STEPS:
1. Use BLAST standalone to generate alignment for incerta file and reinhard file as nucleo database. Outformat: pairwise I think
2. Go through more similar hits in file, use temporary file to pull out corresponding incerta, copy paste into primer 3
3. See regions of fewer mismatches in alignment file and target region before or after to flank so primers picked from those regions
4. Evaluate and select primers


[bookmark: _GoBack]FORWARD PRIMER START (incerta seq): 1692, REVERSE PRIMER START: 2340
Query= startgeneg2061
Cre11.g477800.t1.3|PACid:26890036
[image: ]

Query= startgeneg1128 
g11221.t1|PACid:26905495 
[image: ]
[image: ]
[image: ]



Query= startgeneg11737
g2979.t1|PACid:26902606                                              
[image: ]
[image: ]
[image: ]


Query= startgeneg2400
 
Cre10.g448700.t1.2|PACid:26905102  
[image: ]
[image: ]
[image: ]

Query= startgeneg8360
  
g18115.t1|PACid:26898415 

[image: ]
[image: ]
[image: ]

Query= startgeneg3072
Cre03.g167600.t1.2|PACid:26901351
[image: ]
[image: ]
[image: ]

Query= startgeneg5968
                                                  
Cre07.g335650.t1.3|PACid:26890024           460                         
[image: ]
[image: ]
[image: ]

Query= startgeneg7179
Cre03.g161400.t1.2|PACid:26901868                                     
 

[image: ]
[image: ]
[image: ]

9623
[image: ]
[image: ]
1313
[image: ]
[image: ]

3224

[image: ]
[image: ]
[image: ]
2304
[image: ]
[image: ]
imaged.png
Query 421  CTGTCCCGCCAGGCCGCCACCGTCATCTTCCCCACCGACCGGCCCGCGGAGGAGGACGCC 480

LECLELCEEEC LT PP

sbjct 421  CTGTCCCGCCAGGCCGCCGCCGTCATCTTCCCCACCGACCGGCCCGCGGAGGAGGACGCC 480
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Query 229  GTGTTCGCCGTGCCTGCCGCCTCAACCGACTGCTACGCCTACTCCTTCGACACCACGCGC 288

LECUELCEEEEEE L PP T

Sbjct 547  GIGTTCGCCGTGCCCGCCGCCTCCACCGACTGCTACGCCTACTCCTTCGACACGACGCGE 606
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image15.png
Query 555 GGACTACGTGGGCCGCGAGACGCCCCTGTACTACGCGGAGCGCCTGTCGGCGAACTACAA 614

LEFUEECEEELE PR L L LT T

sbjct 555  GGACTACGIGGGTCGCGAGACGCCCCTTTACCACGCCGAGCGCCTGTCGGCGCACTACAA 614




image8.png
oL1cO start _len tm___get _any _3' seq

LEFT PRIMER 1007 18  61.14 61.11 3.00 1.00 GCATCGTCTGGGACAAGG
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Query 2032 TGIGTCGATGAACTTTTTGAGGACATGTTTGGCACCAGCATCCCCAACTGCATCGGGAGG 2091

sbjct 2224 TGTGTCGATGAGCTTTTTGAGGACATGTTTGGCACCAGCATCCCCAACTGCATCGGGCGG 2283
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Query 181  GTGCCCCAGGGCACCTTTGGCGTCAAGTCGGCGGCATCCGGGGGCCAGAACATCAACGAG 240

LECUETEEEE P T TP L LT ) T

sbjct 181  GTGCCGCAGGGTCCCTTCGGCGTTAAGICGGCAGCGTCGGGCGGCCAGAACATTAATGAG 240
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oLIGO start len gc% _any
LEFT PRIMER 1963 18 55.56 4.00
RIGHT PRINER 2659 17 64.71 2.00
SEQUENCE SIZE: 3411
INCLUDED REGION SIZ

3411

PRODUCT SIZE: 697, PAIR ANY COMPL: 5.00, PAIR 3'
TARCETS (start, len)*: 2100,500

_3' seq

comeL:

GCCTCCGTTATCARCACE
CAANGCCCGCAGACACC




image4.png
OLIGO start 3' seq
LEFT PRIMER 2262 17  59.54  58.82 4.00 2.00 CATCCCCAACTGCATCG
RICHT PRIMER 3239 18  59.35 61.11 4.00 2.00 CCAAGCTCCGGTATGAGC
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Query 553 ACGAACGGGCGGCGCAGCACCGCCAAGAAG---GGCGGCGGCGGGGCCATGTTCGCGGAT 609

PELEEE b L TR DL T

Sbjct 565 ACAAGCGGGAAACCTGGCGCAGCCAAGAAGGGCGGCGGCGGCGGGGCCATGTTCACAGAC 624

Query 610 GATGCTGACTTCGCGGCGCGCTACTCTCTCGACACGCTCTTCGGAAAGGCTTGGCTGGCC 669
N L b Ui a R Nt I Ot Rttt B8 08 BRIt b vT evntatnonnneotnt 1
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Query 301  CGTTGGGTGETGCCGCAGCCGCAGCTGCTGGAGAAGCGCGCCTTCGTGGGCTACTACCTC

