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VarMap #5: FvH4_4g12840 Primer Design 
***: Two Set of Primers 

Note 1 (9/20/2023): This is the 1st & second set of primers; they must be pushed out upstream past repat sequence (outside gene), 
and closer on the downstream. Rember, Gene is on Minus Strand.  

Note 2 (9/20/2023): Green Highlighting is FP1, Red Text is FP2; Red Highlighting is RP1, Green Text is RP2 
Note 3 (9/20/2023): This will be the Third set of primers added to Chris’ independent ‘Chart O Primers’.  

Gene: FvH4_4g12840 SNP: 16497002 
Sequence of Interest: 250 nt within 5’ UTR upstream on intron in UTR, 
>Fvb4_v4.0.a1 Fvb4_v4.0.a1:16496950..16497199 
ACGAAGGCAATTGCGTTGTTTCAAATGAATAAGGCGAATCAGGGAATATGGATAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGA
GAGAGAGAGCGCAGCGGTTTGGGGGAGAGAGAGAGAGATGAGTTAGGGTTCGGATTTTTATTTTTTATTTTTTTGATATATTTTCGTTTTATTAGG
GTTAAGAGATTTGAGGACTTTTAAACTTTGGGAAATTTTCCTATTCCACATCATACAGACCG 
 
Fuchsia = Transcription Start Site; Yellow = SNP 
Forward Primer 1: AGGCGAATCAGGGAATATGGA … Reverse Primer 1: CGGTCTGTATGATGTGGAATAGG 
Forward Primer 2: TGAATAAGGCGAATCAGGGAA … Reverse Primer 2: TCCGAACCCTAACTCATCTCTC 
 
 
Primer3 Output: 

Template masking not selected 
No mispriming library specified 
Using 1-based sequence positions 
OLIGO            start  len      tm     gc%  any_th  3'_th hairpin seq  
LEFT PRIMER         32   21   58.66   47.62    0.00   0.00    0.0 AGGCGAATCAGGGAATATGGA 
RIGHT PRIMER       250   23   58.44   47.83    0.00   0.00    0.0 CGGTCTGTATGATGTGGAATAGG 
SEQUENCE SIZE: 250 
INCLUDED REGION SIZE: 250 
 
PRODUCT SIZE: 219, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
    1 ACGAAGGCAATTGCGTTGTTTCAAATGAATAAGGCGAATCAGGGAATATGGATAGAGAGA 
                                     >>>>>>>>>>>>>>>>>>>>>         
 
   61 GAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGCGCAGCGGTTTGGGGGAGA 
                                                                   
 
  121 GAGAGAGAGATGAGTTAGGGTTCGGATTTTTATTTTTTATTTTTTTGATATATTTTCGTT 
                                                                   
 
  181 TTATTAGGGTTAAGAGATTTGAGGACTTTTAAACTTTGGGAAATTTTCCTATTCCACATC 
                                                     <<<<<<<<<<<<< 
 
  241 ATACAGACCG 
      <<<<<<<<<< 
 
KEYS (in order of precedence): 
>>>>>> left primer 
<<<<<< right primer 
 
ADDITIONAL OLIGOS 
                    start  len      tm     gc%  any_th  3'_th hairpin seq  
 
 1 LEFT PRIMER         26   21   57.08   42.86    0.00   0.00    0.00 
TGAATAAGGCGAATCAGGGAA 
   RIGHT PRIMER       146   22   58.71   50.00    0.00   0.00    0.00 
TCCGAACCCTAACTCATCTCTC 
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   PRODUCT SIZE: 121, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 2 LEFT PRIMER         33   23   58.55   47.83    0.00   0.00    0.00 
GGCGAATCAGGGAATATGGATAG 
    
