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PCR Primers
Step 1: Primer Filters

Step 1 of 3: Primer filtration

Primer locations on target sequence Primer properties 2
Product size (bp) from [200] to [+ Shortest primers [v G/Cat3'end
Sense primer from 1 to Length (base) |13

Antisense primer from 1 to Tm(C) |56

GC (%) |45 55

Reject primers

Concentrations for Tm calculation

3'Dimers (bp)> |3 Hairpin Stem (bp) > |3
PloyN (base)> |[3 3 3' Unique (base) < [g 2 Primer (nM) |50
Primer-Primer: Continuous(bp)> |3 All matches(%)> [5g Salt (mM) [200

[ Productfor hybridyzation Product Tm("C) range from 70 to |90

Hybridization [Salt] (mM)

1 Product GC content (%) from 4 to |70 Exclude productwith polyN (bp) > 8




PCR Primers

Step 2: Primer Filters

Step 2 of 3: Refinement and pair selection

13 Sense primers

3

Antisense primers

TTACTGCCRAGGACATTCTGG 56.1°C
CTGCCRAAGGACATTCTGGAC 56.4°C
TGCCAAGGACATTCTIGGACC 57.8°C
TICTATGTGGCAGRCCTIGGG 56.9°C
TGATAGCRRAAGCCRARGACGRAG 57.6°C
AGCARBGCCARGRCGRAGAC 56.7°C
ABRAGCCRAGACGRAGACGAG E56.1°C
LAGCCRAGRCGARGACGRGAG 57.4°C
CCTABACCAGATGACGGCTG 56.2°C
CTARACCAGATGACGGCTGC 56.9°C
LRAACCAGATGACGGCTGCTAC 58.9°C
ACTTTCAACGGATTCCAGAGE 56.2°C
TTTCRAACGGATTCCAGAGGC 5&£.0°C
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GCCTCTGGRAATCCGTTGRAAG
GCRCAGGAGCATCGCATRRATG

TTCACAGGCACAGGAGCATC
ACTTTCACRAGGCACAGGRAGT
TTCCACTTTCRCAGGCACAG

CCCATTCTGCCATACACAAGC
TTAGCCCATTCTGCCATACAC
GCTTAGCCCATTCTGCCATAC

57.5°C
58.3°C
58.2°C
58.4°C
56.2°C
57.8°C
56.3°C
57.3°C

Reject primer pairs Primer Tm difference ("'C) >

[ Mispriming analysis on target sequence Cut off% >=

i
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(® Mo restriction analysis

2

(" Keep primers with restriction site

(" Keep primers without restriction site




PCR Primers

Step 3: Primer Pairs

Step 3 of 3: Final

| Product=679bp. 5'primer 20 bases GC%=50 Tm=56.1. 3'primer 21 bases GC%=52 Tm=57.8

TGATAGCARAGCCARGRACGAAG 57.6°C and
TGATAGCARAGCCAAGACGRAAG 57.6°C and
3 RGCRARAGCCRAGRCGRAGAC 56€.7°C and 574 CCCATTCTGCCATACRCRAGC
93 BGCARAGCCRARGACGRAGAC 56.7°C and TTAGCCCATTCTGCCATACAC
AAAGCCARGACGARGRACGRAG CCCATTCTGCCATACRCAAGC
RLAGCCRRGRACGARGRACGAG .1°C and ! TTAGCCCATTCTGCCATACAT
AGCCRAAGACGRAGACGRAGAG 57.4°C and 874 CCCATTCTGCCATACACRAGC
AGCCRAGACGRAGACGRGAG 57.4°C and ! TTAGCCCATTCTGCCATACAC
LAGCCRAGRCGRAAGACGRGAG 57.4°C and 8 GCTTAGCCCATTCTGCCATAC
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PCR Primers

Final: Primer Pair List
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TGATAGCARAGCCRAGACGARG 57.6°C and 874 CCCATTCIGCCATACRCRAGC 57.8°C
TGATAGCARAGCCRAGACGARG 57.6°C and 878 TTAGCCCATTCTGCCATACAC 56.3°C
AGCRARRGCCRAGACGARAGRC 56.7°C and 874 CCCATTCTGCCATACACARGC 57.
AGCARRGCCAAGACGARAGRAC 56.7°C and 878 TTAGCCCATTICTGCCATACAC 56.
RARGCCARGACGRAGACGRAG 56.1°C and 874 CCCATTCTGCCATACACARAGC 57.
AALGCCRAGACGARGACGRG 56.1°C and 878 TTAGCCCATICTGCCATACAC S56.
AGCCRAGRCGARGRCGAGRG 57.4°C and 874 CCCATTCTGCCATACACARGC 57.
AGCCRARGRCGARGACGAGRG 57.4°C and 878 TTAGCCCATICTGCCATACAC 56.
AGCCRAGRCGARGACGAGRAG 57.4°C and 89 GCTTAGCCCATTCTGCCATAC 57.
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