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pETCOCOTM-l Vector The pETcoco™ expression vectors are designeddw &in command” amplification of vector copy number
from single copy (1-2 plasmid copies per cell) tedinm copy (20— 50 per cell). The vector is maimgdiin the

Cat. No. 71129-3 gle copy P pies p py p

pETcoco-1 sequence landmarks single copy state by utilizing the oriS and repé&nents of the F episome together with the parABdtjma

T7 promoter 12458-12474€terminants. The medium copy state is obtaineehtyyloying the RK-2 derived trfA replicator actingoaiV.

lac promoter 5.25 The switch from single copy to medium copy statuadhieved by inducing the expression of the téAgwith

T7 transcription start 1 arabinose. The dual replicon nature of these vegimmotes enhanced stability of recombinant pldsrand

Multiple cloning sites extremely low basal expression levels in the sicgley state, while allowing robust target proteipression
(Sphl-Avrll) 74-309 typical of the pET vectors. Unique restriction sitee shown on the circle map (below). The sequisnce

HiseTad coding sequence ~ 75-92 numbered relative to the start of T7 transcripor1.

S+Tag™ coding sequence ~ 102-146 Apall{11733] /T7 ac |,

HSV-Ta_gj@ coding sequence 249-281 lacl {10988-12067)

T7 terminator 410-457 ’ Sph I (75)

araC coding sequence 831-1709 Peil(10209) , araC (831-1709) Nsi | (77)

trfA coding sequence 2080-3228 His-Tag

cmR codingg se%uence 3396-4055 ParC (9676-10149) SamELEeTs) Nhe I (97)

. Bmt | (101
oriVv 5097-5622 Esal (g537) '/ S-Tag(TM )
oris 5813-6029 ‘ K Site
repE coding sequence 6123-6875 Spel(94489) ) Sfil (2435) Srf1(182)
parA coding sequence 7457-8629  parB (8632-9600) trfA (2080-3228) AsiS | (189)
parB coding sequence 8632-9600 pETcoco-1 Zra(201)
parC coding sequence 9676-10149 BseRI (Bg=27) % Aarl (26800 /222((22%38))

i B 12474 bp
lacl coding sequence 10988-1206 SnaBl(B3s8) Sealf3425) Pml (216)
R BsiW | (220)
Notes parA (7457 -8629) Cm (3396-4055)(BstB | (229)
All corresponding maps and tables are THh111l (7008) :gﬂ I(lé?%?z)
generated using VectorNsoftware. \\Hf HSVeTag™
Restriction sites are numbered in accorda Hprl (7538 Bst2171(4464) Pac | (289)
. . . L Bsu36 (294
\;v(;tf? V;Qfeconventlons of the respective Aeabetnan oriV sa/i | (é 03))
' Avr Il (310)
Sbfl(6752) REE ) T7 terminator
Bsrizl{6507) Sacll (56z0)
repE (6123-6875) Sl (5001)
FspAl{B479) oris
Wector map not drawn to scale
FES Hiz-Tag Emtl
Sphl
T7 transcription start th\pd\\anLI\n\Mr ) _ _ _ ) M“\‘,'l‘i'w
> Mer His  His  His His His  His  Gly Ala Ser
GGGGAATTGT GAGCGGATAR CAATTCCCCT CTAGARATAL TTTTGTTTAR CTTTARGAAG GAGATATAMAG CATGCATCAC CATCACCATC ACGGTGCTAG
S-Tag enterokinaze
Mhel Azis] Aatll
Hmtl Srfl eam—_n—nhey v‘gr‘giv

SR
-S:\: Lys Glu  Thr  Ala Ala Ala Lys Phe Glo Arg Gin His  Met Asp Ser Pra Pro Pro Thre Gly  Asp Asp Asp Asp Lys Ser Pro Gy Asp Arg o e Hspm
CARAGRARACC GCTGCTGCGA AATTTGAACG CCAGCACATG GACTCGCCAC CGUCAACTGG TGATGACGAC GACAAGAGCC CGGGCGATCG CATCGATGAC
Bt Fmill Hindlll HEW-Tag BE=zulEl

