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I. - 1

Allele SEQR HLA SBT
HLA ( )

PCR

HLASBT
exon 1 exon 2exon 1 exon 2

Assign
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I. - 2

Allele SEQR HLA SBT HLA-A, B, C, DRB1, DQB1, DPB1
Heterozygous Ambiguity 

Allele SEQR HARPs (Heterozygous Ambiguity Resolution Primer)
Allele SEQR HLA (Heterozygous Ambiguity)

Ambiguity

Allele SEQR HARPs 34
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II. 

1. Complete Kits!!  1. Complete Kits!!  

2 Class (A, B, C), Class (DR, DP, DQ)2 Class (A, B, C), Class (DR, DP, DQ)

33

5 AlleleSEQR HARPs Ambiguity5 AlleleSEQR HARPs Ambiguity

4 Assign HLA HLA4 Assign HLA HLA
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III. 

DNA

PCR Pre-mix PCR

AmpliTaq Gold ( )

PCR Clean-up Reagent PCR

exonuclease( )

alkaline phosphatase( )

Sequencing mix(F, R)

Sodium Acetate+EDTA Buffer

Sodium Acetate(DNA, RNA

EDTA

Codon 86 DRB1

Codon 85 DPB1

DRB1 

Complete Kits!!  Complete Kits!!  
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IV. 

1. DNA

(20 ng/ul in Tris/EDTA; Class I 40 ng; Class II 80 ng )

2.    DNA (PCR ) (150 min)

3. PCR (30 min)

4. (60 min) 

5. (40 min)

6. (DNA 

7. (Assign 



Presentation Title
Date                  

7Company Confidential
© 2011 Abbott

V. 

•

•

36 cm

Mobility file - DT3100POP6(BD)v2

Run Module – RapidSeq36_POP6_Default

Injection – 1.0 to1.5 kV Injection Voltage, 5 to10 s Injection Time

Collection Parameters – 1800 seconds

Appliedbiosystems 3100 DNA

(A, B, C, DRB1, DQB1, DPB1)(A, B, C, DRB1, DQB1, DPB1)
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VI. (PCR)

PCR 
 

PCR PCR Premix AmpliTaq Gold Tube  
HLA-A, -B, -C HLA-DRB1,-DPB1, DQB1 

 PCR
Premix  

AmpliTaq
Gold  

 PCR  
Premix  

AmpliTaq
Gold  

1 16 µL 0.3 µL 1 8 µL 0.1 µL 
5 80 µL 1.5 µL 10 80 µL 1.0 µL 
10 160 µL 3.0 µL 25 200 µL 2.5 µL 
25 400 µL 7.5 µL 100 800 µL 10 µL 

 
PCR/Taq Mix PCR Wellplate  

HLA-A, -B, -C   16 µL 
HLA-DRB1,-DPB1, DQB1 8 µL 

 
DNA(20 ng/µL) ( )  

HLA-A, -B, -C   4 µL 
HLA-DRB1,-DPB1, DQB1 2 µL 
 

4. (5Sec) 
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VI. (PCR)

 
5. PCR PCR  

   
1 95 ºC 10  

96 ºC 20  
60 ºC 30  

 
36 

 72ºC 3  
 ºC  
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VI. (PCR )

 
PCR  

 
PCR Clean-up PCR NTP  

HLA-A, -B, -C   PCR  
HLA-DRB1,-DPB1, DQB1 TE-4  
    (10 µL PCR 20 µL ) 
 

3 µL ExoSAP-IT  
 

PCR  
   

1 37 ºC 15  
1 80 ºC 15  
1 ºC  
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VI. ( )
 

 
 

 
Class I HLA Class II HLA 

A B C DRB1 DPB1 DQB1 
Exon 2F Exon 2F Exon 2F Exon 2F Exon 2F Exon 2F 
Exon 2R Exon 2R Exon 2R Exon 2R Exon 2R Exon 2R 
Exon 3F Exon 3F Exon 3F Codon 86 Codon 85 Exon 3F 
Exon 3R Exon 3R Exon 3R   Exon 4F 
Exon 4F Exon 4F Exon 4F    
Exon 4R Exon 4R Exon 4R    

 
8 µL  

 
2 µL ExoSAP-IT PCR  

 
PCR  

   
96 ºC 
50  

20  
30  

25 
 

60 ºC 2  
1 ºC  
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VI. ( )
 

 
 

2 µL NAOAc/EDTA 500 x g  
 

25 µL 100% 
 

 
2000 x g 30  

 

50-100 x g 10  
 

50 µL 80% 2000 x g 5  
 

PCR
50-100 x g 10  
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VI. ( )

 
1. uL HiDi

ºC  
 
2. 2-3 DNA  
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VII. PCR

Intron 1 Intron 2 Intron 3 Intron 4 Intron 5 intron 6

exon 7exon 6exon 5exon 4exon 3exon 2exon 1

A pcr
B pcr
C pcr

Sequence primer

DRB1 pcr

DQB1 pcr

DPB1 pcr

exon 2 exon 3
Sequence primer
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VIII. Assign 

HLA-A, B, C, DRB1, DQB1, DPB1

AlleleSEQR HARPs Ambiguity

HLA library




