>ncbi 106033926
<--up2k--AACAACATTGTTACTTAAAAAAAAAAGGCAATTTTATTGCACTTTT

TTGTTATTTAAAATTCTAAAAATAGAAAAAAGATCCCTTTATTTTTGTATATT
TGTAAATGTCCTGATGAAATTTCAAAACCAAAGCACTTAGCATACATAATTA
ACATACACATTTATGCCCTTTCTCTTTATCCATTGCAACAGTTTGAATAAGTT
TGAGTAAGATAAACCAATAGTGCTGGTTTCATCATGCAGCTTCAGCAGAGC
TTTCTGAAGCTACCAAATCAAACCAAACcgTTGCTAAGATACACACTTATCTT
CATGTTCAAGAGCAGCTAGTTTTCTTTAATTAGTAGTAGTTATCTGACTTTCT
GGAGGTAGCCTTCTGTAGGAAGCATCAGTTCTAAAACCTTCAGTGAAAAGT
TTCACACCTACATTGGGTCTGGCTCTGACTTGCcgTGTCAAGGCAGCTTGAT
AAGAGGAAGGGTCTGGTTTGCAGTGCTCCTCAGTTTTCCCTAAGCTCTGCA
TGTCAGTGCCATTGGCCACATTCAGATTTTTTCAATCTTcgTCCTGCAGAATA
TcgACTcgGAACCCATAGGCTATAAATcgATGGTTTCAGACTGTTGGTGTGTGT
CTGTAGACCCAGCTAGACTGCAGTTTGCCTTGCAGGGTGATCCCTAAATGG
GTTTTCAGGAGCCCAATTTAAGAACCAAAGTTTGCAAAcgCTGGGTCAGTC
TTATTTGTTCCTCAGCTCTGCTTATGTTCCTTGTCACAGTTGGAACTGAAAC
AAAGCTCAGAATCCAGATTTTTTCCAACTTTGAAATGTTTGCACATGGAcgG
GGTTGTACTTCcgTCAGCAACATGCCATCCTCTTGATGCACAAATGAGGAGA
GTAATTTCAGGCATTTATTTTAAAAATACTGCCTTAGAAATAGAcgGGCAAA
AATTGCACAGGGTATATATTTTTCTTATTTAAGTTGAAAAATAAATATAGCTG
TAATCTAAGTGTGTATTTATCAGCATTGATGCCCTTTGGTCTTGCTCCTGTGG
ACTTCTCTCACTGACATCAGTGGGAAAAAGATGGGTTCTGCACAGTAAATC
TGAATATTTTTTTCATCTTTATCCATCCATCTATTTTGGGATGTGCTAAATGCT
TGCTCTCTGTTGTAACATTAACATCAGTATGTGGAAACTTGGGTTGCTAAAA
TAAATCACTGAAATGCAATATACATGACTTCAcgTGGAACTGCATGTACATTG

TTGGGCACAAGCACCCTGEEGCeaTee TGCegTGCCAGCTGTACEGeaGGGTGC

TTCCTATTGTGTCCTATAGAAGcgGGGTCTCAAAGTGAGACAGegGCAGCTT

TGTGCTGCCAGTTTATATAAATAGTCTTTTTAGTCCCTGAGCTGGCAAAAGT

ATTTCTTGGTTGCCATTATegTGATTGTGAATTTGAATCCATGATGCTTTTACC

[AGGCTcgGAGTACAAAGAcgACAAGGTce TGGTATTTCTCACAAGCATTTTTT]




rTCATTGTGc g|CCTGTTTGTTTGCTGGAGGCAATGAAATAGTTATAATTTATAT

GTGAAGTACTGATTTGTGGGGCTCTAGCAGTGTTTCTTTAGTTTTTTGAGTT
AAAGGTAGTGGCTTTGATCAAAATAGCATGGGGCATTTTTCTCAcgTTAGCA
GAGGCACTCCTGATTCATGACAGTATGAATGAGCACACCcgCAAGTTCATTT
CCTTTTTATATTTAAGGGAAAAAATGAAGGTAAATAAGAGGGGGAAAAGGG
GTAAGCTCAGCACTTACAACCTGGACTGTTTTCTGCCCACAGCAAAGTCAA
TGTGACACCTTTACAAAGCTGGAcgTTGATGAAGGTGTAGAGGGGACAGCC
CTGCCTCAGAGTCCCCTCcgATCTGegCAGTGGTCCegTGCCTCAGAGCACCA
GTTTGTCATCCACCATGGTCACCACACACAATGAGGGAGCTGATGAGCTGT

