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Parameter Primers

GC content (%) 30-80%

Calculated T, 50-60°C, always >55°C as UNG
works at 50°C
T, of the primers should not differ
>2°C

Runs of identical nucleotides Maximum 3 (no Gs!!)

Sequence length Minimum 15bp (15-30bp)

Amplicon length The shorter the better. With TagMan
probes, 50-150 bp

Distance forward primer to probe Maximum 50 bp

Primer dimers, hairpin loops Avoid

3’- instability (3'- rule) Primers only. Maximum two Gs/Cs
in the last 5bp

a5 Glod i padlyg 990 55 9) Wigdoe Iz oo I DNA ail) 95 a5 s ibie (2led glize 42 095 sled b Tm

2)ls Coedl Annealing (slod (i 5o g (594 o o> DNA (sails) 5l yeuly

L) BLAST dxb.0 o )|}.3| wl A WS LSI)-.’ [M.Su,o oslaw! NCBI o Primer BLAST )'l mb,} U:>|)b LS'):‘

.29y 2 Specialized searches iy

Standalone and API BLAST
‘ Download BLAST = Use BLAST API Use BLAST in the cloud
L—] GetBLAST databases and executables mm Call BLAST from your application Start an instance at a cloud provider

Specialized searches

Find proteins highly similar Design primers specific to Compare two sequences Find conserved domains in
o your query your PCR template across their entire span your sequence

(Needleman-Wunsch)

Or, upload FASTA file

Primer Parameters
Use my own forward primer
(5'->3" on plus strand)

Use my own reverse primer
(6'>3' on minus strand)
PCR product size

# of primers to return

Primer melting temperatures
(Tm)

NCBI National Center for Biotechnology Information Signin to NCBI

Primer-BLAST A tool for finding specific primers
Finding primers specific to your PCR template (using Primer3 and BLAST).
Resetpage Save search parameters Retrieve recentresults  Publication  Tips for finding specific primers
PCR Template
Enter accession, gi, or FASTA sequence (A refseq record is preferred) & Clear Range
From To
Forward primer © Clou

Choose File ' No file chosen

) Clear
v Clear
Min Max
70 1000
10
Min Opt Max Max Tm difference
57.0 600 63.0 3 v
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Primer Pair Specificity Checking Parameters

Specificity check ¥ Enable search for primer pairs specific to the intended PCR template &

Search mode Automatic

Database Refseq mRNA

Exclusion Exclude predicted Refseq transcripts (accession with XM, XR prefix) - Exclude i sample
Organism Homo sapiens

Add more organisms
Entrez query (optional
Primer specificity stringency oo must have at least 2 v | total mismatches to unintended targets, including
atleast 2  mismatches within the last 5 v |bps at the 3' end. &

Ignore targets that have | 6 v or more mismatches to the primer. &

Max target size 4000
Allow splice variants Allow primer to amplify mRNA splice variants (requires refseq mRNA sequence as PCR template input) &
Get Primers Show results in a new window ¥ Use new graphic view &)

¥ Advanced parameters
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P> Advanced parameters Note: Parameter values that differ from the default are highlighted in yellow

A 5 A8y Oleudaid oylg vlgi 0 Advance Parameters (sg) » 9,5 SIS L

Primer Parameters

Min Opt Max
PCR Product Tm
Min Opt Max
Primer Size 15 20 25
Min Max
Primer GC content (%) 200 80.0
GC clamp 0
Max Poly-X 5
Max 3' Stability °
Max GC in primer 3" end 5
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