   RIGHT PRIMER       144   23   58.80   47.83    0.00   0.00    0.00 
CGAACCCTAACTCATCTCTCTCT 
   PRODUCT SIZE: 112, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 3 LEFT PRIMER         21   23   57.24   39.13    0.00   0.00    0.00 
TCAAATGAATAAGGCGAATCAGG 
   RIGHT PRIMER       150   23   57.56   39.13    0.00   0.00    0.00 
AAAATCCGAACCCTAACTCATCT 
   PRODUCT SIZE: 130, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
Statistics 
         con   too    in    in   not          no    tm    tm   high  high  high        
high       
         sid  many   tar  excl    ok   bad    GC   too   too any_th 3'_th hair-  poly   
end       
        ered    Ns   get   reg   reg   GC% clamp   low  high  compl compl   pin     X  
stab    ok 
Left     799     0     0     0     0   108     0   480    49      0     0    29    26     
0   104 
Right    797     0     0     0     0   337     0   323    48      0     0     0    29     
0    52 
Pair Stats: 
considered 26971, unacceptable product size 26967, primer in pair overlaps a primer in a 
better pair 6505, ok 4 
libprimer3 release 2.4.0 
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Primer Set #1 

Blast Forward Primer #1 Against Fragaria vesca V4 @ GDR 

 

Blast Reverse Primer #1 Against Fragaria vesca V4 @ GDR 

 

Analyze Forward Primer #1 @ IDT 

Nothing Major to Note … 

Analyze Reverse Primer #1 @ IDT 

Nothing Major to Note … 
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Primer Set #2 

Blast Forward Primer #2 Against Fragaria vesca V4 @ GDR 

 

Blast Reverse Primer #2 Against Fragaria vesca V4 @ GDR 

 

Analyze Forward Primer #2 @ IDT 

Nothing Major to Note …  

Analyze Reverse Primer #2 @ IDT 

Nothing Major to Note … 
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VarMap #6: FvH4_5g09470 Primer Design 
***: Two Set of Primers 

Note 1 (9/20/2023): This is the 1st & 2nd  set of primers; they are not in a repast section and should theoretically be the easiest of the 
last four VarMap Primers (#5,6,9,10) 

Note 2 (9/20/2023): Green Highlighting is FP1, Red Text is FP2; Red Highlighting is RP1, Green Text is RP2 
Note 3 (9/20/2023): This will be the Fourth set of primers added to Chris’ independent ‘Chart O Primers’.  

Note 4 (9/20/2023): No Results from Blast against F. v. V4 or H4 NAU @ GDR for Forward Primers …. Blast @ NCBI Instead …  
 

Gene: 5g09470 SNP: 5498224 
Sequence of Interest: 400 nt surrounding SNP, in middle of single large exon, extending into 3’ UTR 
>Fvb5_v4.0.a1 Fvb5_v4.0.a1:5498024..5498423 
AAAAAGGCTGTTCTGCTAATGGCTGTACCTATAACACAATTATCCGGGGGTTTATCAATAATAATGAGATATCGGAGG 
CTATGGCACTTTTTCAAGAAATGCGTAGGAGGGGTTTCTCTGGAGATGCATCAACTATGGAATTGATTGTTAATTTGT 
TGTTGAAGGATACAGTAGATCCTGTATTATTAGCATGGCTTAAAGATTCAGTCTCAAGTTAATTGAATATTTGGGATA 
AATATTTTGCAGTATCACTCTACAATTTGAAACTGTGTCCAAAGTTAATATCCATGTCTTAAACAAGTGAATTATCCA 
TAGTCCACTTTCTAACTGTTTGTTGCATAATATCATGATCACTCTACAATCGTGGAACTGTTTGTTGCATAATATCAT 
GATAGTAAAG 
 
Fuchsia = Translation Stop Signal; Yellow = SNP 
Forward Primer 1: ATGCGTAGGAGGGGTTTCTC … Reverse Primer 1: ACTTTGGACACAGTTTCAAATTGT 
Forward Primer 2: AGAAATGCGTAGGAGGGGTT … Reverse Primer 2: TTTGGACACAGTTTCAAATTGTAGA 
Forward Primer 3: TCAAGAAATGCGTAGGAGGG … Reverse Primer 3: GACATGGATATTAACTTTGGACACA 
 
Primer3 Output: 

