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5" —TCACCCACACTGTGCCCATCTACGAGGGGTATGCCCTCCCC
CATGCCATCCTGCGTCTGGACCTGGCTGGCCGGGACCTGACTGA
CTACCTCATGAAGATCCTCACCGAGCGCGGCTACAGCTTCACCA 30b
CCACGGCCGAGCGGGAAATCGFHCGDGACATTAAGGAGAAGCTG
TGCTACGTCGCCCTGGACTTCGAGCAAGAGATGGCCACGGCTGC
TTCCAGCTCCTCCCTGGAGAAGAGCTACGAGCTGCCTGACGGCC
AGGTCATCACCATTGGCAATGAGCGGTTCCGCTG—3
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UCSC In-Silico PCR

Genome: Assembly: Target: Forward Primer: Reverse Primer:
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Max Product Size: [4000 Min Perfect Match: Min Good Match: Flip Reverse Primer: []

About In-Silico PCR

In-Silico PCR searches a sequence database with a pair of PCR primers, using an indexing strategy for fast performance. See an example video on our YouTube channel.
Configuration Options

Genome and Assembly - The sequence database to search.

Target - If available, choose to query transcribed sequences.

Forward Primer - Must be at least 15 bases in length.

Reverse Primer - On the opposite strand from the forward primer. Minimum length of 15 bases.

Max Product Size - Maximum size of amplified region.

Min Perfect Match - Number of bases that match exactly on 3' end of primers. Minimum match size is 15.
Min Good Match - Number of bases on 3' end of primers where at least 2 out of 3 bases match.

Flip Reverse Primer - Invert the sequence order of the reverse primer and complement it.

Output

When successful, the search returns a sequence output file in fasta format containing all sequence in the database that lie between and include the primer pair. The fasta header describes the region in the database and the
primers. The fasta body is capitalized in areas where the primer sequence matches the database sequence and in lower-case elsewhere. Here is an example from human:

>chr22:31000551+31001000 TAACAGATTGATGATGCATGAAATGGSG CCCATGAGTGGCTCCTARAGCAGCTGC

TtACAGATTGATGATGCATGARATGGGgggtggecaggggtggggggtga , > \\
gactgcagagaaaggcagggctggttecataacaagetttgtgegteccaa e n O m e rO VV S e r a e VV a y e V2RSS
tatgacagctgaagtttteccaggggetgatggtgageccagtgagggtaag

tacacagaacatcctagagaaaccctecattccttaaagattaaaaataaa

gacttgctgtctgtaagggattggattatcctatttgagaaattctgtta Z Q{Em Z » g i a
tccagaatggcttacccracaatgectgaaaagtgtgtaccgtaatcecteaa (o]

agcaagctcctecotcagacagagaaacaccagecgtcacaggaagcaaag K A\Y S NS - S
aaattggcttcacttttaaggtgaatccagaacccagatgtcagagetee — — — N Z - = Zt N — f
aagcactttgctotecageotecacGCAGCTGCTTTAGGAGCCACTCATGAG 7L\_ 7L\_ [_/ N ; Q /\ 75\ % 5 %) 0) C\_ BE L) EIJ;J /\\ 7L\_ L \ #@ %E
The + between the coordinates in the fasta header indicates this is on the positive strand. = — > E
- \
ICE > TET —EZN=ZADWGELH Y X7,

Author

In-Silico PCR was written by Jim Kent. Interactive use on this web server is free to all. Sources and executables to run batch jobs on your own server are available free for academic, personal, and non-profit purposes. Non-
exclusive commercial licenses are also available. Contact Jim for details.
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CCTCACCGAGCGCGGCTACAGCTTCACCAC TTGCTCGAAGTCCAGGGCGACGTAGCACAG
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UCSC In-Silico PCR

>chrl7:75478341-76478440 100bp CCTCACCGAGCGCGGCTACAGCTTCACCAC TTGCTCGAAGTCCAGGGCGACGTAGCACAG

Z DPri irCl4 icon*
CCTCACLGAGCGaGGCTACAGCTTCACCACCacggoccgagegggaaatecg = OD P r I m e r P a I rT 3 /) @ A m p | I C O n T
tgcgegacatcaaggagaagCTGTGCTACGTCGCCCTGGACTTCGAGCAY g l./ i = 3 rTl-:l: E/] (\:_ Cj: — = ~
>chr6:88986054-88986152 9%bp CCTCACCGAGCGCGGCTACAGCTTCACCAC TTGCTCGAAGTCCAGGGCGACGTAGCACAG T 7 O) T N d- E N (== Z— 7;}‘ L N o
CCTCACCCAGCACaGCTACAGCTTCACCACCcacgetgagoaggaaateat V= . . =9 1 50 .y
gtgtgacatcaaggagaagCTGTGCTACGTCGCCCTGGAATTCGAGCAG /A O) P rl m e r P a I rO) 'ﬂ%%ﬁ % T* [/ N | n - SI | I C O = 1
>chr7:5568039-5568138 100bp CCTCACCGAGCGCGGCTACAGCTTCACCAC TTGCTCGAASTCCAGGGCGACGTAGCACAG _ =
CCTCACCGAGCGCGGCTACAGCTTCACCACCacggoccgagegggaaatog C\_ 7:'_; % :E) 0) 7& ?ﬁ%j—o
tgcgtgacattaaggagaagCTGTGCTACGTCGCCCTGGACTTCGAGCAA

Primer Melting Temperatures

Forward: 81.1 C cctcaccgagcgoggctacagcttcaccac
Reverse: 78.8 C ttgctcgaagtccagggcgacgtagcacadg

The temperature calculations are done assuming 50 mM salt and 50 nM annealing oligo concentration. The code to calculate the melting temp comes from Primer3.




>ACTB_F1

>ACTB_R1
CCTCACCGAGCGCGGCTACAGCTTCACCAC

AGCCGTGGCCATCTCTTGCTCGAAGTCCAG
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>chr7:5568024-5568138 115bp CCTCACCGAGCGCGGCTACAGCTTCACCAC AGCCGTGGCCATCTCTTGCTCGARGTCCAG
CCTCACCGAGCGCGGCTACAGCTTCACCACCcacggecgagegggaaateg

tgcgtgacattaaggagaagctgtgctacgtoegecCTGGACTTCGAGCAR
GAGATGGCCACGGCT

In-silico=1

Primer Melting Temperatures

Forward: B8l1.1 C cctcaccgagcgcggetacagottcaccac

Reverse: 78.9% C agccocgtggceccatctcottgoctcgaagtcocag

The temperature calculations are done assuming 50 mM salt and 50 nM annealing oligo concentration. The code to calculate the melting temp comes from Primer3.
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[ In-SilicofEER] znrczznitcenome F— 4 ~—2icH 23 b 071 [Amplicon Size]
NGR1 NGR2 NGR3 NGR1 NGR2 NGR3 R1 R2 R3 R4 R5 R6 R7
F1 3 3 3 F1 120 125 130 135
F2 2 2 3 F2 120 125 130 135 140 170 208
F3 120 125 130 135 140 145 175 213
F4 120 125 130 135 140 145 150 180 218
F5 120 125 130 135 140 145 150 155 223
F6 140 145 150 155 160
F7 145 150 155 160 165
F14 195 200 205 210 215 245 283
F15 226 231 236 241 246 314
F16 272 277 282 287 292 297 302 307 337




