCTTGGGGGGGTCCA-5" 802G>A,
5/ -HEX-ACTACATGGGGGCGTTCTTCG~-PO4~-3’ 803G>C
B {10 T T T O O O
3’ -DABCYL-GATGTACCCCCGCAAGAAG-5’
L4 PCR dANTP 400Hmol/L, Q 4Mmol/L,
251 ] 2 5H]1 10 x buffer Q 1Hmol/I, 1U TagDNA , 20ng DNA
( 160mmon /L. [NH4[280s, 670mmon/L TrisHCI pH PCR Rotofs ene 3000 (Corbett Research
8 8 0 Y% w/vTween20), 2 51 125mmon/LMgCh, A usiralia) PCR : 96C
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Fig3 Principle of displacing probes
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Fig 2 Detemn nation of the sensitivity of the assay
200 ng~ 20 pg M I ) 0’
: Ct [1,3] ’ ABO
The results (shovn n the kft panel) denonstrate that the an ount ’
of DNA added as temp hte to each of the five reactions was 200~
0 02ng /M ] respectively The results ( shown in the right panel)
dem onstrate that the threshol cyck is nvesely proportional o the [ 1
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