PRIMER PICKING RESULTS FOR Fvb5_v4.0.a1 Fvb5_v4.0.a1:5498024..5498423 
Template masking not selected 
No mispriming library specified 
Using 1-based sequence positions 
OLIGO            start  len      tm     gc%  any_th  3'_th hairpin seq  
LEFT PRIMER         99   20   59.17   55.00    0.00   0.0    0.0 ATGCGTAGGAGGGGTTTCTC 
RIGHT PRIMER       279   24   57.96   33.33    0.00   0.0    0.0 ACTTTGGACACAGTTTCAAATTGT 
SEQUENCE SIZE: 400 
INCLUDED REGION SIZE: 400; First Set wasn’t specific enough, as there were too many exact 
matching hits on GDR for the reverse primer #1 
 
PRODUCT SIZE: 181, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
    1 AAAAAGGCTGTTCTGCTAATGGCTGTACCTATAACACAATTATCCGGGGGTTTATCAATA 
                                                                   
 
   61 ATAATGAGATATCGGAGGCTATGGCACTTTTTCAAGAAATGCGTAGGAGGGGTTTCTCTG 
                                            >>>>>>>>>>>>>>>>>>>>   
 
  121 GAGATGCATCAACTATGGAATTGATTGTTAATTTGTTGTTGAAGGATACAGTAGATCCTG 
                                                                   
 
  181 TATTATTAGCATGGCTTAAAGATTCAGTCTCAAGTTAATTGAATATTTGGGATAAATATT 
                                                                   
 
  241 TTGCAGTATCACTCTACAATTTGAAACTGTGTCCAAAGTTAATATCCATGTCTTAAACAA 
                     <<<<<<<<<<<<<<<<<<<<<<<<                      
 
  301 GTGAATTATCCATAGTCCACTTTCTAACTGTTTGTTGCATAATATCATGATCACTCTACA 
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  361 ATCGTGGAACTGTTTGTTGCATAATATCATGATAGTAAAG 
                                               
 
KEYS (in order of precedence): 
>>>>>> left primer 
<<<<<< right primer 
 
ADDITIONAL OLIGOS 
                    start  len      tm     gc%  any_th  3'_th hairpin seq  
 
 1 LEFT PRIMER         95   20   58.71   50.00    0.00   0.00    0.00 
AGAAATGCGTAGGAGGGGTT 
   RIGHT PRIMER       277   25   57.60   32.00    0.00   0.00    0.00 
TTTGGACACAGTTTCAAATTGTAGA 
   PRODUCT SIZE: 183, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 2 LEFT PRIMER         92   20   57.31   50.00    0.00   0.00    0.00 
TCAAGAAATGCGTAGGAGGG 
   RIGHT PRIMER       292   25   57.38   36.00    0.00   0.00    0.00 
GACATGGATATTAACTTTGGACACA 
   PRODUCT SIZE: 201, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 3 LEFT PRIMER         27   23   57.76   43.48    0.00   0.00    0.00 
ACCTATAACACAATTATCCGGGG 
   RIGHT PRIMER       195   25   57.22   40.00    0.00   0.00    0.00 
GCCATGCTAATAATACAGGATCTAC 
   PRODUCT SIZE: 169, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 4 LEFT PRIMER         61   24   57.34   41.67    0.00   0.00    0.00 
ATAATGAGATATCGGAGGCTATGG 
   RIGHT PRIMER       266   25   57.02   32.00    0.00   0.00    0.00 
TTTCAAATTGTAGAGTGATACTGCA 
   PRODUCT SIZE: 206, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
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Blast Forward Primer #1 Against Fragaria vesca V4 @ GDR 
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Blast Reverse Primer #1 Against Fragaria vesca V4 @ GDR 

 

 

 

 

 

Analyze Forward Primer #1 @ IDT 

Nothing Major to Note …  

 

Analyze Reverse Primer #1 @ IDT 

Nothing Major to Note … 
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Blast Forward Primer #2 Against Fragaria vesca V4 @ GDR 
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Blast Reverse Primer #2 Against Fragaria vesca V4 @ GDR 

