PCDF-1h Vector

Cat. No.
pCDF-1b DNA 71330-3
pCDF-1b sequence landmarks
T7 promoter 3605-3621
T7 transcription start 1

HiseTag® coding sequence 77-94
Multiple cloning sites

TB392 0903

pCDF-1b carries a T7 promoter and lac operator to control transcription, a replication origin derived
from CloDF13, and streptomycin/spectinomycin antibiotic resistance (Sm¥). It also encodes an N-termi-
nal HiseTag® sequence followed by an enterokinase (EK) cleavage site and an optional C-terminal
SeTag™ sequence. Unique sites are shown on the circle map. pCDF-1b is compatible with pET vectors
(ColE1 origin), pRSF vectors (RSF1030 replication origin), and pACYC derived plasmids (P15A replica-
tion origin) carrying compatible antibiotic resistance markers. Sequencing can be performed using the

(Neco I-Avr 1) 69-278 T7 Promoter Primer (Cat. No. 69348-3) and AS SeTag 18mer Primer (Cat. No. 71262-3) or T7 Terminator
SeTag™ coding sequence 206-250 Primer (Cat. No. 69337-3).

T7te . _ator 302-349 Note: the BspE [ site is modified by dam methylation, so the plasmid must be grown in dam™hosts
CDF origin 1662-2411

aadA (SmR) coding sequence 523-1311

lacl coding sequence

to use this site for cloning.

2402-3481 EcoN | (3595)
Pfo | (3558)

Acl | (3466)

BstAP | (3450)

T7 promoter
lac operator

Eco0109 | (318)
Bsu36 | (357)

Drd | (466)
Miu | (3126)

Apa | (2923)
PspOM | (2919)

pCDF-1b
(3621 bp)

Sfo | (2489)
Nar | (2488)
Kas | (2487)

Nhe | (1406)
Bmt | (1410)
Pci | (1506)

Nsp | (1510)

SgrA | (1533)

Xba | (2206)

Tth111 | (466)

NgoM IV (659)

Ssp | (1328)
BspH | (1359)

Nco | (69)
HiseTag

Pml I (94)
Acc65 | (98)
Kpn | (102)
BstB I (107)
Ek site
PshA | (126)
BspE | (130)
BamH I (133)
Mfe 1 (139)
EcoICR | (148)
BssS | (149)
Sac | (150)
BsrG | (153)
Tat | (153)
Asc | (161)
Pst 1 (171)
Sbf | (171)
Sal | (173)
Hind I (179)
Eag | (186)
Not | (186)
Ava | (194)
Xho | (194)
SeTag

Pac | (269)
Avr Il (273)

T7 Promoter Primer
#69348-3

Pfo | EcoN | T7 promoter |a¢ operator
GGTTTTGCGCCATTCGATGGTGTCCGGGATCTCGACGCTCTCCCTTATGCGACTCCTGCATTAGGAAATTAATACGACTCACTATAGGGGAATTGTGAG

Kpn |
lac operator rbs Nco | HiseTag Pmll Acc651 BstBI

CGGATAACAATTCCCCTGTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGCACATCACCACCACCATCACGTGGGTACCGGTTCGAAT
MetAlaHisHisHisHisHisHisValGlyThrGlySerAsn

BssS |
“(BspE ) EcolCRI Tatl _Pstl Eag | Xho |
PshAl ~ BamH!| Mfel Sacl BsrGI _ ASCl “spri _Sall Hind il Notl Aval  SeTag

GATGACGACGACAAGAGTCCGGATCCCAATTGGGAGCTCGTGTACACGGCGCGCCTGCAGGTCGACAAGCTTGCGGCCGCACTCGAGTCTGGTAAAGAA
AspAspAspAspLysSerProAspProAsnTrpGluLeuValTyrThrAlaArgleuGlnValAspLysLeuAlaAlaAlaleuGluSerGlyLysGlu

enterokinase

SeTag Pac | Avr Il T7 terminator
ACCGCTGCTGCGAAATTTGAACGCCAGCACATGGACTCGTCTACTAGCGCAGCTTAATTAACCTAGGCTGCTGCCACCGCTGAGCAATAACTAGCATAA
ThrAlaAlaAlaLysPheGluArgGlnHisMetAspSerSerThrSerAlaAlaEnd T7 Terminator Primer

-
AS SeTag 18mer Primer #69337-3
#71262-3

*(BspE | is blocked by overlapping dcm methylation)

pCDF-1b cloning/expression region
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PCDF-1b Restriction Sites

