pPRSF-1h Vector TB393 Rev A. 0404

Cat. No. PpRSF-1b carries a T7 promoter and lac operator to control transcription, a replication origin derived
PRSF-1b DNA 713633 from RSF1030, and kanamycin antibiotic resistance (Kn®). It also encodes an N-terminal HiseTag® se-
PRSF-1b sequence landmarks quence followed by an enterokinase (Ek) cleavage site and an optional C-terminal SeTag™ sequence.
T7 promoter 3653-3669 Unique sites are shown on the circle map. pRSF-1b is compatible with pET vectors (ColE1 origin),
T7 transcription start L pCDF vectors (CloDF13 replication origin), and pACYC derived plasmids (P15A replication origin) car-
HiseTag® coding sequence 77-94 . . e . . .
Multiple cloning sites rying compatible antibiotic resistance markers. Sequencing can be performed using the T7 Promoter
(Nco I-Avr IT) 69-278 Primer (Cat. No. 69348-3) and AS SeTag 18mer Primer (Cat. No. 71262-3) or T7 Terminator Primer (Cat.
SeTag™ coding sequence 206-250 No. 69337-3).
7 temmator, 302-349 Note: the BspE I site is modified by dam methylation, so the plasmid must be grown in dam~hosts to
kan (Kn%) coding sequence  582-1394 this site for cloni
RSF origin 15022251 use this stie for cloning.
lacl coding sequence 2450-3529 Pfo | T7 promoter Nco I (69)
’ Acl | (35?4) (3509 lac operator ﬁis;l_lx_al (94)
BstAP | (3498) Pmi | (994)
EcoO109 | (318) Acc65 | (98)
Bsu36 | (357) Kpn | (102)
BstB I (107)
Mlu | (3126) Drd | (477) Bae | (115)
Bcl | (3160) Bsa | (485) Ek site
Fal | (511) gzhé |I ggg;
Xmn | (573) BamH | (153)
Apa | (2992) Mfe | (139)
Apa | (2971) EcoICR | (148)
PspOM | (2967) Sac I (150)
BsrG | (153)
Tat | (153)
IB\spI\III 1 (160)
sc | (161)
Pt S
(3669 bp) Bpul0 | (942) [ Sal | (173)
Hind 1l (179)
Hpa | (2672) Eag | (186)
Xma | (1086) Qﬁ;'l(('&?)
Bbe | (2539) Sma | (1088) SeTag
Sfo | (2537) Pac | (269)
Nar | (2536) Avr |l (273)
Kas | (2535)
Nhe | (1406)
Eco57 | (2314) Nrul (1305)
Alo | (2260)
Xba | (2254)
: Sph | (1494
BSF ori (1502-225V ATC 1 (1598)
Pcil (1505)  Sap I (1507)
T7 Promoter Primer
#69348-3
Pfo | EcoN | T7 promoter lac operator

GGTTTTGCGCCATTCGATGGTGTCCGGGATCTCGACGCTCTCCCTTATGCGACTCCTGCATTAGGAAATTAATACGACTCACTATAGGGGAATTGTGAG

Kpn |
Bae |
lac operator rbs Neco | HiseTag Pmll Acce51 BstB I

CGGATAACAATTCCCCTGTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGCACATCACCACCACCATCACGTGGGTACCGGTTCGAAT
MetAlaHisHisHisHisHisHisValGlyThrGlySerAsn

BspM |
*(BspE I) EcolCRI Tat! _Pstl _Eagl
PshAl ~ BamH| Mfel Sacl BsrGI _Ascl spfi _Sall Hindlll  Notl Xho | SeTag

GATGACGACGACAAGAGTCCGGATCCCAATTGGGAGCTCGTGTACACGGCGCGCCTGCAGGTCGACAAGCTTGCGGCCGCACTCGAGTCTGGTAAAGAA
AspAspAspAsplLysSerProAspProAsnTrpGluLeuValTyrThrAlaArglLeuGlnValAspLysLeuAlaAlaAlaleuGluSerGlyLysGlu
enterokinase

SeTag Pac | Avr Il T7 terminator

ACCGCTGCTGCGAAATTTGAACGCCAGCACATGGACTCGTCTACTAGCGCAGCTTAATTAACCTAGGCTGCTGCCACCGCTGAGCAATAACTAGCATAA
ThrAlaAlaAlalLysPheGluArgGlnHisMetAspSerSerThrSerAlaAlaEnd m
#69337-3

-— "
AS SeTag 18mer Primer
#71262-3

*(BspE | is blocked by overlapping dam methylation)

pRSF-1b cloning/expression region
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PRSF-1h Restriction Sites TB393 Rev A. 0404

