TB282 09/00

PTriEx-4 Vector

Baculovirus Locus polh The pTriEx™-4 vector (cat. no. 70824-3) is uniquely designed to allow rapid characterization of
Promoters CMV immediate early target genes in mult{ple_express!oh systems. With this vector a smg-Ie recombinant plasmld_ carll be
p10 used to test expression in E. coli, insect and vertebrate cells. Transient vertebrate expression is me-
T7lac diated by the CMV immediate early enhancer and promoter?. For expression in insect cells, pTriEx-4
N-terminal fusion options HiseTag contains flanking baculovirus sequences to permit the generation of recombinant baculoviruses
SeTag using the BacVector™ System. In baculovirus-infected insect cells, expression is driven by the very
C-terminal fusion options HSVeTag late p10 promoter. Expression in E. coli is regulated by the tightly controlled T7lac promoter.
His+Tag Expression can be induced in hosts such as NovaBlue by infecting with ACE6, a phage that constitu-
Cloning options polylinker tively expresses T7 RNA polymerase from the Ap, and Ap, promoters. Alternatively, pTriEx recombi-
EKILIC nant plasmids can be transferred into a (DE3)pLacl host that allows IPTG based induction. Native
PTriEx-4 sequence landmarks protein can be expressed by cloning into the Ncol site, or native protein can be generated by cloning
CMYV ie enhancer/promoter 1021-1597 . . . . . . .
- into the PshAl or Smal sites and cleavage of the fusion protein with enterokinase or thrombin, re-
Vertebrate transcription start 1598 ) . ) . ) .
T7 promoter 1931-1947 spectively. The pTriEx-4 vector is also available as an Ek/LIC Cloning Kit (cat. no. 70843-3).
T7 transcription start 1948
lac operator 1952-1972
p10 promoter region 1986-2099
p10 transcription start 2030-2031 .
Multiple cloning sites 2112-2446 Beg I'(4928) Xmn l4983)  Nsil(184) |
Bcg 1(4804) Miu 1(399)
(Sma I-Dra I11) Bpul0 I(416)
HiseTag® coding sequence 2120-2137
SeTag™ coding sequence 2147-2191
HSVeTag® coding sequence 2378-2413
HiseTag® coding sequence 2420-2443 Bpm l(4459)
Rabbit globin terminator region 2531-2737 BsmB 1(949)
T7 terminator 2741-2788
pUC origin 3716 Fse 1(1017)
bla coding sequence 4319-5176

PshA | Blunt Cloning Site

Nco | (2112)
Xcm | (2138)
Sma |l (2216)
PshA | (2256)

___PshAl____ CMVie BseR | (2260)
AT GAC GAC TR AR AGTC0G o pTriEx-4 enhancer/ EcoR V (2280)
D D D D K.s p =, 5238 b promoter Ecl136 | (2287)
_ DK, = ( p) Sac | (2289)
nterokinase Drd 1(3762) (2} BamH 1 (2293)
PshA I vector . EcoR | (2299
( l o BspLU11 I(3655) ) Bgl Ii (2(307) )
vector nsel
GAT GAC GAC GAC AM[ATG XXX 2:’;""'('2'3(53)15)
D D D D K
Enlevokmase—fwdon Sof I(3511) Pst | (2325)
T Sse8387 | (2325)
Sma | Blunt Cloning Site Rabbit B globin PinA | (2336)
Smal T7 terminator T7 promoter Apa I(1712) [ Kpn | (2337)
R i Sac li1746) | NSP V (2342)
CTG GIC CCC CGG GGC AGC Xba I(1815) Hind IIl (2345)
L vV P R, G S Eag | (2352)
Thrombin Swa loss) Rsr 11(1921) Not I (2352)
Wi Psp5 11(1989) Pvu Il (2362)
lsma"’em’ Eco47 I11(2923) Pac 1(2061) Bst1107 | 2s67)| 5. ORF
vector insert Sph'l(2799) Pmi | (2372 |Site
CTG GIC CCC ClIGX XXX Rca 1(2565) Xho | (2414)
LV P R lcodon Cla I(2529) Msc 1(497) Dra Il (2446)
Thrombin

Bsu36 | (2456)

CMV immediate early enhancer/promoter region TATA box 5 Cap

'
CAAAAT GTCGTAAT AACCCCGCCCOGT TGACGCAAAT GBECGGT AGGCGT GTACGGT GBGAGGT CTATATAAGCAGACGT CGT TTAGT GAACCGT CAGATCACTAGATGCTTTATTGCGGTAGT TTATCACAGT TAAATTGCTAACGCCA

TriEXUP primer #70846-3 T7 promoter
AGCTCCTGGGCAACGT GCTGGT TATTGTGCTGI CTCATCATTTTGGCAAAGAAT T GGATCGGACCGAAATTAAT ACGACT CACT AT A(

Exon 2

intron
GTCTCGAACT TAACGT GCAGAAGT TGGT CGT GAGGCACTGGBGCAGGT. . . 160bp. . .

