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pET-25h(+) Vector

The pET-25b(+) vector (Cat. No. 69753-3) carries an N-terminal pelB signal sequence for poten-
tial periplasmic localization, plus optional C-terminal HSVeTag® and HiseTag" sequence. Unique
sites are shown on the circle map. Note that the sequence is numbered by the pBR322 convention,
s0 the T7 expression region is reversed on the circular 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).

Nhe I(197)
Xho I(212)
Eag 1(220)
Not 1(220)
Hind lli(227)

pET-25h(+) sequence landmarks Bpu1102 I(80)

T7 promoter 415431 g: lcl (223‘33]
T7 transcription start 414 EcoR I(246)
pelB coding sequence 278-343 BamH 1(252)
Multiple cloning sites Neo liz74)

p! g Msc 1(279) BseR 1(314)
(Neo 1-Xho T) 212-279 Dra Ill{5305) Ezphf 1(322)
HSVeTag coding sequence  164-199 Xoo ,((ggg)’
His*Tag coding sequence  140-157 Bl l1{446)

T7 terminator 26-72 2 SQ"AS;;;BE {)343)

lacl coding sequence 818-1897 EcoN 1(703)
pBR322 origin 3331 PfIM 1(750)

bla coding sequence 4092-4949 Sca l(4642) fipeB:ies2)
f1 origin 5081-5536

Pvu 1(4532)

Pst 1{4407) Miu l{1188)

Bl [{1182)

Bsa l(4223
Eam1105 1(4162)

BstE l1{1349)
p ET-25b ( +) Apa 1(1379)

(5547bp)

BssH l1(1579)

Hpa l(1674)

AlwN 1(3685)

PshA 1(2013)

BspLU11 1(3269)
Sap 1(3153)

Bst1107 1(3040)

Tth111 1(3014)
BspG l(2795)

Psp5 l1(2275)
Bpu10 1(2375)

T7 promoter primer #69348-3

Bl TT omotet. lac operator Xbal rbs
AGATCTCGATCCCGCRAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA
M:
Nde | ! pelB leader e D] BamH| EcoR| Sacl

TATACATATGAAATACCTGCTGCCBACCECTOCTRCTGETCTACTGETCCTCAETRCCCAGCEGGCEATAECCATGBATATCGGAATTAATTCOGATCCGAATTCGAGETEL
MetlLysTyrLeuleuProThrAloAlaAlaG lyLeuleuleuleuAloAlaGinProAlaMetA| q’r’.emspl leGlyl |leAsnSerAspProAsnSerSerSer
Eag| signal peptidase
Sall_Hindll _Notl _ Xnol_ Noe! HSV-Tag HWTag
GTCGACAAGCTTGLGGCCGCACTCGAGATCAAACGGGCTAGCCAGCCAGAACTCGCCCCGGAAGACCCCGAGGATGTCGAGCACCACCACCACCACCACTGAGATCCGELTE
ValAsplLyslLeubloAloAlaleuG|ul leLysArgh|laSerG|nProGluleud | oProGlulspProliulspVolGluHisHIsH sHIsHisHIsEnd

Bpu1102 1 T7 terminat
CTAACAAAGCCCGAAAGGAAGCTGAGTTGERCTGCTGLC ﬂCCiEE TGAGCAATAACTAGCATAACCCCTTGGEGCCTCTAAACGGGTCTTGAGGEGTTTTTTG