 

 

 

 

Analyze Forward Primer #2 @ IDT 

Nothing Major to Note … 

 

Analyze Reverse Primer #2 @ IDT 

Nothing Major to Note … 
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Blast Forward Primer #3 Against Fragaria vesca V4 @ GDR / NCBI 

 

 

Blast Reverse Primer #3 Against Fragaria vesca V4 @ GDR / NCBI 

 

 

Analyze Forward Primer #3 @ IDT 

Nothing Major to Note … 

 

Analyze Reverse Primer #3 @ IDT 

Nothing Major to Note … 
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VarMap #9: FvH4_5g28580 Primer Design 

***: Two Set of Primers 

Note 1 (9/20/2023): This is the 1st & second set of primers; they must be pushed out far upstream, past repat sequence, and closer 
on the downstream.  

Note 2 (9/20/2023): Green Highlighting is FP1, Red Text is FP2; Red Highlighting is RP1, Green Text is RP2 
Note 3 (9/20/2023): This will be the Fifth set of primers added to Chris’ independent ‘Chart O Primers’.  
Note 4 (9/20/2023): No Results from Blast against F. v. V4 or H4 NAU @ GDR …. Blast @ NCBI Instead …  
 
Gene: FvH4_5g28580 SNP: 19740249 
Sequence of Interest: 300nt 
>Fvb5_v4.0.a1 Fvb5_v4.0.a1:19740148..19740447 
GTAGACGTTGGCCGATCGTACGGCGTCGTAAGGGAGGTTCTCCGGAAGGGAGTCTTCCGGAACTTGCCGCCCGCCCTAAGGGGCTGCTTGTGCTG
CTGCTCTGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGAGGGGGGGGGGGGGGCGGGCGAAGCTAGAGTTTTGGATTGGGAAA
TAATTGGGACGGGGGCTGGCGGTAGGGGGGTGTAAAGGAGGCAAGGCTTGAGAGGTAGGTGTAGAGATTGAGCGAGCTTTGGATAAATAAATA
TAGAGGTGATGGTGATCTTG 
 
Fuchsia = Splice Site; Yellow = SNP 
Forward Primer 1: GAGTCTTCCGGAACTTGCC … Reverse Primer 1: CTACCTCTCAAGCCTTGCCT 
Forward Primer 2: CCTAAGGGGCTGCTTGTG … Reverse Primer 2: TCTCAAGCCTTGCCTCCTTT 
 
 
Primer3 Output: 

PRIMER PICKING RESULTS FOR  
 
Template masking not selected 
No mispriming library specified 
Using 1-based sequence positions 
OLIGO            start  len      tm     gc%  any_th  3'_th hairpin seq  
LEFT PRIMER         50   19   58.16   57.89   14.35   0.00    0.00 GAGTCTTCCGGAACTTGCC 
RIGHT PRIMER       244   20   59.09   55.00    0.00   0.00    0.00 CTACCTCTCAAGCCTTGCCT 
SEQUENCE SIZE: 300 
INCLUDED REGION SIZE: 300 
 
PRODUCT SIZE: 195, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
    1 GTAGACGTTGGCCGATCGTACGGCGTCGTAAGGGAGGTTCTCCGGAAGGGAGTCTTCCGG 
                                                       >>>>>>>>>>> 
 
   61 AACTTGCCGCCCGCCCTAAGGGGCTGCTTGTGCTGCTGCTCTGAGAGAGAGAGAGAGAGA 
      >>>>>>>>                                                     
 
  121 GAGAGAGAGAGAGAGAGAGAGAGGGGGGGGGGGGGGCGGGCGAAGCTAGAGTTTTGGATT 
                                                                   
 
  181 GGGAAATAATTGGGACGGGGGCTGGCGGTAGGGGGGTGTAAAGGAGGCAAGGCTTGAGAG 
                                                  <<<<<<<<<<<<<<<< 
 
