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PET-14b Vector TB044 12/98

The pET-14b vector (Cat. No. 69660-3) carries an N-terminal HiseTag® sequence followed by
a thrombin site and three cloning sites. Unique sites are shown on the circle map. Note that the
sequence is numbered by the pBR322 convention, so the T7 expression region is reversed on the
circular map. The cloning/expression region of the coding strand transcribed by T7 RNA poly-
merase is shown below.

pET-14b sequence landmarks EcoR 1(4669)

T7 promoter 646-662 Apo 1(4669)
L Cla 1(24)
T7 transcription start 645 Hind 111(29)
HiseTag coding sequence  554-571 Aat I1(4598) Bpul102 I(458)
Multiple cloning sites Ssp l4450) Nhe 1229) BamH I(510)
(Nde | -BamH 1) 510-526 Sea mg :Eg;g
i , ca 1(4156)
T7 terminator 404-450 Nco 1(580)
pBR322 origin 2845 Pvu 1(4046) Xba 1(619)
bla coding sequence 3606-4463 Bgl 11(677)
Pst 1(3921) SgrA 1(718)
Sph 1(874)
EcoN 1(934)
Sal 1(959)
Eam1105 1(3676) PshA 1(1024)
pET-14b
(4671bp) Eag 1(1247)
HgiE 11(3369) Nru 1(1282)
ApaB [(1360)
BspM 1(1362)
AlwN [(3199)
Bsm 1(1667)
Msc 1(1754)
BspLU11 I(2783)
P Afl 111(2783) Bpul0 I(1889)
Sap 1(2667) Bsg 1(1943)
Bst1107 1(2554)
BsaA 1(2535)
Tth111 I(2528)
BsmB 1(2424)
Pvu 11(2374)
T7 promoter primer #69348-3
Byl T7 promoter Xbal rbs
AGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA
Ncol His-Tag Ndel Xhol BamH |

TATACCATGGGCAGCAGCCATCATCATCATCATCACAGCAGCGGCCTGGTGCCGCGCGGCAGCCATATGCTCGAGGATCCGGCTGCTAACAAAGCCCGA
MetGlySerSerHisHisHisHisHisHisSerSerGlyLeuValProArgGlySerHisMetlLeuGluAspProAlaAlaAsnLysAlaArg

Leuia Trofron yoer
Bpu1102 | thrombin T7 terminator

AAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTG
LysGluAlaGlulLeuAlaAlaAlaThrAlaGluGlInEnd

T7 terminator primer #69337-3

PET-14b cloning/expression region
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PET-14b Restriction Sites TBO44 12/98