TCCCTTCTTACTTTGTCCTGCT--up2k--><--
IS

A TGTATGTATATTGTTGGGTATAAG)
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R L L NG UL L LWL C P SRe C GG CGTCGTG CGTG | AG  TGTACGGCGGGGTG ITT I TATTGTGT | TATAGAAGCGGGGT | T AAAGTGAGA AGC(clempNcanpi-a
ACATACATATAACAACCCATATTCAT AAAAC e e e Lo Ly o e e o o Y e e R e R (R RS CCATCAAAACA

Kl [c}
Primee Set 1 [Secr: 31 S csmrenreaTaTiarTaeTaTaAG o)
— h Jem———
Primer Set 1 Score: 91 % [F1 |GGAATTGTATGTATATTGTTGGGTATAAG
General Warnings| w[R1 [ACCAACTCAAAAACTAAAAAAACTATT
m [S1  |GTATATTGTTGGGTATAAGTATT
PCR Product Forward PCR Primer, F1 [Reverse PCR Primer, R1|Sequencing Primer, S1
Length, nt 170 29 27 23
Position, 5'- 3' 88 - 116 257 - 231 98 - 120
Warnings
Tm, °C 59.2 57.9 44.9
%6GC 30.0 31.0 22.2 26.1
Sequence to Analyze[TTGYGGTYGT YGTGTYGTGT TAGTTGTAYG GYGGGGTGTT TTTTATTGTG TTTTATAGAA GYGGGGTTTT]
AAAGTGAGAT AGYGGTAGTT TTGTGTTGTT AGTTTATA




Name:
Description:

Mispriming 1

Mispriming 2

Mispriming 3

Penalty:

2S

ATTGTGAATTTGAAT
TAACACTTAAACTTA

Mispriming Analysis

Identifies alternate annealing sites for the sequencing primer on the amplicon.

5'- GTATATTGTTGGGTATAAGTATT -3°'
I i mn
3'- COTTAACATACATATAACAACCCATATTCATAAAACGCCAGCAGCACAGCACAATCAACA. .. -5°

Mizpriming 3° Position: 104

Penalty:

5'= GTATATTGTTGGGTATAAGTATIT
I (RRR] i

23'= CCTTAACATACATATAACAACCCATATTCATAAAACGCCAGCAGCACAGCACAATCAACA. .. -5'

Mispriming 3° Position:

Penalty:

51—

GTATATTGTTGGGTATAAGTATT -3'

3'- . . .CACTCTATCGCCATCAAAACACAACAATCAMATATATTTATCAAAAMAATCAARMAC. .. -

Mispriming 3" Position: 23€

Fenalty:

20

ATGATG ITTTTA
TACTAC AAAAT

AGG I TCGGAGTA AAAGACGA AAGGTCGTGGTATTT T A

=

LI e R R R ddG T TTGTTTGTTTGT TGGAGGTAATGAAAT,
e e e Rt T e e e R R R L L LRI ecC A AACAAACAAACAACCTCCATTACTTTA
)

-QAC AACCTCCATTACTTTA

Primer Set 20 |5m-:1= ‘ = 2 AGTTGGTAAAAGTATTTTTTGGTTGTTATT o)
General Wamnings | ‘ Rz AACCCCACAAATCAATACTTCACATATA

- |s2 |ATTTCATTACCTCCAACAA
Primer Set 20 Score: 79 o [F2  [AGTTGGTAAAAGTATTTTTTGGTTGTTATT

General Warnings| ™ [R2 |AACCCCACAAATCAATACTTCACATATA
4 S?2  JATTTCATTACCTCCAACAA

PCR Product Forward PCR Primer, F2 |Reverse PCR Primer, R2[Sequencing Primer, S2
Length, nt 196 30 28 19
Position, 5'- 3' 48 - 77 243 - 216 205 - 187
Warnings
Tm, °C 59.9 61.7 45.2
%GC 24.5 23.3 32.1 31.6

Sequence to Analyze

ACAAACAAAC RCACAATAAA AAAAATACTT ATAAAAAATA CCACRACCTT ATCRTCTTTA TACTCCRAAC

CTAATAAAAA CATCATAAAT TCAAATTCAC AATCACRATA ATAACAACCA AAAAATACTT TT




