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PTriEx-3 Vector TB281 04/00

The pTriEx™.-3 vector! (cat. no. 70823-3)is designed to allow rapid characterization of target

Baculovirus Locus polh ) _ genes in multiple expression systems. With this vector a single recombinant plasmid can be used to
Promoters C%V immediate early test expression in E. coli, insect and vertebrate cells. Transient vertebrate expression is mediated by
$7lac the CMV immediate early enhancer and promoter? For expression in insect cells, pTriEx-3 contains
C-terminal fusion options  HSVeTag flanking baculovirus sequences to permit the generation of recombinant baculoviruses using the
HissTag BacVector™ System. In baculovirus-infected insect cells, expression is driven by the very late p10
Cloning options polylinker promoter. Expression in E. coli is regulated by the tightly controlled T7lac promoter. Expression

can be induced in hosts such as NovaBlue by infecting with ACES6, a phage that constitutively ex-
presses T7 RNA polymerase from the Ap, and Ap, promoters. Alternatively, pTriEx recombinant
plasmids can be transferred into a (DE3)pLacl host that allows IPTG based induction.

pTriEx-3 sequence landmarks

CMYV ie enhancer/promoter 1021-1597 Xmn 1(4832) Nsi | (184)
Vertebrate transcription start 1598 Beg I'@772) Milu I(399)
Bcg 1(4738) BpulO I(416)
T7 promoter 1931-1947 Sca 1(4713)
T7 transcription start 1948
lac operator 1952-1972 Bom |
. m 1(4303
p10 promoter region 1986-2099 pm 14309
p10 transcription start 2030-2031 BsmB | (949)
Multiple cloning sites 2112-2290 Fse I(1017)
(Nco I-Dra llI)
HSVeTag® coding sequence 2222-2257 Nco | (2112)
HiseTag® coding sequence 2264-2287 EcoRt \(’Zfzgl)j 3-ORF
: : ; ; - . ; Ecl136 Il (2131) |Site
Rabbit globm terminator region 2375-2581 pT” Ex-3 ecrwm\z;r:ﬁer/ Sac | (2139
T7 terminator 2585-2632 (5082 bp) BamH | (2137)
- promoter EcoR | (2143)
pUC origin 3561 Drd 1(3606) Bgl Il (2151)
. - BssH Il (2159)
bla coding sequence 4163-5020 BspLULL 1(3499) é:ﬁl((zzllessg)
Sse8387 | (2169)
Sgf 1(3355) PinA [ (2180)
. . Kpn |
Rabbit 3 globin NES v(?zlfslf)s)
T7 terminator T7 promoter Apa l1712) |Hind IIl (2189)
lac operator Sac ll(1746) Eag | (2196)
Xba I(1815) Not | (2196)
Pvu Il (2206) 3-ORF
Rsr ll(1921) EStﬁlm | @21 gjre
Swa 1(2899) Psp5 11(1989) tho | (éiég))
Eco47 11l @2767) sph 1(2643) Pac 1(2061) Dra IIl (2290)
Rca 1(2409)| Msc 1(341) Bsu36 | (2300)
Cla 1(2373)
CMV immediate early enhancer/promoter region TATA box 5 _Cap

CAAAATGT CGTAATAACCCCGCCCCGT TGACGCAAAT GEGCGGT AGGCGT GTACGGT GGGAGGT CTATATAAGCAGACGT CGT TTAGTGAACCKIST CAGATCACTAGATGCTTTATTGCGGTAGI TTATCACAGT TAAATTGCTAACGCCA

intron TriEXUP primer #70846-3 T7 promoter
GT CTCGAACT TAACGT GCAGAAGT TGGT CGT GAGGCACT GBGCAGGT. . . 160bp. . . AGCTCCTGGBGCAACGT GCTGGT TATTGT GCTGT CTCATCATTTTGGCAAAGAAT TGGAT CGGACCGAAAT TAATACGACT CACTATAGGGG

Exon 1 Exon 2
lac operator p10 promoter region  p10 mRNA initiation —
AATTGT GAGCGGATAACAAT TCCCCGGAGT TAAT CCGGGACCT TTAAT TCAACCCAACACAATATATTATAGT TAAATAAGAATTATTATCAAATCATTTGTATATTAATTAAAATACTATACT GTAAATTACATTTTATTTACAATCA
Kozak 3-ORF site Exon2
consensus Ecl136 II BssH Il Pst1 Kpn | Nsp V Eagl 3-ORF site
RBS Ncol ECORVSmal(Sacl) BamHIEcoRI  Bglll _ Asc| 55€83871 PinAl_ Hind il _Notl  Pvu (1BStI107 Ipmi | HSV-Tag