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 4598 BstYl 9 510 677 1975 3424 3435 PshAl 1 1024
Accl 2 960 2553 3521 3533 4301 4318 Psp5ll 2 1747 1789
Acelll 5 1005 2292 2433 2735 3975 Cac8l 31 Psp14061 4 1209 2108 3902 4275
Acil 72 Ciel 16 Pstl 1 3921
Afllll 1 2783 CjePI 22 Pwul 1 4046
Alul 18 Clal 1 24 Pvull 1 2374
Alwl 14 Cvidl 81 Rcal 4 797 3503 4511 4616
Alw21l 8 280 899 1486 1777 2601 CviRI 21 Rsal 3 165 2589 4156
3101 4262 4347 Ddel 10 458 479 1889 2051 2591 Sall 1 959
Alw4dl 3 2597 3097 4343 3058 3467 3633 4173 4599 Sapl 1 2667
AlwNI 1 3199 Dpnl 25 Sau96l 16
ApaBl 1 1360 Dral 3 3542 3561 4253 Sau3Al 25
Apol 1 4669 Drdl 2 2476 2891 Scal 1 4156
Aval 2 515 1733 Dsal 3 580 836 1755 ScrFl 17
Avall 8 1107 1195 1444 1747 1789 Eael 6 295 707 839 1247 1752 SfaNI 22
2068 3814 4036 4064 Sl 5 138 645 3048 3239 3917
BamHI 1 510 Eagl 1 1247 SgrAl 1 718
Banl 10 76 119 537 721 742 Eam11051 1 3676 Sphl 1 874
856 1074 1513 1597 3624 Earl 2 2667 4471 Sspl 1 4480
Banll 2 783 797 Ecil 4 1703 2857 3003 3831 Styl 3 435 580 1677
Bbsl 3 1038 1901 4654 Ecod7lll 4 234 804 1085 2037 Taql 10 24 339 516 674 682
Bbvl 28 Eco571 2 3331 4343 960 1435 1576 2883 4327
Becl 10 570 768 861 1298 1387 EcoNI 1 934 Taqll 6 978 2685 4024 4209 4362
1694 1706 3713 3837 4124 Eco01091 5 431 832 1747 1789 4652 4379
Bce83l 7 399 993 1163 2874 3172 EcoRI 1 4669 il 6 1160 1314 1612 1833 2337
3413 4281 EcoRll 7 129 540 1366 1749 2809 2758
Bcefl 3 918 1475 3285 2930 2943 Thal 26
Begl 6 1005 1039 2360 2394 4181 EcoRV 2 187 378 Tsel 28
4215 Faul 11 Tsp4s! 9 124 212 1188 1455 2222
Bfal 7 230 448 620 1797 3278 Fokl 12 2435 2530 3932 4143
3531 3866 Fspl 4 262 1666 1764 3898 Tsp5091 10 58 251 611 661 1627
Bgll 3 1243 1477 3796 Gdill 5 295 707 839 1247 4064 1641 3543 3849 4104 4669
Bylll 1 677 Hael 7 1228 1300 1357 1754 2798 Tth111l 1 2528
Bpml 4 1140 1694 2310 3746 2809 3261\ Tth11lll 5 2244 3373 3380 3412 4668
Bpu10l 1 1889 Haell 11 UbaJl 24
Bpu1102l 1 458 Haelll 24 Vspl 2 660 3848
Bsal 2 644 3737 Hoal 11 Xbal 1 619
BsaAl 1 2535 HgiEll 1 3369 Xhol 1 515
BsaBl 3 676 682 1980 Hhal 32 Xmnl 2 2341 4275
BsaHI 6 722 743 857 1514 4213 Hindl 5 16 334 1449 3675 3749
4595 Hincll 2 961 4217 Enzymes that do not cut pET-14b:
BsaJl 10 115 129 435 580 836 Hindlll 1 29 Aflll Agel Apal Ascl Avrll
842 1475 1677 1755 2943 Hinfl 11 Bael Bell Bmgl BsaxI BseRI
BsaW! 6 380 1001 1972 2989 3136 Hphl 12 BsrGl BssHII BstEll BstXI Bsu36l
3967 Maell 10 1209 1265 1854 1878 2108 Dralll Drdll Fsel Hpal Kpnl
Bsbl 2 2499 4219 2534 3486 3902 4275 4595 Miul Munl Notl Nsil NspV
BscGl 13 Maelll 17 Pacl Pmel Pmll RleAl Rsrll
Bsgl 1 1943 Mboll 11 Sacl Sacll SexAl Sfil Sqfl
Bsil 3 2956 4340 4647 Mmel 4 222 309 2998 3182 Smal SnaBl Spel Srfl Sse8387!
BsiEl 7 289 964 1250 2699 3123 Mnll 31 Stul Sunl Swal Xeml
4046 4195 Mscl 1 1754
Bsll 21 Msel 18
Bsml 1 1667 Msll 7 1339 1770 1965 2356 3928
BsmAl 4 644 2424 3737 4513 4087 4446
BsmBI 1 2424 Mspl 28
BsmFI 4 860 1181 1406 2054 MspAll 8 462 548 1449 2374 2493
BsoFI 52 3125 3370 4311
Bsp24l 8 689 721 3276 3308 3454 Mwol 36
3486 4580 4612 Narl 4 722 743 857 1514
Bsp1286! 10 280 783 797 899 1486 Neil 10 171 843 1567 1793 2121
1777 2601 3101 4262 4347 2427 2462 3163 3859 4210
BspEl 2 380 1972 Ncol 1 580
BspGl 3 1367 1444 2309 Ndel 1 522
BspLU11l 1 2783 NgoAlV 4 709 1077 1237 1591
BspMI 1 1362 Nhel 1 229
Bsrl 19 Nlalll 27
BsrBI 2 2716 4517 Nlalv 26
BsrDI 2 3737 3911 Nrul 1 1282
BsrFl 7 160 709 718 1077 1237 Nspl 4 874 2128 2420 2787
1591 3756 Pfll1081 2 1066 3694
Bst11071 1 2554 PfMI 2 1629 1678
Plel 5 660 948 2677 3162 3665
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