PCDF-2 Ek/LIC Vector

Cat. No.

pCDF-2 EK/LIC Cloning Kit ~ 71337-3
PCDF-2 Ek/LIC sequence landmarks

TB394 0903

The pCDF-2 EK/LIC vector is prepared for rapid, directional cloning of PCR-amplified DNA for high-
level expression of polypeptides. The vector carries a T7lac promoter to control transcription, a replica-
tion origin derived from CloDF13, and streptomycin/spectinomycin antibiotic resistance. Using specifi-

T7 promoter 3545-3561 cally designed primers for amplification and the pCDF-2 Ek/LIC Cloning Kit (71337-3), inserts can be
T7 transcription start 1 efficiently cloned without the need for restriction digestion or ligation. Fusion proteins contain an N-ter-
HiseTag® coding sequence  77-94 minal cleavable HiseTag® sequence. Fusion to an optional C-terminal SeTag™sequence can also be cre-
EK/LIC cloning site 101-129 . . . . . . . . . .
) ated for detection, purification and quantification of fusion proteins. pCDF-2 is compatible with pET
SeTag™ codingsequence  146-190 tors (ColE1 origin), with pRSF vectors (RSF1030 replication origin), and pACYC plasmids (P15A
7 terminator 949989 vec 'ors .( 0! : F)ngln), Wl p \fec ors ( SE .rep ication origin), an p. \ plasmids (
aadA (SmR) coding sequence 463-1251 replication origin) carrying compatible antibiotic resistance markers. Unique sites are shown on the
CDF origin 1391-2129 circle map. Sequencing can be performed using the T7 Promoter Primer (Cat. No. 69348-3)and AS SeTag
lacI coding sequence 2342-3421 18 mer Primer (Cat. No. 71262-3) or T7 Terminator Primer (Cat. No. 69337-3).
EcoN | (a534) Pmll(94) aya | (134)
Pfo | (3498) Xho | (134)
Acl | (3406) Acc | (191)
BstAP | (3390) Pac(l (209)
Avr 1l (213)
Eco0O109 | (318)
Bsu36 | (357)
T7 promoter Drd | (466)
lac operator Tth111 | (466)
Mlu | (3066)
NgoM 1V (599)
Nae | (601)
Ban Il (2863) Bgl I (623)
Apa | (2863)
PspOM 1 (2859)
Bcg | (2746) %’
pCDF-2 EK/LIC 2
(3561 bp) 5 Pvu | (873)
c,,o BspM | (901)
Hpa | (2564) >
Hinc 1l (2564) N
BsmB | (2451)\
Bbe | (2431)
Sfo | (2429)
Nar | (2428)
Kas | (2427) Sso |
BsaX | (2398) B psla | ((11 ggg))
W Nnhe | (1346)
Xba | (2146) Pei IB;mKI;)(wso)
Nsp | (1450)
SgrA || (1473)
Bae | (1752)
T7 Promoter Primer
#69348-3
EcoN | T7 promoter lac operator tbs

Nco |

GACTCCTGCATTAGGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTGTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA
CTGAGGACGTAATCCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGACATCTTTATTAAAACAAATTGAAATTCTTCCTCT

Ek/LIC Cloning Site
Xho |

Pmll  enterokinase BseR | Ava | SeTag

MetAlaHisHisHisHisHisHisValAspAspAspAspLys
TATACCATGGCACATCACCACCACCATCACGTGGAT
ATATGGTACCGTGTAGTGGTGGTGGTAGTGCACCTACTGCTGCTGTTCT

SeTag

ProGlyPheSerSerAsnLeuGluSerGlyLysGlLuThr
CCGGGCTTCTCCTCAAATCTCGAGTCTGGTAAAGAAACCG
TTTAGAGCTCAGACCATTTCTTTGGC

Pac

AlaAlaAlaLysPheGluArgGlnHisMetAspSerSerThrSerAlaAla
CTGCTGCGAAATTTGAACGCCAGCACATGGACTCGTCTACTAGCGCAGCTTAATTAACCTAGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCT
GACGACGCTTTAAACTTGCGGTCGTGTACCTGAGCAGATGATCGCGTCGAATTAATTGGATCCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGA

e
AS SeTag 18mer Primer
#71262-3

Avr T7 terminator

T7 Terminator Primer
#69337-3

pCDF-2 Ek/LIC cloning/expression region
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PCDF-2 Ei/LIC Restriction Sites TB394 0903