T7 terminator primer #69337-3

pET-25h(+) cloning/expression region
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PET-25h(+) Restriction Sites
__Enzyme _ # Sites Locations Enzyme # Sites Locations _Enzyme _ #Sites Locations
Aecl 2 234 3039 BsrFl 8 285 478 487 854 2066 Motl 1 220
Acelll 8 935 1663 1994 2778 2919 2226 4242 5406 Nspl 4 643 2614 2906 3273
3221 4461 5145 BssHII 1 1579 Pi11081 2 2055 4180
Acil 81 Bst11071 1 3040 PiIMI 1 750
Al 2 168 3269 BstEll 1 1349 Plel 9 429 717 804 1600 3163
Alul 25 Bstxl 3 970 1099 1222 3648 4151 5240 5248
Alwl 16 BstYl 12 PshAl 1 23
Aw21l 9 159 244 668 1152 2263 Cac8l 41 Psp5ll 1 2275
3087 3587 4748 4833 Ciel 24 Psp14061 6 830 2198 2594 4388 4761
Alwddl 4 1148 3083 3583 4829 CjePl 18 5090
AlwNI 1 3685 Cidl 89 Pstl 1 4407
Apal 1 1379 CviRl 24 Puul 1 4532
ApaBl 1 852 Ddel 1 Puull 3 1766 1861 2860
Apol 4 246 1443 5107 5118 Dpnl 28 Rcal 3 566 3983 4997
Aval 2 167 212 Dral 3 4028 4047 4739 Rsal 3 1315 3075 4642
Avall 7 1720 2096 2184 2275 2554 Dralll 1 5305 Sacl 1 244
4300 4522 Drdl 3 2962 3377 5260 Sall i 233
BamH| 1 252 Drdll 2 831 5310 Sapl 1 3153
Banl 9 490 511 620 1088 1807 Dsal 3 274 605 2241 Saugsl 18
1937 2063 4110 5342 Eael 6 220 277 476 608 1842 Sau3Al 28
Banll 4 244 552 bG6 1379 4550 Scal 1 4642
Bbsl 5 166 1314 1653 2027 2387 Eagl 1 220 ScrFl 20
Bhwl 3 Eam11051 1 4162 Stanl 21
Beel 14 Earl 3 786 3153 4957 Sicl 5 414 3534 3725 4403 5524
Bred3l 7 21 1982 2152 3360 3658 Ecil 4 945 3343 3489 4317 Soral 1 487
3899 4767 Ecod7ll 3 573 2074 2523 Sphl 1 643
Begfl 5 687 1028 1655 377 533 Eco57! 2 3817 4829 Sspl 2 4966 5007
Begl 10 214 248 1460 1494 1994 EcoNI 1 703 Styl 2 5 21
2028 2846 2880 4667 4701 Eco01001 3 53 601 2275 Tagl 14
Bell 1 1182 EcoRI 1 246 Taqll 9 1076 1294 1967 3171 4510
Bfal 8 70 198 381 2283 3764 EcoRll 7 831 1206 1746 1803 3295 4695 4848 4865 5209
4017 4352 5456 3416 3429 Tiil 5 1847 2149 2319 2823 3244
Bgll 3 291 2232 4282 EcoRV 2 21 1618 Thal 34
Balll 1 446 Faul 17 Tsel N
Bmgl 1 1377 Fokl 12 Tspds| 8 1349 2177 2708 2921 306
Bpmi 5 1006 1495 2129 2796 4232 Fspl 2 2250 4384 4418 4629 5478
Bputll 1 2375 Gdill 5 220 476 608 1842 4550 Tsp5081 18
Bput102l 1 80 Hael 6 279 B9 2217 3284 3295 Tttt 1 a4
Bsal 1 4223 47 Tttt 6 1007 1700 2730 3859 3866
Bsal 2 3021 5305 Haell 14 3898
BsaBl 3 445 451 2466 Haelll 25 Uball 20
BsaHl i 41 512 626 1125 1808 Hgal 12 Vspl 5 261 429 1853 1912 4334
4699 HaiEll 2 766 3855 Xpal 1 380
Bsall 9 57 166 178 274 605 Hhal 45 Xeml 3 1024 1540 1558
611 1803 2241 3429 Hindl 3 1067 4161 4235 Xhol 1 212
BsaWl 7 2 1487 1990 2458 3475 Hingll 2 235 1674 Xmnl 3 262 2827 4761
3622 4453 Hindlll 1 227
BsaXl 2 1827 5253 Hinfl 14 Enzymes that do not cut pET-25b(+):
Bsbl 2 2985 5212 Hpal 1 1674 Aatll Adill Agel Ascl Awvrll
Bschl 14 Hphl 16 Bael Bsml BsrGl Bsu36l Clal
BseRl 1 34 Maell 15 Fsel Kpnl Munl Nrul Nsil
Bsgl 3 1019 1219 2429 Maelll 18 NspV Pact Pmel Pmil RleAl
Bsil 2 3442 4826 Mboll 15 Rsril Sacll SexAl Sl Sqfl
BsiEl 7 223 325 1953 3185 3609 Miul 1 1168 Smal SnaBl Spel Sefl SseB387|
4532 4681 Mmel 3 3484 3668 5282 Stul Sunl Swal
Bsll 20 Mnll 28
BsmAl 7 865 1270 1396 1783 2910 Mscl 1 279
4223 4999 Msel 29
BsmBl 2 1783 2910 Msll 9 1220 1508 1538 2256 2451
BsmFl 4 629 2170 2540 5520 2842 4414 4573 4932
BsoF! 51 Mspl 33
Bsp24l 10 458 490 1009 1041 131 MspAll 10 84 321 1198 1768 1861
1343 3762 3794 3940 3972 2860 2979 3611 3856 4797
Bsp12861 12 Mwol 39
BspEl 2 2 2458 Marl 4 491 512 626 1808
BspGl 1 2795 Meil 13
BspLU111 1 3269 Neol 1 274
Bspl 1 322 Ndel 1 342
Bsrl 25 NgoAlV 5 285 478 2066 2226 5406
BsrBI 4 401 3202 5003 5449 Nhel 1 197
BsrDI 4 1215 1581 4223 4397 Mialll 25
NialV 24




