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pET-40b(+) Vector

The pET-40b(+) vector (Cat. No. 70091-3) is designed for expression of DshC fusion proteins.
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 circle map. The cloning/expression
region of the coding strand transcribed by T7 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).

Avr ll{131)
Xho l(174)
Eag lj182)
Not I{182)

Hind Ili{189)

Sal I(195)

Sac lj206)
PET-40b(+) sequence landmarks EcoR l(z08)

T7 promoter 1187-1203 ::g’:\:g;;:
T7 transeription start 1186 Nco I(227)
DsbCeTag™ codingseq.  408-1115 oy
His®*Tag” coding sequence  369-386

Kpn lj271)
SeTag™ coding sequence  282-326

Bal li(274)
Nsp V(3o1)

Multiple cloning sites lslurllltsm

o ca l{341)
(S1f1-Xho ) 174-250 Dra lll{5548) Sac Il(365)
HiseTag coding sequence  150-173 Spel(396)
T7 terminator 26-72 24.6178) BspM lteo0)
lacl coding sequence 1594-2673
pBR322 origin 4107 Rl BSG l(941)
Kan coding sequence 4816-5628

s -Nde (1114

f1 origin 5724-6178 xw‘% 1(;21‘ )

SgrA lj1263

Iru I(4904)
Sph I{141¢
57 li4583) p ET—40 b(+)
(6190 bp)
- Miu l(1944)
BssS li4218) Bel I1958)
BspLU11 l(4045) Apa 2155)
Sap I(3929)
Bst1107 I(3816) BssH [1(2355)
Tth111 I(3790) Hpa 12450}
PshA 1(2789
|Bagl l{3008) snA lizes)
Fsp l{aozs)
Psp5 ll(3051)
PET upstream primer #69214-3 1:promater lac operator Xbal rbs

ATGCGTCCGGCGTAGAGGATCGAGATCGATCTCGATCCCGLGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTIGTTTAACTTTAAGAAGGAGATATACAT

DsbC §-DsbC-Tag primer #70178-3

ATGAAGAAAGGTTTTATGTTGTTTACTTTGT TAGCGGCGTTTTCAGELTTTGCTCAGGCTGAT . | .B0Bbp. . .GAATTTCTCGACGAACACCAAAAAATGACCAGCGGTAAAGGATCAACTAGTGGTTCTGET
Met Lys Lys Gly Phe Met Leu Phe The Leu Leu Ala Ala Phe Ser Gly Phe Ala Gin Ala Asp . . .202aa. . . Glu Phe Leu Asp Glu His Gln Lys Met Thr Ser Gly Lys Gly Ser Thr Ser Gly Ser Gly

signal peptidase

S+Tag primer #69945-3
| (S Scal Munl STeg __NsoV Bglll_ Kpnl
CATCACCATCACCATCACTCCGCGEGTCTGGTGLCACGLGRTAGTACTGLAATTGGTATGAAAGAAACCGLTGCTGCTAAATTCGAACGLCAGCACATEGACAGCCCAGATCTRGGTALE
His His His His His His Ser Ala Gly Leu ¥al Pro Arg Gly Ser Thr Ala [le Gly Met Lys Glu Thr Ala Mla Ala Lys Phe Glu Arg Gin His Met Asp Ser Pro Asp Leu Gly Thr
thrombin

Eagl -

_____ RV BamH | EcoR| Sacl _ Sall HindIl _Notl _ Xhol His<Tag

GATGACGACGACAAGAGCCCGGGLTTCTCCTCAACCATGGLGATATCGGATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGCLGLACTCGAGCACCACCACCACCACCACCACCACTAA

Asp Asp Asp Asp Lys Ser Pro Gly Fhe Ser Ser Thr Met Ala lle Ser Asp Pro Asn Ser Ser Ser Vol Asp Lys Leu Ala Alo Ala Leu Glu His His His His His His His His End
enterokinase |

Avrll Bpu1102 | T7 terminator

TTGATTAATACCTAGGCTGCTAAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTEGGECCTCTAAACGEETCT TRAGEGETTTTTTE
-
T7 terminator primer #69337-3