P
Zral

R A A
Azcl ==} EstEl Mot Facl Sweal
R S R
Wal Gin Ala Arg His Val  Arg Thr Wal  Ser Lys Lew Ala Ala Ala Ser Gin Pro Glu Lew  Ala Pro Glu Asp Pro Glu Asp  Leu
GTCCAGGCGC GCCACGTGCGE TACGGTTTCG AAGCTTGCGG CCGCARGCCA GCCAGAACTC GCTCCGGAAG ATCCCGAGGL TCTTTAATTL ACCTCAGGAT
Swal Bl

RULLERT LT i
TTLAATAACC TAGGCCGCAC TCGAGCACCA CCACCACCAC CACTGAGATC CGGCTGCTAL CRAAAGCCCGAE AAGGLAGCTG ALGTTGGCTGC TGCCACCGCT

T7 terminator primer (Cat. No. 69337-3)

pETcoco™-1 cloning/expression region
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Enzyme # Locations Enzyme # Locations Enzyme # Locations
Aarl 1 2680 Bsgl 6 2870 4587 8049 8994 11668 Nael 8 622 2398 5492 5616 5623
Aatll 1 203 11868 6432 10348 12405
Acc65| 1 7934 BsiEl 19 Narl 4 11075 12257 12371 12392
Accl 5 3278 4463 4522 9621 10390 BsiHKAI 10 328 993 4983 7325 8817 Ncol 2 3537 9914
Acll 3 3753 8326 12053 10399 10407 10817 11737 12221 Ndel 2 2993 7732
Afel 2 7293 12312 Bsiw| 1 220 NgoMIV 8 620 2396 5490 5614 5621
Aflll 3 1037 9335 9575 BsmAl 12 6430 10346 12403
Afll 5 1871 7700 7874 10209 11713 BsmBl 5 2318 3614 4167 6669 11098 Nhel 1 97
Agel 4 1810 6554 7784 8677 BsmFI 26 Notl 1 239
Ahd| 2 2845 10213 Bsml 4 1833 2813 3444 3851 Nrul 4 924 1444 4264 10401
Alel 2 3119 9270 Bsp12861 20 Nsil 1 77
Alol 2 4791 8428 BspCNI 25 Nspl 5 75 1104 4451 10213 12246
AlWNI 8 2764 2938 4351 5068 7836 BspEl 5 264 477 1451 3842 8494 Pacl 1 289
7856 8878 10740 BspHI 5 4814 7508 8162 9358 12315 Pcil 1 10209
Apal 2 9699 11510 BspMI 6 2321 2680 3130 5193 6741 PflmMI 8 138 1656 2764 3613 4180
ApalLl 1 11733 10508 4953 8026 12138
Ascl 1 208 BsrBI 6 14 581 2547 3073 4280 Pfol 3 2901 9478 12145
Asel 7 4769 7726 8218 10489 10971 4902 Pmll 1 216
11030 12458 BsrDI 11 PpuMI 5 2404 2761 2935 4348 10585
AsiSI 1 189 BsrFl 19 PshAl 9 4499 9744 9787 9830 9873
Aval 7 180 274 321 890 5012 BsrGl 1 6507 9916 9959 10045 10131
6218 8844 BssHII 5 208 1406 8191 8735 11302 Psil 2 5184 5849
Avrll 1 310 BssSI 3 7884 9534 10097 PspOMI 2 9695 11506
Bael 3 1007 8222 10488 BstAPI 4 739 4565 10372 12037 Pstl 3 2691 6752 8293
BamHI 1 1975 BstBI 1 229 Pvul 2 189 8600
Banl 14 BstEll 3 1813 10331 11531 Pwull 5 3942 6702 8708 11024 11117
Banll 9 181 654 9699 10399 10407 BstXI 4 7812 11667 11790 11919 Sacl 3 10399 10407 10817