  241 GTAGGTGTAGAGATTGAGCGAGCTTTGGATAAATAAATTATAGAGGTGATGGTGATCTTG 
      <<<<                                                         
 
KEYS (in order of precedence): 
>>>>>> left primer 
<<<<<< right primer 
 
ADDITIONAL OLIGOS 
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                    start  len      tm     gc%  any_th  3'_th hairpin seq  
 
 1 LEFT PRIMER         75   18   57.67   61.11    0.00   0.00    0.0 CCTAAGGGGCTGCTTGTG 
   RIGHT PRIMER       239   20   59.23   50.00    0.00   0.00    0.0 TCTCAAGCCTTGCCTCCTTT 
    
PRODUCT SIZE: 165, PAIR ANY_TH COMPL: 24.99, PAIR 3'_TH COMPL: 23.00 
 
 2 LEFT PRIMER        114   23   57.86   47.83    0.00   0.00    0.00 
AGAGAGAGAGAGAGAGAGAGAGA 
   RIGHT PRIMER       263   20   58.15   55.00    0.00   0.00    0.00 
GCTCGCTCAATCTCTACACC 
   PRODUCT SIZE: 150, PAIR ANY_TH COMPL: 21.03, PAIR 3'_TH COMPL: 12.65 
 
 3 LEFT PRIMER        110   23   57.86   47.83    0.00   0.00    0.00 
AGAGAGAGAGAGAGAGAGAGAGA 
   RIGHT PRIMER       269   20   57.98   50.00    0.00   0.00    0.00 
TCCAAAGCTCGCTCAATCTC 
   PRODUCT SIZE: 160, PAIR ANY_TH COMPL: 16.90, PAIR 3'_TH COMPL: 16.90 
 
 4 LEFT PRIMER        162   23   58.41   43.48    0.00   0.00    0.00 
GAAGCTAGAGTTTTGGATTGGGA 
   RIGHT PRIMER       261   22   59.05   50.00    0.00   0.00    0.00 
TCGCTCAATCTCTACACCTACC 
   PRODUCT SIZE: 100, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
Statistics 
         con   too    in    in   not          no    tm    tm   high  high  high        
high       
         sid  many   tar  excl    ok   bad    GC   too   too any_th 3'_th hair-  poly   
end       
        ered    Ns   get   reg   reg   GC% clamp   low  high  compl compl   pin     X  
stab    ok 
Left    1142     0     0     0     0   275     0   272   319      0     1   183    23     
0    47 
Right   1086     0     0     0     0   284     0   439    88      0     0     0    35     
0   240 
Pair Stats: 
considered 12167, unacceptable product size 12157, primer in pair overlaps a primer in a 
better pair 4690, ok 10 
libprimer3 release 2.4.0 
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Primer Set #1 

Blast Forward Primer #1 Against Fragaria vesca @ NCBI (refseq_genomes) 

 

 

Blast Reverse Primer #1 Against Fragaria vesca @ NCBI (refseq_genomes) 

 

 

Analyze Forward Primer #1 @ IDT 

Nothing Major to Note … 

 

Analyze Reverse Primer #1 @ IDT 

Nothing Major to Note … 
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Primer Set #2 

Blast Forward Primer #2 Against Fragaria vesca @ NCBI (refseq_genomes) 

 

 

Blast Reverse Primer #2 Against Fragaria vesca @ NCBI (refseq_genomes) 

 

 

 

 

Analyze Forward Primer #2 @ IDT 

Nothing Major to Note …  

 

Analyze Reverse Primer #2 @ IDT 

Nothing Major to Note … 
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VarMap #10: FvH4_7g15500 Primer Design 
***: Two Set of Primers 

Note 1 (9/20/2023): This is the 1st & second set of primers; they must be pushed out far on right, past repat sequence, and closer on 
the left.  

Note 2 (9/20/2023): Green Highlighting is FP1, Red Text is FP2; Red Highlighting is RP1, Green Text is RP2 
Note 3 (9/20/2023): This will be the Fifth set of primers added to Chris’ independent ‘Chart O Primers’.  
Note 4 (9/20/2023): No Results from Blast against F. v. V4 or H4 NAU @ GDR …. Blast @ NCBI Instead (For Reverse Primers) …  
Note 5 (9/21/2023): Made the Product Size bigger and pushed primers out for alternative / additional primer, to #2, which is a 
bit to close in, having too small of a product size.  
 