Enzyme # Sites Locations Enzyme # Sites Locations
Accg5l 1 98 Ecl136ll 1 148
Accl 2 174 251 Eco571 1 2314
Acll 1 3514 Eco57MI 3 2314 2853 3342
Afel 1 1498 EcolCRI 1 148
Afllll 2 1622 3174 EcoNI 2 1049 3642
Agel 2 101 406 Eco01091 1 318
Alol 1 2260 Fall 1 5M
Apal 1 2971 Haell 5 1500 1859 2539 2782 3563
Apall 2 1925 3194 Hincll 3 175 2232 2672
Ascl 1 161 Hindlll 1 179
Asel 5 572 761 2432 2491 3652 Hpal 1 2672
Aval 2 194 1086 Kasl 1 2535
Avrll 1 273 Kpnl 1 102
Bael 1 115 Mfel 1 139
BamHI 1 133 Miul 1 3174
Banl 4 98 2405 2535 3254 Msll 3 2808 2838 3126
Banll 3 150 1311 2971 Narl 1 2536
Bbel 1 2539 Neol 1 69
Bbsl 2 2689 3028 Notl 1 186
BeeAl 4 174 641 2690 3317 Nrul 1 1305
Begl 2 198 2854 Nsil 2 850 1116
BeivI 4 568 1444 1814 2722 Nspl 2 1494 1626
Bell 1 3160 NspV 1 107
BirBI 2 848 1114 Pacl 1 269
Bipl 2 291 2149 Peil 1 1622
Bme15801 3 1929 2971 3198 PAMI 4 9 241 702 3599
Bmrl 3 2376 3016 3253 Pfol 1 3606
Bpml 2 2853 3342 PinAl 2 101 406
Bputol 1 942 Pmil 1 9%
Bpukl 5 355 1702 2000 2180 2366 PshAl 1 126
BsaAl 1 94 PspOMI- 1 2967
BsaH! 2 2536 3219 Pstl 1 1
Bsal 1 485 Puull 2 2485 2578
BsaWwl 10 101 130 391 406 823 Sacl 1 150
1644 1817 1964 2352 2855 Sall 1 173
BsaXI| 3 137 495 2506 Sapl 1 1506
BseYI 3 1915 2640 2775 Shfl 1 17
Bsgl 2 3129 3329 Sfel 3 29 167 3665
BsiEl 6 189 476 964 1538 1951 Stol 1 2537
2395 Smal 1 1088
BsiHKAI 3 150 1929 3198 Smil 6 194 334 717 1979 2159
BsmAl 7 485 942 1444 2559 2946 2381
3072 3417 Sphl 1 1494
BsmBI 2 942 2559 Sse83871 1 17
Bsml 2 1003 1080 Sspl 2 1037 1411
Bsp12861 5 150 1311 1929 2971 3198 Styl 4 69 273 313 2127
BspCNI 6 283 370 934 1899 2162 Taqll 4 710 1524 2208 2381
2595 Tatl 1 153
BspEl 1 130 TspGWI 3 1143 1155 2236
BspHI 2 565 1442 Tthittl 2 477 2049
BspLUT1I 1 1622 Xbal 1 2254
BspMI 1 160 Xeml 3 2789 2807 3323
BsrBI 4 13 563 1448 1555 Xhol 1 194
BsrDI 2 2767 3133 Xmal 1 1086
BsrFl 4 101 406 1004 3488 Xmnl 1 573
BsrGl 1 153
BssHII 2 161 2763 Enzymes that do not cut pRSF-1b:
BssSl 2 149 1784 Aarl Aatll Aflll Ahdl Alel
BstAPI 1 3498 AlwNI AsiSl BbvCl Bgll Bglll
BstBI 1 107 BmgBI Bmtl Bpll BsaBl BseR|
BstEll 1 2992 Bsiwl BsmFI Bst11071  BstZ17] Bl
BstXI 3 3128 3251 3380 Dral Dralll EcoRl EcoRV Fsel
BstY! 4 133 709 2398 3610 FspAl Fspl Mscl Nael Ndel
Bsu3gl 1 357 NgoMIV  Nhel Pmel Ppil PpuMI
Bigl 1 69 Psil Psrl Pvul Rsrll Sacll
Btsl 5 383 1016 1103 2447 2815 SanDI Scal SexAl Sfil SgrAl
Clal 1 1269 SnaBl Spel Sril Stul Swal
Drdl 1 477 Zral
Eael 2 186 2500
Eagl 1 186
Earl 5 1146 1402 1506 2282 3557
Ecil 3 1673 1819 3389
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