10817 11510 12323 12337 BstYI 15 Sacll 1 5629
Bbel 4 11078 12260 12374 12395 BstZ17I 1 4464 Sall 2 3277 10389
Bbsl 5 7777 7966 8843 11228 11567 Bsu36l 1 294 Sapl 3 1799 7330 8540
BceAl 30 Btgl 19 Shfl 1 6752
Begl 6 867 1234 2701 4464 10364 Btsl 4 1774 8286 10986 11354 Scal 1 3425
11393 Clal 2 194 12438 SexAl 2 3207 10327
BciVI 3 1683 5614 11261 Dral 7 303 915 3583 3922 5197 Sfcl 8 502 2687 2822 6280 6748
Bell 2 8525 11699 7360 10705 8289 10224 12471
BfrBI 1 75 Dralll 2 4565 10550 Sfil 1 2435
Bgll 3 2435 5898 10347 DrdI 5 1770 4341 5981 6876 8172 Sfol 4 11076 12258 12372 12393
Bglll 2 5873 7940 Eael 21 SgrAl 6 2396 2645 5614 7784 8941
Blpl 2 400 7206 Eagl 9 239 725 2289 5050 5095 12394
Bmel5801 7 2865 3375 5123 5399 9699 5492 5619 5623 5684 Smal 2 182 6220
11510 11737 Earl 8 1799 3153 6376 6416 7330 Smll 13
BmgBI 6 2617 2629 2847 5486 7764 8540 8950 12096 SnaBl 1 8358
10524 Ecil 10 1078 1206 2128 3080 4416 Spel 1 9449
Bmrl 6 9745 9874 10915 11555 11792 5255 5552 6142 6724 11928 Sphl 1 75
12189 Eco57MI 15 Srfl 1 182
Bmtl 1 101 EcoICRI 3 10397 10405 10815 Sse83871 1 6752
Bpll 2 8575 8857 EcoNI 2 6196 12181 Sspl 7 1372 3530 5189 6332 9166
Bpml 7 3722 7191 7604 8570 9501 EcoO109 8 427 2404 2761 2935 3229 9193 9685
11392 11881 4348 10585 12281 Stul 1 5901
BpulOl 3 4066 6654 7849 EcoRI 2 2051 3838 Styl 7 310 422 3537 4632 5813
BpuEl 8 464 1225 3059 5315 5361 EcoRV 4 1122 6855 7084 11267 6460 9914
5533 8304 10905 Fsel 1 5625 Swal 1 303
BsaAl 6 216 4149 7875 8358 8463 FspAl 1 6479 Taqll 15
9200 Fspl 2 6479 10305 Tatl 3 1155 3423 6507
BsaBl 6 977 2351 10481 10565 12434 Haell 14 TspGWI 13
12444 Hincll 9 2620 3279 5522 5557 6252 Tth1lll 1 7998
BsaHI 8 200 1929 2649 11075 11758 8933 10356 10391 11211 Xbal 2 31 5919
12257 12371 12392 Hindlll 1 232 Xeml 4 5424 11328 11346 11862
Bsal 1 9537 Hpal 2 10356 11211 Xhol 2 321 5012
BsaWI 15 Kasl 4 11074 12256 12370 12391 Xmal 2 180 6218
BsaxXI 7 2029 4770 7577 8295 8980 Kpnl 1 7938 Xmnl 4 6385 6455 9166 10650
9474 11045 Mfel 4 810 1234 1744 7714 Zral 1 201
BseRI 1 8427 Miul 2 1871 11713 Enzymes that do not cut pETcoco™-1:
BseYI 7 1589 3251 5694 8617 9374 Mscl 3 3575 5476 8145 BbvCl Fall Pmel  Ppil Psrl
11179 11314 Msli 16 Rsrll___SanDI
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