Gene: FvH4_7g15500 SNP: 13414877 
Sequence of Interest: 200 nt (#1) 451 nt (#2) 
>Fvb7_v4.0.a1 Fvb7_v4.0.a1:13414776..13414975 
GTATTAAATGCAGCAGCTGGAAGCACCCAACTACTTTCTCTCTCAAAACCACCTCCAATGGCTAAAACCCCTCCCACCCTCCACCACCTCCTCCTCCA
ATGTCCCCCCTCCCTCCTCCCCCTCCTCAAATTACCTCACTACCCTCGGCCTCGGCTACGCCATAGCCATCGCCCTCGGCTTCCTCGTCCTCCTCTCCAC
CC  
>Fvb7_v4.0.a1 Fvb7_v4.0.a1:13414674..13415073 
CAAAAAAACTGGCTGCCCAAAAAGGAGAAGGGGAAGAACTAGATGTCAACACCACTCACCACTCACAATTTCCCACCAAATTTAATGCAATCCCCT
CTGTGAGTATTAAATGCAGCAGCTGGAAGCACCCAACTACTTTCTCTCTCAAAACCACCTCCAATGGCTAAAACCCCTCCCACCCTCCACCACCTCCT
CCTCCAATGTCCCCCCTCCCTCCTCCCCCTCCTCAAATTACCTCACTACCCTCGGCCTCGGCTACGCCATAGCCATCGCCCTCGGCTTCCTCGTCCTCCT
CTCCACCCTCCTCCTCGCCTCCTACATCTGCTGCCGCGTCTCCCGCCGCTCCCAAACCCAAACCCGAACCCGAACCCAAAACCCCAACTCCTCCTCAG
AAGGTGTC 
 
 
Fuchsia = Splice Site; Yellow = SNP 
Forward Primer 1: CCACCTCCAATGGCTAAAACC … Reverse Primer 1: GTGGAGAGGAGGACGAGGAA 
Forward Primer 2: TCTCTCTCAAAACCACCTCCA … Reverse Primer 2: GAGGACGAGGAAGCCGAG 
Forward Primer 2: AATGGCTAAAACCCCTCCCA… Reverse Primer 2: CAGATGTAGGAGGCGAGGAG 
 
 
 
Primer3 Output: #1 – For First & Second Set of Primers 

PRIMER PICKING RESULTS FOR Fvb7_v4.0.a1 Fvb7_v4.0.a1:13414776..13414975 
 
Template masking not selected 
No mispriming library specified 
Using 1-based sequence positions 
OLIGO            start  len      tm     gc%  any_th  3'_th hairpin seq  
LEFT PRIMER         49   21   59.18   52.38    0.00   0.00    0.00 CCACCTCCAATGGCTAAAACC 
RIGHT PRIMER       198   20   60.32   60.00    0.00   0.00    0.00 GTGGAGAGGAGGACGAGGAA 
SEQUENCE SIZE: 200 
INCLUDED REGION SIZE: 200 
 
PRODUCT SIZE: 150, PAIR ANY_TH COMPL: 11.38, PAIR 3'_TH COMPL: 2.23 
 
    1 GTATTAAATGCAGCAGCTGGAAGCACCCAACTACTTTCTCTCTCAAAACCACCTCCAATG 
                                                      >>>>>>>>>>>> 
 
   61 GCTAAAACCCCTCCCACCCTCCACCACCTCCTCCTCCAATGTCCCCCCTCCCTCCTCCCC 
      >>>>>>>>>                                                    
 
  121 CTCCTCAAATTACCTCACTACCCTCGGCCTCGGCTACGCCATAGCCATCGCCCTCGGCTT 
                                                                << 
 
