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The Gateway® Nova pET-55-DEST™ vector is designed to create expression clones (pEXPR) that are fused Cat No.
to an N-terminal StrepeTag® II (Skerra 2000) coding sequence. If the pENTR clone lacks a stop codon and Gateway® Nova pET-55-DEST™ DNA 71846-3
is appropriately designed for a C-terminal fusion, the target gene in the resulting pEXPR clone will also
be fused to a C-terminal HiseTag® coding sequence (Fiedler 2002). The presence of "gentle elution” tags Feature Location
at both the N- and C-termini is ideal for dual purification strategies designed to isolate full-length fusion 1 origin 13-460
proteins (Fiedler 2002). Amp? 585-1442

Fiedler, M. et al. 2002. Protein Eng. 15, 931. pBR322 ori 2203

Skerra, A. and Schmidt, T.G.M. 2000. Meth. Enzymol. 326, 271. lacl coding sequence 3400-4479

T7 promoter 4870-4886
T7 transcription start 4887
StrepeTag® Il coding sequence 4966-4989
attR1 4999-5123
Cam* 5232-5888
ccdB 6233-6535
attR2 6579-6703
HiseTag® coding sequence 6705-6722
T7 terminator 6763-6810
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N Ova g e n® Gateway® Nova pET-55-DEST™ Vector T G

Sequence of pEXPR derivative

T7 Promoter Primer

pET Upstream Primer #69348-3
SgrA | #69214-3 Cla| T7 promoter lac operator
AL __#69214-3 _Gal

TGGCGCCGGTGATGCCGGCCACGATGCGTCCGGCGTAGAGGATCGAGATCGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGC
ACCGCGGCCACTACGGCCGGTGCTACGCAGGCCGCATCTCCTAGCTCTAGCTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCG

BstB |
lac operator Xbal RBS Necol StrepeTag |l NspV attB1

GGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGCAAGCTGGAGCCACCCGCAGTTCGAAAAGGGTGCAGTCAC
CCTATTGTTAAGGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTCTATATGGTACCGTTCGACCTCGGTGGGCGTCAAGCTTTTCCCACGTCAGTG
MetAlaSerTrpSerHisProGlLnPheGluLysGlyAlaValThr

attB1 Target ORF attB2 HiseTag
AAGTTIGTACAAAAAAGCAGGCTNNNNNNNNNNNNNNNNNNNNNACCCAGCTTTCTTGTACAAAGTGGTTCATCACCACCATCATCACTAAGTGATTAAC
TTCAAACATGTTTTTTCGTCCGANN \TGGGTCGAAAGAACATGTTTCACCAAGTAGTGGTGGTAGTAGTGATTCACTAATTG

SerLeuTyrLysLysALaGLyXxxXxxXxxXxxXxxXxxXxxXxxProAlaPheLeuTyrLysValValHisHisHisHisHisHisEnd

Avrll Bpl T7 terminator
CTAGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATATCCGGA
GATCCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGAACCCCGGAGATTTGCCCAGAACTCCCCAAAAAACGACTTTCCTCCTTGATATAGGCCT
T7 Terminator Primer
#69337-3

The DNA sequence shown above represents a pEXPR clone derived from a Clonase® LR reaction between a pENTR clone and Gateway® Nova
pET-55-DEST™. The Cam® and ccdB genes between the original atfR1 and atfR2 regions of this DEST vector are replaced by the target gene from the pENTR
clone during the recombination reaction between the atfR and atfL sequences. The open reading frame, fusion tags, and atfB sites of the resulting pEXPR
recombinant are detailed. The shaded regions correspond to those DNA sequences transferred from the entry clone into the DEST vector and the non-shaded
regions are derived from the DEST vector. The underlined nucleotides flanking the shaded region correspond to bases 5006 and 6689 of the original Gateway
Nova pET-55-DEST vector

