LIC Duet Minimal Adaptor TB389 0903

Cat. No. The LIC Duet™ Adaptors are designed to facilitate the efficient, simultaneous cloning of two protein
LIC Duet Minimal Adaptor 713623 coding sequences (ORFSs) into an E. coli EK/LIC vector without the need for restriction digestion or lig-
LIC Duet Minimal Adaptor sequence landmarks ation. The adaptor possesses asymmetric, GC-rich 12-base overhangs on each end. One end anneals to
T7 promoter 34-50 the region encoding the C-terminus of ORF-1 and the other end anneals to the region encoding the N-
lac operator 55-75 terminus of ORF-2. The inserts are created using specifically designed primers for amplification, fol-
T7 transcription start 51 lowed by a post-PCR processing step to create 12-base overhangs compatible with the adaptor (dia-
ATG start codon 121-123 gram below, see also TB384 LIC Duet Adaptor Kits).

The LIC Duet Minimal Adaptor carries a T7lac promoter, ribosome binding sequence (rbs), and ATG
(Met) start codon (translation initiation site of ORF-2). Annealed ORF-1/adaptor/ORF-2 complexes are
annealed to a Novagen Ek/LIC vector designed for expression in E. coli to generate a dual ORF recom-
binant (see TB163 Ek/LIC Vector Kits). Unique sites are shown on the linear map below.

Generation of ORF 1 and ORF 2 PCR products

S-Ek/LIC ORF 1 primer
_— > S-LIC Duet ORF 2 primer

Met

Asp Asp Asp Lys Ile End Ala Gly Pro Ala Leu End
GAC GAC GAC AAG ATTAA GAACGGCCGCCCGLG GCG GGC CC6 GCC TTG _TAA GACCGGGCTTCTCCTC
CTG CTG CTG TTC TA ATT CTTGCCGG6CGGGCGC CGC CCG GGC CGG AAC ATT CTGGCCCGAAGAGGAG
< - t———
“AS-LIC Duet ORF 1 primer AS-EK/LIC ORF 2 primer
S: sense strand
AS: antisense strand + T4 DNA polymerase
+ dATP
Met Ala Gly Pro Ala Leu End
Asp Asp Asp Lys Ile End 6C6 66C CCG GCC TTG _TM GA
GAC GAC GAC AAG AT TAA GAA AAC ATT CTGGCCCGAAGAGGAG
A ATT CTTGCCGGCGGGCGC

annealing of
processed fragments

CCGGGCTTCTCCTCAAATC
TTTAG

Ala Gly Pro Ala Leu End
Gln GCG GGC CCG GCC TTG _TAA GA

enterokinase |yt LIC Duet Adaptor Iye AAC ATT CTGGCCCGAAGAGGAG

Asp Asp Asp Lys Ile End CGGCCGCCCRCGTTE| T7 promoter X lac operator \TG| fusion tag| A4
Asp GAC GAC GAC AAG ATTAA GAA AAC| P EA | 9|77 cec cos see cos
GAT A ATT CTTGCCGGCGGGCGC
CTA CTG CTG CTG TTC T

Ek/LIC Vector
Sfel BsrB |
BsaB | Asel T7 promoter lac operator Xba | rbs MetGlnAlaGlyProAla

CGGCCGCCCGCGTTGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGCAA
AACTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTCTATATGGTACGTTCGCCCGGGCCGG

LICDuet Gene1DOWN
Primer

LIC Duet Minimal Adaptor
(total length 138 b, 114 bp plus 12 b ssDNA ends)
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LIC Duet Minimal Adaptor Restriction Sites

TB389 0903

Enzyme # Sites Locations

Apal 1 133

Asel 1 33

Banll 1 133

Bme15801 1 133

BsaBl 1 19

BsiEl 1 4

Bsp12861 1 133

BsrBI 1 63

Eael 1 1

Eagl 1 1

PspOMI- 1 129

Stel 1 46

Xbal 1 80

Enzymes that do not cut LIC Duet Minimal Adaptor:
Aarl Aatll Acc6dl  Accl Acll
Afel Aflll AflIl Agel Ahdl
Alel Alol AlwNI Apall Ascl
AsiSI Aval Avrll Bael BamHI
Banl Bbel Bbsl BbvCl BeeAl
Begl Beivl Bell BfrBI Bgll
Bglll Blpl BmgBI Bmrl Bmtl
Bpll Bpml Bpu10l  Bpukl BsaAl
BsaHI Bsal BsaW! BsaXI BseRI
BseYl Bsgl BsiHKAI  BsiwI BsmAl
BsmBI BsmFl Bsml BspCNI BspEl
BspHI BspLU11l BspMI BsrDI BsrFl
BsrGl BssHII BssSI Bst11071  BstAPI
BstBI BstEll BstX BstYl BstZ171
Bsu36l Btgl Btrl Bts! Clal
Dral Dralll Drdl Earl Ecil
Ecl136ll  Eco57 Eco57MI EcolCRI EcoNI
Eco01091 EcoRl EcoRV Fall Fsel
FspAl Fspl Haell Hincll Hindlll
Hpal Kasl Kpnl Mfel Miul
Mscl Msll Nael Narl Neol
Ndel NgoMIV  Nhel Notl Nrul
Nsil Nspl NspV Pacl Peil
PMI Pfol PinAl Pmel Pmil
Ppil PpuMI PshAl Psil Psrl
Pstl Pvul Pvull Rsrll Sacl
Sacll Sall SanDI Sapl Sbfl
Scal SexAl Sfil Sfol SgrAl
Smal Smll SnaBl Spel Sphl
Srl Sse83871  Sspl Stul Styl
Swal Tagll Tatl TspGWI  Tth111l
Xeml Xhol Xmal Xmnl Zral
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