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Add Primers to Sequence
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Test with Saved primers
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27F: AGAGTTTGATCMTGGCTCAG
1492R: TACGGYTACCTTGTTACGACTT
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Allow 1 mismatches... TRV v FZ 1 DFFB T HXEL. Extract primers to folder IC
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€ Add Primers to Sequence X
Primer desig modified version of Primer3 2.3.7
Name: Sequence:
+ —
27F AGAGTTTGATCMTGGCTCAG
1492R TACGGYTACCTTGTTACGACTT + -

Allow =1 | mismatches in binding region
No mismatches within 1 bp of 3' end
Note: Mismatches are not considered when calculating Tm
Tm Options...
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Test with Saved primers
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DQ316068 (Elephas maximus mitochondrion, complete genome) %:&#RULE T,
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Primer design uses a modified version of Primer3 2.3.7

Source: |Use Current Folder (Primer_Design_Prime) ~ Choose...

T7 Terminator primer, xynB R primer, T7 Promoter primer
and 4 other oligos

Annotate: Forward Reverse Pairs Only
Probe
Region: @ Find primers that bind | inside the selected region v

Amplify/target selected region + 100 bp (?

Mismatches: B Allow | 2 | mismatches in binding region

No mismatches within 3. bp of 3' end

Note: Mismatches are not considered when calculating Tm
Vv Constraints

Product size between 100 and 600 bp

Tm Options...
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Mammoth COX1_F
CATTGTCACAGCACACGCCT
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Type: Primer Bind (primer_bind) (Created by
primer3)

Length: 20

Interval: 5,496 -> 5,515

%GC: 50.0

Hairpin Tm: 39.8

Self Dimer Tm: None

Tm: 60.0

Pair Dimer Tm: None

Sequence: TATTGTCACAGCACACGCCT

T

Mismatches: 1

Product Size: 250

# Local Off-target Sites: 0
Local Off-target: DQ316068
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NSDIAVYFN PCR ICHETDEEMEIBEVZD. NSO TSAY—IET7TIATID
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| Length: 20
Interval: 5,745 -> 5,726
%GC: 55.0
Al Hairpin Tm: 41.9
Self Dimer Tm: None
Tm: 60.0
Pair Dimer Tm: None
Sequence: : TGCATGGGCTAGGTTTCCTG
Mismatch Positions: ===========G========

Mismatches: 1

Product Size: 250

# Local Off-target Sites: 0
Local Off-target: DQ316068
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