  181 CCTCGTCCTCCTCTCCACCC 
      <<<<<<<<<<<<<<<<<<   
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KEYS (in order of precedence): 
>>>>>> left primer 
<<<<<< right primer 
 
ADDITIONAL OLIGOS 
                    start  len      tm     gc%  any_th  3'_th hairpin seq  
 
 1 LEFT PRIMER         37   21   58.31   47.62    0.00   0.0    0.0 TCTCTCTCAAAACCACCTCCA 
   RIGHT PRIMER       190   18   59.20   66.67    0.00   0.00   0.0 GAGGACGAGGAAGCCGAG 
   PRODUCT SIZE: 154, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 2 LEFT PRIMER         19   22   58.92   50.00    0.00   0.00    0.00 
GGAAGCACCCAACTACTTTCTC 
   RIGHT PRIMER       193   18   58.79   66.67    0.00   0.00    0.00 GAGGAGGACGAGGAAGCC 
   PRODUCT SIZE: 175, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
 3 LEFT PRIMER         22   22   58.76   45.45    0.00   0.00    0.00 
AGCACCCAACTACTTTCTCTCT 
   RIGHT PRIMER       200   18   59.64   66.67    0.00   0.00    0.00 GGGTGGAGAGGAGGACGA 
   PRODUCT SIZE: 179, PAIR ANY_TH COMPL: 5.01, PAIR 3'_TH COMPL: 0.00 
 
 4 LEFT PRIMER         39   22   58.25   45.45    0.00   0.00    0.00 
TCTCTCAAAACCACCTCCAATG 
   RIGHT PRIMER       148   20   58.59   55.00    0.00   0.00    0.00 
GCCGAGGGTAGTGAGGTAAT 
   PRODUCT SIZE: 110, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
Statistics 
         con   too    in    in   not          no    tm    tm   high  high  high        
high       
         sid  many   tar  excl    ok   bad    GC   too   too any_th 3'_th hair-  poly   
end       
        ered    Ns   get   reg   reg   GC% clamp   low  high  compl compl   pin     X  
stab    ok 
Left     548     0     0     0     0    45     0   166   141      0     0    55    14     
0   127 
Right    499     0     0     0     0   105     0    60   212      0     1    14    27     
0    80 
Pair Stats: 
considered 8046, unacceptable product size 8040, primer in pair overlaps a primer in a 
better pair 2757, ok 6 
libprimer3 release 2.4.0 
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Primer Set #1 

Primer3 Output: #2 – For Third Set of Primers 

PRIMER PICKING RESULTS FOR  
 
Template masking not selected 
No mispriming library specified 
Using 1-based sequence positions 
OLIGO            start  len      tm     gc%  any_th  3'_th hairpin seq  
LEFT PRIMER        159   20   58.91   50.00    0.00   0.00    0.00 AATGGCTAAAACCCCTCCCA 
RIGHT PRIMER       324   20   59.04   60.00    0.00   0.00    0.00 CAGATGTAGGAGGCGAGGAG 
SEQUENCE SIZE: 400 
INCLUDED REGION SIZE: 400 
 
PRODUCT SIZE: 166, PAIR ANY_TH COMPL: 0.00, PAIR 3'_TH COMPL: 0.00 
 
    1 CAAAAAAACTGGCTGCCCAAAAAGGAGAAGGGGAAGAACTAGATGTCAACACCACTCACC 
                                                                   
 
   61 ACTCACAATTTCCCACCAAATTTAATGCAATCCCCTCTGTGAGTATTAAATGCAGCAGCT 
                                                                   
 
  121 GGAAGCACCCAACTACTTTCTCTCTCAAAACCACCTCCAATGGCTAAAACCCCTCCCACC 
                                            >>>>>>>>>>>>>>>>>>>>   
 