Exon 1

lac operator p10 promoter region  p10 mRNA initiation —
AATTGT GAGCGGATAACAAT TCCCCGGAGT TAAT COCGGGACCT TTAATTCAACCCAACACAATATATTATAGT TAAATAAGAAT TATTAT CAAATCATTTGTATATTAATTAAAATACTATACTGTAAATTACATTTTATTTACAATCA
Exon 2

Kozak
consensus

RBS Nco | HiseTag __ Xem| SeTag Smal
AAAGGAGATATACCAT GECACACCAT CACCACCAT CACTCTTCT GGTAAAGAAACCGCT GCT GOGAAAT TTGAACGOCAGCACAT GGACT CBOCACCGCCT TCT GGT CTGGT COCCCBGGGCAGCECAGGT TCTGGTACGAT TGATGACGAC
Met _Ala His His His His His His Ser Ser Gly Lys Glu Thr Ala _Ala Ala Lys Phe Glu Arg Gln His Met Asp Ser Pro Pro Pro Ser Gly Leu Val Pro Arg Gly Ser Ala Gly Ser Gly Thr lle Asg Asp Asp

Exon 2 thrombin T enterokinase
LIC site Ecl136 Il BssH Il Pstl Kpnl  NspV Eag| 3-ORF site
PshAl BseR|  EcoRV (Sacl) BamH| EcoRI _Bglll _Asc|Sse83871 PINAL Hindll _Notl _ Pvu IIBSt1107 Ipmi| HSV-Tag

GACAAGAGT CCGEGCT TCTCCT CAACGATAT CTGAGCT CGT GGAT CCGAAT TCT CAGAT CT CGECGCGCCT GCAGGT CGACGGT ACCGGT TCGAAGCT TGCGBCCGCACAGCT GTATACACGT GCAAGCCAGCCAGAACT CGCCCCG
Asp Lys Ser Pro Gly Phe Ser Ser Thr lle Ser Glu Leu Val Asp Pro Asn Ser GIn _Ile Ser Ala Arg Leu GIn Val Asp Gly Thr Gly Ser Lys Leu Ala Ala Ala GIn Leu Tyr Thr Arg Ala Ser GIn Pro Glu Leu Alo Pro

enterokinasel Exon 2
HSV-Tag Xho | HiseTag Dra lll Bsu36 | Msc | TriEXDOWN primer #70847-3

GAAGACCOCGAGGAT CTCGAGCACCACCAT CACCAT CACCAT CACTAAGT GAT TAACCT CAGGT GCAGGCT GCCTAT CAGAAGGT GGT GGCTGGT GT GBCCAAT GOCCTGGCTCACAAATACCACT GAGATCGATCT TTTTCCCTCTGCC
Glu Asp Pro Glu Asp Leu Glu His His His His His His His His End

polyA Exon 2
signal
AAAAAT TAT GGGGACAT CATGAAGCCCCT TGAGCAT CTGACT TCTGGCTAATAAAGGAAAT TTAT T TTCAT TGCAATAGT GTGT TGGAAT TTTTTGT GT CTCTCACT CGGAAGGACATAT GGGAGGGCAAAT CATTTAAAACAT CAGAAT