TB392 0903

Enzyme # Sites Locations Enzyme # Sites Locations
Accésl 1 98 Eco571 2 1168 2266
Accl 2 174 251 Eco57MI 5 1062 1168 2266 2805 3294
Acll 1 3466 EcolCRI 1 148
AflIl 2 1506 3126 EcoNI 1 3594
Agel 2 101 406 Eco01091 1 318
Apal 1 2923 Haell 8 670 819 1249 1454 1774
Apall 2 1033 3146 2491 2734 3515
Ascl 1 161 Hincll 2 175 2624
Asel 3 2384 2443 3604 Hindlll 1 179
Aval 1 194 Hpal 1 2624
Avrll 1 273 Kasl 1 2487
Bael 2 15 1812 Kpnl 1 102
BamH| 1 133 Mfel 1 139
Banl 4 98 2357 2487 3206 Miul 1 3126
Banll 2 150 2923 Msll 4 1040 2760 2790 3078
Bbel 1 2491 Nael 1 661
Bbsl 2 2641 2980 Narl 1 2488
BeeAl 7 174 1192 1236 1597 1708 Neol 1 69
2642 3269 NgoMIV 1 659
Begl 2 198 2806 Nhel 1 1406
Beivl 3 1361 1727 2674 Notl 1 186
Bell 2 1110 3112 Nspl 1 1510
Bgll 1 683 NspV 1 107
Blpl 2 291 1000 Pacl 1 269
Bme15801 3 1037 2923 3150 Peil 1 1506
Bmrl 7 664 673 769 1958 2328 PiMI 3 94 241 3551
2968 3205 Pfol 1 3558
Bmtl 1 1410 PinAl 2 101 406
Bpml 3 1062 2805 3294 Pmil 1 94
BpuEl 4 355 1914 2155 2318 PshAl 1 126
BsaAl 2 94 555 PspOMI 1 2919
BsaHI 3 1256 2488 3171 Pstl 1 171
BsaW! 10 101 130 391 406 842 Puul 1 933
1594 1730 1878 2304 2807 Puull 2 2437 2530
BsaXI 2 137 2458 Sacl 1 150
BseYl 3 1829 2592 2727 Sall 1 173
Bsgl 2 3081 3281 Sbfl 1 171
BsiEl 5 189 465 933 1420 2347 Sl 4 29 167 1053 3617
BsiHKAI 4 150 1037 2049 3150 Sfol 1 2489
BsmAl 6 1361 1432 2511 2898 3024 SgrAl 1 1533
3429 Smil 5 194 334 1893 2170 2333
BsmBI 1 2511 Sse83871 1 171
BsmFl 2 752 1513 Sspl 1 1328
Bsp1286l 5 150 1037 2049 2923 3150 Styl 5 69 273 313 534 876
BspCNI 3 283 370 2547 Tagll 2 1406 2333
BspEl 1 130 Tatl 1 153
BspHI 1 1359 TspGWI 2 1032 1474
BspLU11I 1 1506 Tttt A 466
BspMI 2 160 961 Xbal 1 2206
BsrBI 3 13 1365 2204 Xeml 4 1483 2741 2759 3275
BsrDI 4 672 965 2719 3085 Xhol 1 194
BsrFl 6 101 406 659 712 1533
3440 Enzymes that do not cut pCDF-1b:
BsrGl 1 153 Aarl Aatll Afel Aflll Ahdl
BssHIl 3 161 584 2715 Alel Alol AlwNI AsiSI BbvCl
BssSI 1 149 BfrBI Bglll BmgBI Bpll Bpu10l
BStAPI 1 3450 BsaBl Bsal BseRlI Bsiwl Bsml
BstBI 1 107 Bst11071  Bstz171  Btrl Clal Dral
BstEll 2 1147 2944 EcoRl EcoRV Fall Fsel FspAl
BstXI 3 3080 3203 3332 Fspl Mscl Ndel Nrul Nsil
BstYl 8 133 481 827 1667 2166 Pmel Ppil PpuMI Psil Psrl
2177 2350 3562 Rsrll Sacll SanDI Sapl Scal
Bsu36l 1 357 SexAl Sfil Smal SnaBl Spel
Btgl 4 69 1015 1485 2066 Sphl Srl Stul Swal Xmal
Btsl 4 383 1197 2399 2767 Xmnl Zral
Dralll 2 558 1178
Drdl 1 466
Eael 4 186 476 1221 2452
Eagl 1 186
Earl 3 1319 2234 3509
Ecil 4 850 1546 1733 3341
Ecl136ll 1 148
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