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pET-20h(+) Vector
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The pET-20b(+) vector (Cat. No. 69739-3) carries an N-terminal pelB signal sequence for
potential periplasmic localization, plus optional C-terminal HiseTag® sequence. Unique sites
are shown on the circle map. Note that the sequence is numbered by the pBR322 convention,
s0 the TT7 expression region is reversed on the circular map. The cloning/expression region of
the coding strand transcribed by TT RNA polymerase is shown below. The f1 origin is oriented
so that infection with helper phage will produce virions containing single-stranded DNA that
corresponds to the coding strand. Therefore, single-stranded sequencing should be performed
using the T7 terminator primer (Cat. No. 69337-3).

Xho I(158)
Not I{166)
Eag l(166)
Hind 1I(173)
Sal l(179)
Hinc li(181)

Bpu1102 I(80)
pET-20h(+) sequence landmarks

TT promoter 353-369 Sac I(190)
T7 transcription start 352 EcoR (192)
pelB coding sequence 224-289 Eg:‘;'\}gﬂg])
Multiple cloning sites Drd 11(3479) Nco l(220)
(Neo1-XhoT) 158-225 BseR 1(260)

: : Dra Il1(3474) BspM (268
HiseTag coding sequence  140-157 BsaX 1(3422) , \ N d‘; #(2(83) )
T7 terminator 26-T2 Xba l(326)
pBR322 origin 1500 Bagl l1(384)
bla coding sequence 2261-3118 Bpu10 I(544)
f1 origin 3250-3705 Bbs I(556)

Eco47 I11(692)

BsaH l(2868)

Sca I(2811) ET-2
- +
P {371693( )

BspG 1(964)

P Kerod) Pvu 1l(1029)

BsmB (1079}
Pst l(2576)
Tth111 1(1183)

Bst1107 I(1209)

Sap I(1322)

BspLU11 I(1438)
Afl {1438)

Pfl1108 1(2349)
Eam1105 1(2331)

HgiE 11(2024)
9 AIWN 1(1854)
T7 promoter primer #69348-3
Ball T7 promoter Xxbal i
AGATCTCGATCC LG GAAATTAATACGACTCACTATAGGGAGAC CACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA
Nde | Lzl pelB leader _Neol gcory BamH | EcoR| Sacl

MetLysTyrLeuleuProThrilodloAloGlyLeuleuleuleudlol laGinProAicMeth ﬁﬁetﬂs;!IeG'yfIeﬂsnSerﬂspproﬂsnSerﬁerSEr
Hinc Il Eagl = signal peptidase
Sall_Hindlll _Notl  Xhol His-Tag Bput1021
GTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTGAGATCCGECTGCTAACAAAGCCCGAMAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAAC
ValAsplyslLeuAloAloAloleuGluHisHisHIsHisHIisHI sEnd
T7 termi T7 terminator primer #69337-3

