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Gene-specific Forward PCR primer
-
Left Arm Right Ara
BamH| 5'overhang 5 overhang
ACGACTCACTATAGGGCGANTTCGAGCTCGOTACCCGGR-3" 5" GATOCGATATCTCTAGAGTCGACCTGCAGGCATGCAAGCTTGA 1
I TGCTGAGTGATATCCCGCTTAAGCTCGAGCCATGGGCCCETAG-5" 3*-JCTATAGAGATCTCAGCTGGACGTCCGTACGTTOGAACT

Blunt-end
5'-WICTCTAGAGTCGACCTGCAGGCATGCAAGCTTGAGTAT
FAGAGATCTCAGCTGGACGTCLGTACGTTCGAACTCATA

EcoRV Blunt-end

CTATAGGGCGAATTCGAGCTCGGTACCCGGGGATCOGAT-3"
I GATATOOCGCTTAAGCTCGAGCCATGGGCCCCTAGGCTA-5"

i Kon | 3 overhang

:# NTAATACGACTCACTATAGEGOGAATTCGAGCTCGGTACH3'

SATTATGCTCAGTGATATCCCGCTTAAGCTCRAGC-5"

Gene of Interest

-

3 overhang

5'-COGGGGATCOGATATCTCTAGAGTCGACCTGCAG
- CATGOROCCCTAGGC TATAGAGATCTCAGCTGGACGTCE 1
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gene-speci fic sequence (18-25nt) [ NERIEDERRIORISA0]
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TCTCGCTAGCCTGGTCGTAGAGGTCCCTTCATGTGGTTCCOAAGA————TAAAACTCTAAACAAGGAAACAGACCCCTCGCTTCTTCGTGA
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PGEM3ZEVL sequence landmarks
LacZa:249-540

M13F(-47) primer binding site: 360-383

T7 RNA polymerase promoter: 410429

T7 RNA polymerase transcription initiation site:426

Amp SP6 RNA polymerase promoter: 501-518
pGEM3ZEVL Lac Za SP6 RNA polymerase transcription initiation site:503
(2749bp) M13R(-48) primer binding site : 549-572

ColE ori : 906-1549(C)
Ampicillin resistance ORF: 1697-2557(C)
(C):complementary sequence

Nole:pGEM3ZEVL veclor is linearized by EcoR V digestion,
and the pGEM3Z sequence is available in the GenBank database (Accession Number X65304)

M13F(-47) primer binding site
GCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGAAT
Hine 11

va

T7 promoter primer  EcoR1 Sacl Kpal Smal BamH 1 d?:’ Xbal ’s‘:lcll Pstl Sph1  Hind Il
TGTAATACGACTCACTATAGGGCGAATTCGAGCTCGGTACCCGGGGATCCGATH#ATCICTAGAG TCGACCTGCAGGCATGCAAGCTTGAG
Left Arm Sequence Right Arm Sequence
TATTCTATAGTGTCACCTAAATAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAMATTGTTATCCGCTCACAATTCCACA
SP6 promoter primer M 13R{~48) primer binding site BM220220716
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