pRSFDuet-1 Vector TB391 0903

Cat. No. pRSFDuet™-1 is designed for the coexpression of two target ORFs. The vector contains two multi-
PRSFDuet-1 DNA 71341-3 ple cloning sites (MCS), each of which is preceded by a T7lac promoter and ribosome binding site (rbs).
pRSFDuet-1 sequence landmarks The vector also carries the RSF1030-derived RSF replicon, lacI gene and kanamycin resistance gene
T7 promoter-1 3582-3598 (Kn®). This vector can be used in combination with pACYCDuet™-1 (Cat. No. 71147-3), pCDFDuet™:-1
:117 trr?‘nsgnpi(:;on start-1 ;3 100 (Cat. Np. 71340-3), and pETDuet™-1 (Cat. No. 71146-3) in an appropriate host strain for the coexpres-
MEltipali Cfgn;lgg :;g:_elnce - sion of 4 to 8 target proteins. ORFs inserted into MCS1 can be sequenced using the ACYCDuetUP1
(Neo I-Af1TD) 69-168 Primer (Cat. No. 71178-3) and DuetDOWNI1 Primer (Cat. No. 71179-3). ORFs inserted into MCS2 can be
T7 promoter-2 214-230 sequenced using the DuetUP2 Primer (Cat. No. 71180-3) and T7 Terminator Primer (Cat. No. 69337-3).
T7 transcription start-2 231 Unique sites are shown on the circle map.
Multiple cloning sites-2
(Nde I-Avr IT) 297-438
™ i Pfo | (3766)
SeTag .codmg sequence 366:410 Acl | (3674) MCS1
T7 terminator 462-509 BstAP | (3658) Btg | (69)
kan (Kn®) coding sequence  742-1554 Nco 1 (69)
RSF origin 1662-2411 T7 promoter-1 s
lacl coding sequence 2610-3689 Mlu | (3334) lac operator - EcoR | (112)
g Tgemeee 2 spoueien | IS,
ac
Age | (566) BspM | (129)
BstE Il (3152) Drd | (637) Asc | (125)
Apa | (3131) <—Bsa | (645) Pst | (135)
PspOM | (3127) Fal | (671) Sbf | (135)
Xmn | (733) Sal | (137)
Hind 1l (143)
Not | (150)
Afl 1 (163)
RSFDuet-1
3829 b
Hpa | (2832) ( P) Vrlxl(c:iglz(zgs)
I\Bngfgl ||| (305)
Bbe | e | (311)
Sfol (o7 Bpul0 | (r102) EcoR V (519
Nar | (2696) Fsagl ((ggg))
Kas | (2695) AsiS | (337)
Xma | (1246)
Zra | (344)
Smal(i248) | aGt I (3a6)
Eco57 | (2474) Qgﬁef(; é:;ts)
Alo I (2420) Cla | (1429) Xho I (354)
Xba | (2414) Nru | (1465) Bae | (365)
S-Tag
Sph | (11654) Pac I (429)
Afe | (1658) Avr 11 (438)
Sap | (1666) T7 terminator

BssS | (1944) Pci | (1782)

ACYCDuetUP1
Pfo | Primer #71178-3 T7 promoter-1

GCCATACCGCGAAAGGTTTTGCGCCATTCGATGGTGTCCGGGATCTCGACGCTCTCCCTTATGCGACTCCTGCATTAGGAAATTAATACGACTCACTATA

T7 transcription start-1

lac operator rbs Nco | His-Tag
GGGGAATTGTGAGCGGATAACAATTCCCCTGTAGAAATAATTTTGTTTAACTTTAATAAGGAGATATACCATGGGCAGCAGCCATCACCATCATCACCAC
MetGlySerSerHisHisHisHisHisHis

BspM |
EcolCR | __Sbft Tat | DuetUP2 Primer
BamH | EcoR|_Sacl _Ascl _Pstl sall HindIll _ Notl Afl Il BsrtGl  #71180-3
AGCCAGGATCCGAATTCGAGCTCGGCGCGCCTGCAGGTCGACAAGCTTGCGGCCGCATAATGCTTAAGTCGAACAGAAAGTAATCGTATIGTACACGGCC
SerGLlnAspProAsnSerSerSerAlaArgLeuGlnValAspLysLeuAlaAlaAlaEnd DuetDOWN1 Primer
#71179-3

DuetUP1 Primer T7 transcription start-2

#71180-3 T7 promoter-2 |_> lac operator rbs Nde |

GCATAATCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCATCTTAGTATATTAGTTAAGTATAAGAAGGAGATATACAT
uetDOWN1 Primer
#71179-3 _ Bael
_Nael _Pwul  Zral Kpnl
Nde!l _Bglll _Mfel EcoRV_ Fsel AsiS | Aat Il Acc65 | _Xho | S-Tag
ATGGCAGATCTCAATTGGATATCGGCCGGCCACGCGATCGCTGACGTCGGTACCCTCGAGTCTGGTAAAGAAACCGCTGCTGCGAAATTTGAACGCCAG
MetAlaAspLeuAsnTrpIleSerAlaGlyHisAlaIleAlaAspValGlyThrLeuGluSerGlyLysGluThrAlaAlaAlaLysPheGLuArgGln