Enzyme # Sites Locations Enzyme # Sites Locations
Accl 1 191 Msll 5 96 980 2700 2730 3018
Acll 1 3406 Nael 1 601
AflIl 2 1446 3066 Narl 1 2428
Agel 1 346 Neol 1 69
Apal 1 2863 NgoMIV 1 599
Apall 2 973 3086 Nhel 1 1346
Asel 3 2324 2383 3544 Nspl 1 1450
Aval 1 134 Pacl 1 209
Avrll 1 213 Peil 1 1446
Bael 1 1752 PiMI 3 94 181 3491
Banl 3 2297 2427 3146 Pfol 1 3498
Banll 1 2863 Pmll 1 94
Bbel 1 2431 PshAl 1 111
Bbsl 2 2581 2920 PspOMI 1 2859
BeeAl 6 132 1176 1537 1648 2582 Puul 1 873
3209 Puull 2 2377 2470
Begl 1 2746 Sfel 3 29 993 3557
Beivl 3 1301 1667 2614 Sfol 1 2429
Bell 2 1050 3052 SgrAl 1 1473
Bgll 1 623 Smll 5 134 274 1833 2110 2273
Blpl 2 231 940 Sspl 1 1268
Bme15801 3 977 2863 3090 Styl 5 69 213 253 474 816
Bmrl 7 604 613 709 1898 2268 Tagll 2 1346 2273
2908 3145 TspGWI - 2 972 1414
Bmtl 1 1350 Tt A 406
Bpml 3 1002 2745 3234 Xbal 1 2146
BpuEl 4 295 1854 2095 2258 Xeml 4 1423 2681 2699 3215
BsaAl 2 94 495 Xhol 1 134
BsaHI 3 1196 2428 3111
BsaWl 8 331 346 782 1534 1670 Enzymes that do not cut pCDF-2 Ek/LIC:
1818 2244 2747 Aarl Aatll AccB5l  Afel Aflll
BsaXI 1 2398 Ahdl Alel Alol AlwNI Ascl
BseRl 1 115 AsiSI BamHI BbvCl BfrBI Bglll
BseYl 3 1769 2532 2667 BmgBI Bpll Bpu10l  BsaBl Bsal
Bsgl 2 3021 3221 BsiWl Bsml BspEl BsrGl BssSI
BsiEl 4 405 873 1360 2287 BstBI Bstz171  Clal Dral Eagl
BsiHKAI 3 977 1989 3090 EcolCRI  EcoRlI EcoRV Fall Fsel
BsmAl 6 1301 1372 2451 2838 2964 FspAl Fspl Hindlll Kpnl Mfel
3369 Mscl Ndel Notl Nrul Nsil
BsmBI 1 2451 Pmel Ppil PpuMi Psil Psrl
BsmFl 2 692 1453 Pstl Rsrll Sacl Sacll Sall
Bsp1286l 4 977 1989 2863 3090 SanDI Sapl Sbl Scal SexAl
BspCNI 3 223 310 2487 Sl Smal SnaBl Spel Sphl
BspHI 1 1299 Srfl Stul Swal Tatl Xmal
BspMI 1 901 Xmnl Zral
BsrBI 3 13 1305 2144
BsrDI 4 612 905 2659 3025
BsrFl 5 346 599 652 1473 3380
BssHII 2 524 2655
BstAPI 1 3390
BstEll 2 1087 2884
BstXI 3 3020 3143 3272
BstYl 7 421 767 1607 2106 2117
2290 3502
Bsu3el 1 297
Btgl 4 69 955 1425 2006
Btsl 4 323 1137 2339 2707
Dralll 2 498 1118
Drdl 1 406
Eael 3 416 1161 2392
Earl 3 1259 2174 3449
Ecil 4 790 1486 1673 3281
Eco571 2 1108 2206
Eco57MI 5 1002 1108 2206 2745 3234
EcoNI 1 3534
Eco01091 1 258
Haell 8 610 759 1189 1394 1714
2431 2674 3455
Hincll 1 2564
Hpal 1 2564
Kasl 1 2427
Miul 1 3066
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