LULECEEEEC L E VLD EEEE VLR DL ETT LT
sbjct 301

CGATGGGTGGTGCCGCAGGCGCAGCTGCTGGAGAAGCGCGCCTTTGTGGGCTACTACCTG 360

360

Query 361  AGCTTCCCCGACATGCCGGAGGAGTTCAACTTCGACCCCGACATCATGGAGCTTAAGGAG 420
Attt e Tt L0 N R R iR it Rat R it antnnnt 1onoainnnntet teanet
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oL1CO start 3' seq
LEFT PRIMER 181 18 61.26  55.56 4.00 3.00 GGCCACCACGAAMATICC
RICHT PRIMER 624 17 58.91 52.94 4.00 2.00 ATCATCCGCGAACATGG
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Query 599  GCTTCCAGCTGGATGACCCCGAGTACGCGCGCCAGCTGGCACAGACCAAGGACTACGGCT 658

LCCLELPELELC LT PP P TP

Sbjct 599  GCTTCCAGCTGEATGACCCCGAGTACGCCCGCCAGCTGCAACAGAGCAAGGACTACGGCT 658
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image1c.png
Query 481  GGCGCGCTGAGCGAGGCGTACAACGTGCGGCTGGAGGAGCTGAGCGTGTTGGACATGGTG 540

UL P TP L 1 T

Sbjct 481  GGTGCGCTGAGTGAGGCCTACAACGTGCGGCTTGAGGAGCTGTGIGTGCTGGACATGGCA 540




image1b.png
Query 181  GGCCTGGTGGCCGTGTTGEATGTGCCCATCTACGGCAACGTCAGCTCGCTGCAGGCGTTC 240

LCCUELCEEELC L VL L LT

sbjct 181  GGCCTGGTGGCCGTGCTGGATGTGCCAATCTACGGCAACGTCAGCTCGCTGCAGGCGTTT 240
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RICGHT PRIMER 1642 17 60.10 64.71 6.00 0.00 CCATCCGCCTCCGATCTCC




image11.png
OLIGO start _len tm ____gct __any __ 3 seq

LEFT PRIMER 567 18  58.08  61.11 2.00 2.00 CICAACCGACTGCTACGC
RIGHT PRIMER 1038 18  62.80 66.67 3.00 2.00 CGGCGTGAACAGGTAGCC
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image14.png
OLIGO start _len tm ____gct _any _3' seq

LEFT PRIMER 573 18 59.27  66.67 5.00 2.00 GACCCCCCTGTACTACGC
RIGHT PRIMER 1026 18 59.55 61.11 7.00 0.00 CACCATCATGGGGTAGGC
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CAGACGCTGCTCATGGTGGCGGECGECEAGCTRTCGTTCACAGAGCCAGGCTTGRCEECE

GG TTTAGCCGCGTGGGCGCGCACAAGGAGAGCGGCCTCRTGCTGTACGAGGCGEGCCEE

LELLE TELELCEEEL LD L DL LT
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TGCGCCGECATCTACGCCAAGGAGCCGCCGCCCGACTCGTGCCCGCGCATCCCGRGCTAC

CTGTTCACGCCGCTGCACACGCTGGACACCAACGCGTCGACATCGGC-G--GECAGCGEC

NN T |

TTGTTCACGCCGCTGCACACGCTGRACGCCAACGCGTCCACGTCAGCAGCAGECAGCGCC

708
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Query 1019 TCACTGAGGCCTACTTCGEAGCTCTGTCCCCCCTCAACGTCACCAGCTACGGCGCCCTGS 1078

L L DL T P LT

sbjct 1019 TCAACGAGECATACTTCGGCGCCCTGGGCCCCCTGAACGTCACCAGCTACGGCGCCCTES 1078




imageb.png
oLIcO start len tm ____gct __any _3' seq

LEFT PRIMER 193 18 59.83  55.56 6.00 2.00 ACCTTTGCCGTCAAGTCG
RIGHT PRIMER 457 17 61.08  64.71 2.00 2.00 CGCTGGGGAAGATGACG




image10.png
Query 1239 CGCCTACACCGACAAGCTGTACTGCGTGGTCACGCTGCCGCACGACAGCCGCGAGCCGEC 1298

LCCUEECELELE P

Sbjct 1260 CGCCTACACCGACAAGCTGTACTGCGTGETCACGCTGCCGCACGACAGCCGCGAGCCGEC 1319
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Query 728 CCGCCGCCTCCTACGTGACGGGCCAAGTCATACAGGTGGACGGCGGCTACAGCGICATGE 787

TECCCUETCCREECCEEEEEE TE EE 1 LT

Sbjct 740 CCGCCGCCTCCTACGTGACGEGTCAGETGGTGCAGGTGGACGECGECTACAGCETCATGE 799

Query 788 GCTACTACTGA 798

1L




image16.png
Query 975  CCACTACATCCTGGGCTCGGCCGCCGGCCCCCACCCCTACCCCATGATGGTGCGCGAGTT 1034

LCFLEECEEELEEEE PP LT

sbjct 975  CCACTACATCCTGGGGTCGECCEGCTGGCCCCCACCCCTACCCCATGATGGTGCGCGAGTT 1034




image1d.png
0oLICO start 3' seq
LEFT PRIMER 198 18 59.87  61.11 8.00 2.00 GGATGTGCCCATCTACGG
RICHT PRIMER 512 17  62.07 64.71 4.00 2.00 AGCCGCACGTTGTACCC
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imagee.png
OLICO start 3' seq
LEFT PRIMER 415 16 61.37  68.75 6.00 1.00 GCCCCGETGTTTAGCC
RIGHT PRIMER 1278 18 57.91 61.11 4.00 2.00 CAGCTTGTCGGTGTAGGC