S-Tag Pacl __Avrll Eco0109 |
CACATGGACTCGTCTACTAGCGCAGCTTAATTAACCTAGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTG
HisMetAspSerSerThrSerAlaAlaEnd 7 Terminator Primer

#69337-

pRSFDuet-1 cloning/expression regions
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pRSFDuet-1 Restriction Sites TBI9L 0903
Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 346 Earl 5 1306 1562 1666 2442 3717 Enzymes that do not cut pRSFDuet-1:
Accésl 1 348 Ecil 3 1833 1979 3549 Aarl Ahdl Alel AlwNI BbvCl
Accl 2 138 411 Eci136ll 1 120 Bgll BmgBlI Bmtl Bpll BsaAl
Acll 1 3674 Eco571 1 2474 BsaBl BseRl Bsiwl BsmFl BspEl
Afel 1 1658 Eco57MI 3 2474 3013 3502 Bst1107I  BstBI Bstz171  Btrl Dral
Aflll 1 163 EcolCRI 1 120 Dralll FspAl Fspl Mscl Nhel
Afllll 2 1782 3334 EcoNI 2 1209 3802 NspV Pmel Pmll Ppil PpuMl
Agel 1 566 Eco01091 1 478 PshAl Psil Psrl Rsrll Sacll
Alol 1 2420 EcoRl 1 112 SanDI Scal SexAl Sl SgrAl
Apal 1 3131 EcoRV 1 319 SnaBl Spel Srfl Stul Swal
Apall 2 2085 3354 Fall 1 671
Ascl 1 125 Fsel 1 328
Asel 6 213 732 921 2592 2651 Haell 5 1660 2019 2699 2942 3723
3812 Hincll 3 139 2392 2832
AsiSl 1 337 Hindlll 1 143
Aval 2 354 1246 Hpal 1 2832
Avrll 1 433 Kasl 1 2695
Bael 1 365 Kpnl 1 352
BamHI 1 106 Mifel 1 311
Banl 4 348 2565 2695 3414 Miul 1 3334
Banll 3 122 1471 3131 Msll 3 2968 2998 3286
Bbel 1 2699 Nael 1 326
Bbsl 2 2849 3188 Narl 1 2696
BeeAl 4 211 801 2850 3477 Neol 1 69
Begl 2 162 3014 Ndel 1 298
Bcivl 4 728 1604 1974 2882 NgoMIV 1 324
Bell 1 3320 Notl 1 150
BirBI 2 1008 1274 Nrul 1 1465
Bglll 1 305 Nsil 2 1010 1276
Bipl 2 451 2309 Nspl 2 1654 1786
Bme15801 3 2089 3131 3358 Pacl 1 429
Bmrl 3 2536 3176 3413 Peil 1 1782
Bpml 2 3013 3502 PHMI 3 401 862 3759
Bputol 1 1102 Pfol 1 3766
BpuEl 5 515 1862 2160 2340 2526 PinAl 1 566
BsaH| 3 343 2696 3379 PspOMI 1 3127
Bsal 1 645 Pstl 1 135
BsaWl 8 551 566 983 1804 1977 Puul 1 337
2124 2512 3015 Puull 2 2645 2738
BsaXI| 2 655 2666 Sacl 1 122
BseYI 3 2075 2800 2935 Sall 1 137
Bsgl 2 3289 3489 Sapl 1 1666
BsiEl 9 153 199 325 337 636 Sbl 1 135
1124 1698 2111 2555 Sfel 4 29 131 226 3825
BsiHKAI 3 122 2089 3358 Sfol 1 2697
BsmAl 7 645 1102 1604 2719 3106 Smal 1 1248
3232 3637 Smll 7 163 354 494 1877 2139
BsmBlI 2 1102 2719 2319 2541
Bsml 2 1163 1240 Sphl 1 1654
Bsp1286 5 122 1471 2089 3131 3358 Sse83871 1 135
BspCNI 6 443 530 1094 2059 2322 Sspl 2 1197 1571
2755 Styl 4 69 433 473 2287
BspHI 2 725 1602 Tagll 4 870 1684 2368 2541
BspLUT1I 1 1782 Tatl 1 190
BspMI 1 124 TspGWI 3 1303 1315 2396
BsrBI 5 13 243 723 1608 1715 Tthi11l 2 637 2209
BsrDI 2 2927 3293 Xbal 1 2414
BsrFl 4 324 566 1164 3648 Xeml 3 2949 2967 3483
BsrGl 1 190 Xhol 1 354
BssHIl 2 125 2923 Xmal 1 1246
BssSl 1 1944 Xmnl 1 733
BstAPI 1 3658 Zral 1 344
BstEll 1 3152
BstXI 3 3288 3411 3540
BstYl 5 106 305 869 2558 3770
Bsu3bl 1 517
Btgl 1 69
Btsl 5 543 1176 1263 2607 2975
Clal 1 1429
Drdl 1 637
Eael 5 150 196 322 326 2660
Eagl 3 150 196 322
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