Srfl BseR|  Ncol EcoRVBamH| EcoR| Sacl

pET-40b(+) cloning/expression regions
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PET-40b(+) Restriction Sites
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme  # Sites Locations
Accl 2 196 3815 Drdl 3 3738 4153 5903 Sicl 5 983 1186 4310 4501 6167
Acil 86 Dsal 4 227 362 1381 3017 Sqfl 1 5247
AfN 3 790 1944 4045 Eael 4 182 1252 1384 2618 SarAl 1 1263
Alul 25 Eagl 1 182 Smal 2 246 5121
Alwl 14 Earl 3 1562 3929 5060 Spel 1 396
Aw26l 6 1641 2046 2172 2559 3686 Ecod7ll 3 1349 2850 3299 Sphl 1 1419
5263 Ecab7l 1 4593 Srl 1 246
AlwNI 2 677 4481 EcoNl 2 1479 5159 Sspl 2 5172 5740
Apal 1 2155 Eco01091 3 53 1377 3051 Styl 3 57 13 227
Apall 3 1924 3859 4359 EcoRl 1 208 Tail 18
Apol ] 208 303 441 2219 4860 EcoRll 10 676 1667 1982 2522 2579 Taql 18
5044 5750 5761 4071 4192 4205 5135 5492 THil 9 2623 2925 3095 3599 4020
Aval 3 174 244 5119 EcofV 1 222 5158 5214 5386 5477
Avall 5 2496 2872 2960 3051 3330 Faul 20 Thal L
Arll 1 13 FrudHl 49 Tsel 26
BamHl 1 214 Fokl 9 1990 1999 3264 3326 3404 Tspdsl| 8 867 2125 2953 3484 3697
Banl 10 267 352 1266 1287 1401 3590 3731 4885 5491 3792 5394 6121
1864 2583 2713 2839 5985 Fspl 1 3026 Tsps091 25
Banll 7 206 251 1328 1342 2155 Haell 15 TspRI 12
4902 6023 Haelll 24 Tttt 1 3790
Bbsl 5 963 2090 2429 2803 3163 Hoal 14 Vspl 6 139 1201 2629 2688 5446
Bbwl 26 Hhal 51 5635
Begl 4 210 2236 2804 3656 Hincll 2 197 2450 Xbal 1 1152
Begl’ 4 176 2270 2770 3622 Hindlll 1 189 Xeml 5 542 567 1800 2316 2334
Bell 1 1958 Hinfl 18 Xhol 1 174
Bfal 8 70 132 397 1153 3059 Hpal 1 2450 Xmnl 2 3603 5636
4540 4847 G099 Hphl 22
Byl 1 3008 Kpnl 1 M Enzymes that do not cut pET-40b(+):
Bolll 1 274 Maelll 19 Aatll Afll Ahdl Ascl Bsal
Bpml ] 1782 2271 2905 3572 Mboll 14 Bsu3bl  Dral Fsel Mscl Nhel
Bpuldl 3 1059 3151 5264 Miul 1 1944 Pacl PinAl Pmel Pmll Psti
Bputt0zl 2 80 493 Mnll 26 Rsrll SanDI SexAl Sl SnaBl
Bsal 2 3797 5948 Msel 27 Sse83871  Stul Sunl Swal Ubakl
Bsabl 3 1217 1227 3242 Msll 7 784 199 2284 2314 3032
BsaH| ] 532 1267 1288 1402 1901 3227 3618
2584 Mspl k¥
Bsall 14 MspAtll 12
BsaWl 8 2 877 2263 2766 3234 Munl 1 332
4251 4398 5382 Mwol 43
BseRl 1 250 Marl 4 1267 1288 1402 2584
Bsql 3 1795 1995 3205 Meil 13
BsiEl 5 185 2729 3961 4385 5247 Neol 1 227
BsiHKAI 7 175 206 1444 1928 3039 Mdel 1 1114
3863 4363 NgoAlV 4 1254 2842 3002 6049
Bsll 30 Nialll 28
Bsml 3 838 5131 5208 Mialv 25
BsmBl 3 2559 3686 5263 Motl 1 182
BsmFl 4 1405 2946 3316 6163 Nrul 1 4904
Bsp12861 13 Nsil 2 5097 5363
BspEl 2 2 3234 Nspl 4 1419 3390 3682 4049
BspLU1I 1 4045 NspV 1 am
BspMI 1 600 PiIMI 4 293 677 1526 5510
Bsrl 22 Plel 9 1201 1493 1580 2376 3939
BsiBI 4 173 3978 5646 6092 4424 5479 5883 5891
BsrDI 3 487  19:1 2357 Pshal 1 2789
BsrFi 7 1254 1263 1630 2842 3002 Psp14061 5 1031 1606 2974 3370 5733
5201 6049 Pspsll 1 3051
BsrGI 1 941 Puul 1 5247
BssHIl 1 2355 Pull 3 2544 2637 3636
BssSl 1 4218 Real 3 1342 4765 5640
Bst11071 1 3816 Rsal 7 269 31 512 943 2091
BstEll 2 467 2125 3851 5082
Bstxl 3 1746 1875 1998 Sacl 1 206
BstYl 8 214 274 1508 2720 3237 Sacll 1 365
4686 4697 5496 Sall 1 195
Cactl 42 Sapl 1 3929
Clal 2 1221 4938 Sau3Al 25
Cvidl 97 Saugel 15
Dael 12 Scal 1 kL3
Dpnl 25 ScrFl 25
Dralll 1 5948 Stall 26