TAGCATAACCCCTTGGGGCCTCTAAACGEGTCTTGAGGGGTTTTITTG

pET-20b(+) cloning/expression region
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||Er-2llh(+) Restriction snes
Enzyme  # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Accl 2 180 1208 Ddel 10 80 101 136 544 706 Rsal 2 1244 2811
Acelll 5 947 1088 1390 2630 3314 1246 1713 2122 2288 2828 Sacl 1 190
Acil 49 Dpni 19 Sall 1 179
ARl 1 1438 Dral 3 2197 2216 2908 Sapl 1 1322
Alul 18 Dralll 1 3474 Saugsl 10 53 402 444 723 910
Alwl 13 Drdl 3 131 1546 3429 2373 2452 2469 2691 3465
Aw2il 7 159 190 432 1256 1756 Drdll 1 3479 Sau3al 19
2917 3002 Dsal 2 2200 410 Scal 1 281
Alwddl 3 1252 1752 2998 Eael 4 166 223 407 2719 ScrFl "
AlwNI 1 1854 Eagl 1 166 StaNl 13
Apol 3 192 3276 3287 Eam1105] 1 2331 Sict 5 352 1703 1894 2572 3693
Aval 2 158 388 Earl 2 1322 3126 Sspl 2 335 3266
Avall ] 402 444 723 2469 2691 Ecil 3 1512 1658 2486 Styl 4 159 180 190 381 1538
BamH| 1 198 Ecod7lll 1 692 2982 3507
Banl 2 2279 3511 Eco571 2 1986 2998 Taqll 6 1340 2679 2864 3017 3034
Banll 2 190 3549 Eco01091 3 53 402 444 3378
Bbsl 1 556 EcoRl 1 192 Tfil 3 488 992 1413
Bbvl 26 EcoRll 4 404 1464 1585 1598 Thal 16
Beel 6 227 2368 2492 2779 3464 EcoRV 1 217 Tsel 26
3481 Faul 8 368 453 734 920 1141 Tspdsl 6 877 1090 1185 2587 2798
Beed3l 5 21 1529 1827 2068 2936 1151 3611 3680 3647
Beell 2 1940 3500 Fokl 8 657 719 797 983 1124 Tsps09l 11
Begl 6 160 194 1015 1049 2836 2297 2478 2765 Tt 1 1183
2870 Fspl & 419 2553 Tt 4 899 2028 2035 2067
Bfal 7 70 327 452 1933 2186 Gdill 2 166 2719 UbaJdl 12
2521 3625 Hael 5 225 409 1453 1464 1916 Vspl 3 207 367 2503
Ball 2 237 2451 Haell 6 611 694 1316 1686 3625 Xbal 1 326
Balll 1 384 3633 Xhol 1 158
Bpml 2 965 2401 Haelll 14 Xmnl 3 208 996 2930
Bputdl 1 544 Hgal 6 974 1131 1549 2127 2857
Bput102l 1 80 3691 Enzymes that do not cut pET-20b(+):
Bsal 2 351 2392 HgiEll .| 2024 Aatll Afill Agel Apal ApaBl
BsaAl 2 1190 3474 Hhal 23 Ascl Avrll Bael Bell Bmgl
BsaBl 2 383 635 Hindl 2 2330 2404 Bsml BsrGl BssHII BstEll BstXl
BsaH| 1 2868 Hincl| 1 181 Bsu3gl  Clal EcoN| Fsel Hpal
Bsall 4 57 220 410 1598 Hindlll 1 173 Kpnl Miul Munl Narl Nhel
Bsawl 5 2 627 1644 1791 2622 Hinfi 9 359 488 992 1338 1413 Nrul Nsil NspV Pacl PilMI
BsaX| 1 3422 1809 2326 3401 3423 Pmel Pmil PshAl RieAl Rsrll
Bsbl 2 1154 3381 Hphl 9 483 1058 1067 2174 2401 Sacll SexAl Stil Sgfl Sgral
BscGl 10 44 414 799 1132 1765 28017 3023 3058 3475 Smal SnaBl Spel Sphl Sl
2111 2332 2356 2878 3568 Maell 12 SseB3B7I  Stul Sunl Swal Xeml
BseRl 1 260 Maelll 15
Bsgl 1 598 Mboll 8 556 1309 2100 2171 2926
Bsil 2 1611 2995 3004 3113 3614
BsiEl 6 169 2N 1354 1778 2701 Mmel 3 1653 1837 3451
2850 Mnll 20
Bsll 12 Mscl 2 225 409
Bsmal 4 351 1079 2392 3168 Msel 23
BsmBl 1 1079 Msll 6 425 620 1011 2583 2742
BsmFl 2 709 3689 3101
BsoF 38 Mspl 18
Bsp2dl 4 1931 1963 2109 2141 MspAll 7 84 267 1029 1148 1780
Bsp12861 8 159 180 432 1256 1756 2025 2966
2017 3002 3549 Mwol 19
BspEl 2 2 627 Neil 7 448 776 1082 1117 1818
BspGl 1 964 2514 2865
BspLU111 1 1438 Neol 1 220
BspMI 1 268 MNdel 1 288
Bsrl 14 NgoAlV 2 231 3575
BsrBI 3 1371 3172 3618 Nialll 15
BsrDI 2 2392 2566 NialV 15
BsrFl 3 231 2411 3575 Notl 1 166
Bst11071 1 1209 Nspl 3 783 1075 1442
Bstyl 10 132 198 384 630 2079 Pil1108l 1 2349
2090 2176 2188 2956 2973 Plel 6 367 1332 1817 2320 3409
Cacal 16 7
Ciel 10 1451 1484 1925 1958 2003 Pspsll 2 402 444
2006 2036 2039 2103 2136 Psp14061 4 763 2557 2930 3259
CiePl 10 1925 1957 1958 1990 2103 Pstl 1 2576
2136 2223 2256 2695 2728 Pyul 1 2701
Cuidl 57 Puull 1 1029
CviRl 13 Real 2 2158 3166