Exon 2

pTriEx-4 cloning/expression region
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PTriEx-4 Restriction Sites T828209/00
Enzyme  # Sites Locations Enzyme  # Sites Locations Enzyme # Sites Locations
Aatll 6 1140 1193 1276 1462 1583 Dsal 2 1743 2112 Sau96l 13
3246 Eael 4 1011 2352 2495 4777 Scal 1 4869
Accl 3 244 2328 2366 Eagl 1 2352 ScrFl 17
Acil 45 Earl 4 51 547 2143 5184 SfaNlI 9 14 191 1372 1599 2590
Aflill 5 399 2369 3316 3466 3655 Ecl1361l 1 2287 3751 4645 4836 5085
Ahdl 2 499 4389 Eco47lll 1 2923 Sfel 6 1857 1943 2321 3919 4110
Alul 18 Eco571 2 4202 5056 4630
Alwl 11 Eco01091 3 1709 1989 2757 Sqfl 1 3511
Alw26l 8 285 949 1449 1659 1897 EcoRI 1 2299 Smal 1 2216
2651 4450 5226 EcoRIl 8 1103 1296 1864 2504 2824 SnaBl 2 1355 2965
AlwNI 3 1865 2231 4070 3681 3801 3814 Sphl 1 2799
Apal 1 1712 EcoRV 1 2280 Sse83871 1 2325
ApalLl 2 3968 5056 Faul 7 1108 1134 1301 1529 1712 Sspl 4 425 3059 3256 5193
Apol 12 1738 1775 Styl 2 2112 2752
Ascl 1 2315 FnudHl 27 Swal 1 3055
Aval 4 1732 2214 2405 2414 Fokl 3 4355 4536 4823 Tail 18
Avall 6 1921 1989 2209 2874 4527 Fsel 1 1017 Taql 12
4749 Fspl 2 659 4611 fil 3 446 2928 3630
BamHI 1 2293 Haell 2 2925 3902 Thal 12
Banl 3 1480 2333 4337 Haelll 16 Tsel 17
Banll 2 1712 2289 Hoal 9 146 503 966 1541 2865 Tspd5l 3 1802 4645 4856
Bbsl 3 498 2406 3424 3025 3451 3765 4915 Tsp5091 39
Bbvl 17 Hhal 17 TspRI 11
Begl 1 4894 Hincll 3 245 1531 2329 Vspl 5 1022 1930 2057 3450 4561
Begl’ 1 4928 Hindlll 1 2345 Xbal 1 1815
Bfal 9 491 804 1606 1816 2741 Hinfl 11 Xeml 1 2138
2925 3195 4149 4579 Hphl 9 183 879 2117 2420 2426 Xhol 1 2414
Bgll 4 1105 1227 1298 4509 4459 4875 5081 5116 Xmnl 1 4988
Bglll 1 2307 Kpnl 1 2337
Bpml 1 4459 Maelll 13 Enzymes that do not cut pTriEx-4:
BpulOl 1 416 Mboll 16 Aflll Avrll Bcell Bpul102l BsaBl
Bsal 2 285 4450 Miul 1 399 Bsml BspEl BstEll EcoNI Ehel
BsaAl 3 1355 2372 2965 Mnll 24 Hpal Narl Nhel Nrul Pmel
BsaHI 9 495 1137 1190 1273 1459 Mscl 1 2497 SanDlI Sapl SexAl Sfil SgrAl
1580 3243 3443 4926 Msel 37 Spel Srfl Stul Sunl Tth111l
Bsall 13 Msli 7 950 1380 1837 2694 4641 UbaEl
BsaWl 5 833 2336 3860 4007 4680 4800 5159
BseRI 1 2260 Mspl 21
Bsgl 2 1689 2482 MspAll 7 655 1745 2156 2362 3996
BsiEl 6 2355 3511 3571 3994 4759 4241 5024
4908 Munl 2 2954 3299
BsiHKAI 5 2289 2421 3972 4975 5060 Mwol 18
Bsll 12 Neil 9 1975 1987 2215 2216 2262
BsmBl 1 949 2396 4034 4572 4923
BsmFI 9 1190 1341 1509 1764 1783 Ncol 1 2112
2002 2195 2573 3371 Ndel 4 1249 2665 2725 2733
Bsp12861 6 1712 2289 2421 3972 4975 NgoAlV 2 781 1013
5060 Nialll 15
BspLU11l 1 3655 Nlalv 13
BspMI 3 1686 2216 2314 Notl 1 2352
Bsrl 13 Nsil 1 184
BsrBI 3 1728 1960 3588 Nspl 2 2799 3659
BsrDI 4 79 2616 4450 4624 NspV 1 2342
BsrFI 6 42 781 1013 1806 2336 Pacl 1 2061
4469 PflMI 1 2182
BsrGlI 3 49 768 3295 PinAl 1 2336
BssHIl 1 2315 Plel 8 150 1419 1931 2180 2265
BssSlI 3 2288 3827 5053 3298 4033 4378
Bst11071 1 2367 Pmll 1 2372
BstXI 2 167 2505 PshAI 1 2256
BstYI 7 2293 2307 2410 4295 4306 Psp14061 2 4615 4988
5014 5031 PspsSIl 1 1989
Bsu36l 1 2456 Pstl 1 2325
Cac8l 19 Pvul 2 3511 4759
Clal 1 2529 Pvull 1 2362
Cvill 67 Rcal 1 2565
Ddel 9 416 2283 2304 2443 2456 Rsal 16
2523 3929 4346 4886 Rsrll 1 1921
Dpnl 20 Sacl 1 2289
Dral 4 429 2685 3055 4966 Sacll 1 1746
Dralll 1 2446 Sall 2 243 2327
Drdl 1 3762 Sau3Al 20

Novagen - Fax 608-238-1388 - e-MmAIL novatech@novagen.com