Restriction sites in Gateway® Nova pET-55-DEST™

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Acelll 9 399 955 2309 2611 2752 BspEl 3 3072 5442 6830 Notl 1 5126
3299 3630 4358 5461 BspHlI 4 1460 1492 1541 4727 NspV 1 4983
Acll 6 456 882 1255 2938 4465 BspLU11l 1 2261 Peil 1 2261
5533 BspMI 1 6561 PfIMI 2 4550 5678
Afel 2 3011 4724 BsrBI 4 99 1498 2332 4900 Ppil 3 282 1288 1555
Ahdl 1 656 BsrDI 5 7 891 3718 4084 5465 Psil 1 37
Alol 1 282 BsrGl 3 5007 6290 6692 Psp1406l 6 456 882 1255 2938 4465
AlwNI 2 1852 6225 BssHII 2 3714 5940 5533
ApaBl 1 4450 BssSI 2 1320 2088 PspOMI 1 3918
Apal 1 3922 Bst11071 2 2494 5981 Pstl 1 6572
Apall 5 1323 1947 2447 4145 6346 BstAPI 1 4449 Pvul 1 1026
Asel 4 828 3383 3442 4870 BstBI 1 4983 Pvull 4 2674 3436 3529 5346
Avrll 1 6735 BstEll 1 3943 Real 4 1460 1492 1541 4727
BamHlI 2 5196 5899 BstXI 4 4079 4202 4331 6434 Sall 1 6574
Bbel 4 3490 4672 4786 4807 Bstz171 2 2494 5981 Sapl 1 2378
Bbr7I 3 3148 3635 3974 Btrl 1 6351 Scal 2 136 5863
Bbsl 3 3143 3640 3979 Btsl 4 1056 1076 3398 3766 Sfol 4 3488 4670 4784 4805
BovCl 1 6171 Cjel 15 SqrAl 1 4806
Begl 4 1195 2690 3805 5007 CjeP! 12 Smal 1 6317
BciVl 3 1494 2063 3673 Clal 1 4850 Sphl 1 4658
Bell 1 411 Dral 5 522 541 1233 5366 5705 Srfl 1 6317
Bgll 1 776 Dralll 2 246 6726 Sspl 2 451 5758
BloHII 1 6572 Drdl 3 290 2159 2574 Taqll 5 341 1004 1189 2365 3332
Blpl 1 6753 Eagl 1 5126 Tth111l 1 2519
BmgBI 1 6351 Earl 3 1451 2378 4508 Vspl 4 828 3383 3442 4870
Bmrl 6 696 2527 3327 3967 4204 Ecil 4 799 2059 2205 4340 Xbal 1 4917
4601 Eco47Ill 2 3011 4724 Xeml 3 3740 3758 4274
Bpml 6 726 2740 3804 4293 4987 Eco571 2 1323 1719 Xmal 1 6315
5568 EcoNI 1 4593 Xmnl 2 1255 2707
Bpu1ol 3 3156 5219 6171 EcoRI 1 5446
BpuEl 7 1261 1637 1878 2176 3317 Ehel 4 3488 4670 4784 4805 Enzymes that do not cut:  Aarl Aatll Acc65l
6045 6817 Fspl 1 878 Acell Aflll Agel Alel Ascl AsiS|
BsaBl 4 3068 4846 4856 6330 Hpal 1 3623 Bael BfrBI Balll Bpll BseRI BsiWI
Bsal 1 n7 Kasl 4 3486 4668 4782 4803 Bsu36l  Ecl136ll  EcolCRI EcoRV  Fall Fsel
BsaXI 2 282 3457 Miul 2 4125 5893 FspAl Hindlll  Kpnl Mfel Munl Ndel
BseYl 3 1957 3591 3726 Mscl 3 5713 6342 6438 Nhel Nrul Nsil Pacl PinAl Pmel
Bsgl 4 3107 4080 4280 5013 Nael 2 140 4817 Pmil Ppu10l  PshAl  Psrl RleAl Rsrll
BsmBI 3 2620 3510 5670 Narl 4 3487 4669 4783 4804 Sacl Sacll SanDl Sbfl Scil SexAl
Bsml 2 5439 5846 Ncol 1 4956 Sl Sofl SnaBl Spel Sse232|  Sse8387I
Bsp24l 6 1567 1745 3959 4293 4812 NgoAlV 2 138 4815 Sse8647!1 Stul Sunl Swal Xhol Zral
6335 NgoMIV 2 138 4815
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