  181 CTCCACCACCTCCTCCTCCAATGTCCCCCCTCCCTCCTCCCCCTCCTCAAATTACCTCAC 
                                                                   
 
  241 TACCCTCGGCCTCGGCTACGCCATAGCCATCGCCCTCGGCTTCCTCGTCCTCCTCTCCAC 
                                                                   
 
  301 CCTCCTCCTCGCCTCCTACATCTGCTGCCGCGTCTCCCGCCGCTCCCAAACCCAAACCCG 
          <<<<<<<<<<<<<<<<<<<<                                     
 
  361 AACCCGAACCCAAAACCCCAACTCCTCCTCAGAAGGTGTC 
                                               
 
KEYS (in order of precedence): 
>>>>>> left primer 
<<<<<< right primer 
 
ADDITIONAL OLIGOS 
                    start  len      tm     gc%  any_th  3'_th hairpin seq  
 
 1 LEFT PRIMER        164   20   59.38   60.00    0.00   0.00    0.00 
CTAAAACCCCTCCCACCCTC 
   RIGHT PRIMER       385   20   58.95   55.00    0.00   0.00    0.00 
GGAGTTGGGGTTTTGGGTTC 
   PRODUCT SIZE: 222, PAIR ANY_TH COMPL: 27.20, PAIR 3'_TH COMPL: 19.75 
 
 2 LEFT PRIMER        231   20   58.59   55.00    0.00   0.00    0.00 
ATTACCTCACTACCCTCGGC 
   RIGHT PRIMER       392   20   58.93   55.00    0.00   0.00    0.00 
CTGAGGAGGAGTTGGGGTTT 
   PRODUCT SIZE: 162, PAIR ANY_TH COMPL: 9.66, PAIR 3'_TH COMPL: 0.25 
 
 3 LEFT PRIMER         49   20   59.09   50.00    0.00   0.00    0.00 
ACACCACTCACCACTCACAA 
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   RIGHT PRIMER       250   20   58.59   55.00    0.00   0.00    0.00 
GCCGAGGGTAGTGAGGTAAT 
   PRODUCT SIZE: 202, PAIR ANY_TH COMPL: 6.66, PAIR 3'_TH COMPL: 1.55 
 
 4 LEFT PRIMER         44   20   59.09   50.00    0.00   0.00    0.00 
TGTCAACACCACTCACCACT 
   RIGHT PRIMER       205   20   59.46   60.00    0.00   0.00    0.00 
GACATTGGAGGAGGAGGTGG 
   PRODUCT SIZE: 162, PAIR ANY_TH COMPL: 17.96, PAIR 3'_TH COMPL: 11.88 
 
Statistics 
         con   too    in    in   not          no    tm    tm   high  high  high        
high       
         sid  many   tar  excl    ok   bad    GC   too   too any_th 3'_th hair-  poly   
end       
        ered    Ns   get   reg   reg   GC% clamp   low  high  compl compl   pin     X  
stab    ok 
Left    1610     0     0     0     0   164     0   551   410      0     0     2    51     
0   432 
Right   1699     0     0     0     0   236     0   349   616      0     0     2    27     
0   469 
Pair Stats: 
considered 265, unacceptable product size 255, primer in pair overlaps a primer in a 
better pair 62, ok 10 
libprimer3 release 2.4.0 
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Blast Forward Primer #1 Against Fragaria vesca @ GDR 

 

Blast Reverse Primer #1 Against Fragaria vesca @ GDR & NCBI (refseq_genomes) 

 

 

Analyze Forward Primer #1 @ IDT 

Nothing Major to Note … 

Analyze Reverse Primer #1 @ IDT 

Nothing Major to Note … 

Primer Set #2 
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Blast Forward Primer #2 Against Fragaria vesca @ GDR 

 

Blast Reverse Primer #2 Against Fragaria vesca @ GDR & NCBI (refseq_genomes) 

 

 

Analyze Forward Primer #2 @ IDT 

Nothing Major to Note …  

Analyze Reverse Primer #2 @ IDT 

Nothing Major to Note … 
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Blast Forward Primer #3 Against Fragaria vesca @ NCBI 

 

Blast Reverse Primer #2 Against Fragaria vesca @ NCBI 

 

Analyze Forward Primer #2 @ IDT 

Nothing Major to Note …  

Analyze Reverse Primer #2 @ IDT 

Nothing Major to Note … 

 


