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The	  problem	  
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In	  Silico	  Primer	  Design	  

SNPList

Exonerate MAFFT Primer3Homoeologous9
regions

List9of9primersReference9
con>gs

Local9alignment

Template9
Sequences



Input	  example	  

BS00112130,5A,ACCGGGTTGGAACT[A/G]AGCTAGCGCATCCCGGGT
BS00112229,5A,GCCACATCCATATCCTTCCATC[A/G]TGTTCACCTGGCAGCTTTTG
BS00112558,5A,CCCGGATCCAAAATC[T/G]ctcttgccttctgaacgaaagagg

Marker id

Chromosome and genome Marker sequence

SNP



Input	  example	  



Input	  example	  



Input	  example	  

S52_G76C,1B,agtcgctccggcgtgatcctcatc[G/C]tcttcttcctcctctcgccgacc	  
S32_C38G,1B,actatgttagtactagtttcatccaatgtg[C/G]tcagctgtatggtgat	  
S52_T19G,1B,caaga[T/G]gtgttaacagcatacttcggagttccttcctacattgatagc	  



Template	  sequence	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

SNP-1 A

SNP-1 B



Global	  alignment	  
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Global	  alignment	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgcgaaggcgtg

catttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D      



Local	  Alignment	  

Contig1_1A

Contig7_1D

Contig3_1B

Template 



Local	  Alignment	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgc---gaaggcgtg

c--atttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D

             



SelecDon	  of	  primer	  candidates	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgc---gaaggcgtg

c--atttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

-------------------------------&----------------------

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D      

MASK        

SNP
non&homeologous.



SelecDon	  of	  primer	  candidates	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgc---gaaggcgtg

c--atttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

-------:-----------------------&----------------------

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D      

MASK        

SNP
homeologous,



SelecDon	  of	  primer	  candidates	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgc---gaaggcgtg

c--atttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

-------:----c------------------&----------------------

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D      

MASK        

semi%specific



SelecDon	  of	  primer	  candidates	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgc---gaaggcgtg

c--atttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

-------:----c---------------T--&----------------------

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D      

MASK        

specific



SelecDon	  of	  primer	  candidates	  

cgcatttGcgcgYgcgataccggcgcctKtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgYgcgataccggcgcctKtgAgaatatttgcagcgaaggcgtg

cgcatttGcgcgcgcgataccggcgcctTtgGgaatatttgcagcgaaggcgtg

cgcatttAcgcgcgcgataccggcgcctGtgGgaatatttgc---gaaggcgtg

c--atttGcgcgTgcgataccggcgcctGtgGgaatatttgcagcgaaggcgtg

-------:----c---------------T--&----------------------

SNP-1  A

SNP-1 B

IWGSC-5A  

IWGSC-5B      

IWGSC-5D      

MASK        

specificsemi(specific
SNP
,



Output	  	  
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Thanks	  for	  your	  aTenDon!	  