AAGGAGATATACCAT GGCGATATCCOGGGAGCTCGT GGATCOGAAT TCTCAGAT CT CGECGCGOCT GCAGGT CGACGGT ACCGGT TCGAAGCT TGOGGECOGCACAGCT GTATACACGT GCAAGCCAGCCAGAACT CGOCCOGGAAGACCCC
Met Ala Ile Ser Arg 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 Ala Pro Glu Asp Pro

Exon 2

HSVeTag xho | HiseTag Dra lll Bsu36 | Msc | TriEXDOWN primer #70847-3

GAGGATCTCGAGCACCACCATCACCATCACCATCACTAAGT GATTAACCT CAGGT GCAGGCT GOCTAT CAGAAGGT GGT GECT GGT GT GGCCAAT GCCCT GGCTCACAAATACCACTGAGATCGATCTTTTTCCCTCTGCCAAAAATTAT
Glu Asp Leu Glu His His His His His His His His End

polyA Exon 2
signal
GGGGACAT CATGAAGCCCCT TGAGCAT CTGACT TCTGECTAATAAAGGAAATTTATTTTCATTGCAATAGT GTGT TGGAAT TTTTTGT GT CTCTCACT CGGAAGGACAT AT GGGAGGGCAAAT CATTTAAAACAT CAGAATGAGTATTTG

Exon 2

pTriEx-3 cloning/expression region
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PTriEx-3 Restriction Sites TB281 04100
Enzyme # Sites Locations Enzyme  # Sites Locations Enzyme # Sites Locations
Aatll 6 1140 1193 1276 1462 1583 Eael 4 1011 2196 2339 4621 ScrFl 16
3090 Eagl 1 2196 SfaNI 9 14 191 1372 1599 2434
Accl 3 244 2172 2210 Earl 3 51 547 5028 3595 4489 4680 4929
Acil 43 Ecl1361l 1 2131 sfcl 6 1857 1943 2165 3763 3954
Afllll 5 399 2213 3160 3310 3499 Eco47ill 1 2767 4474
Ahdl 2 499 4233 Eco571 2 4046 4900 Sofl 1 3355
Alul 18 Eco0109! 3 1709 1989 2601 Smal 1 2126
Alwl 11 EcoRI 1 2143 SnaBl 2 1355 2809
Alw26l 8 285 949 1449 1659 1897 EcoRIl 8 1103 1296 1864 2348 2668 Sphl 1 2643
2495 4294 5070 3525 3645 3658 Sse83871 1 2169
AlwNI 2 1865 3914 EcoRV 1 2121 Sspl 4 425 2903 3100 5037
Apal 1 1712 Faul 7 1108 1134 1301 1529 1712 Styl 2 2112 2596
ApalLl 2 3812 4900 1738 1775 Swal 1 2899
Apol 11 FnudHl 24 Tail 18
Ascl 1 2159 Fokl 3 4199 4380 4667 Taql 12
Aval 4 1732 2124 2249 2258 Fsel 1 1017 Tfil 3 446 2772 3474
Avall 5 1921 1989 2718 4371 4593 Fspl 2 659 4455 Thal 12
BamHI 1 2137 Haell 2 2769 3746 Tsel 14
Banl 3 1480 2177 4181 Haelll 16 Tsp45l 3 1802 4489 4700
Banll 2 1712 2133 Hgal 9 146 503 966 1541 2709 Tsp5091 38
Bbsl 3 498 2250 3268 2869 3295 3609 4759 TspRI 11
Bbvl 14 Hhal 16 Vspl 5 1022 1930 2057 3294 4405
Begl 1 4738 Hincll 3 245 1531 2173 Xbal 1 1815
Begl’ 1 4772 Hindlll 1 2189 Xhol 1 2258
Bfal 9 491 804 1606 1816 2585 Hinfl 9 156 446 1425 1937 2772 Xmnl 1 4832
2769 3039 3993 4423 3148 3474 3869 4228
Bgll 4 1105 1227 1298 4353 Hphl 8 183 879 2264 2270 4303 Enzymes that do not cut pTriEx-3:
Bglll 1 2151 4719 4925 4960 Aflll Avrll Bell Bpul102! BsaBl
Bpml 1 4303 Kpnl 1 2181 BseRlI Bsml BspEl BstEll EcoNI
BpulOl 1 416 Maelll 13 Ehel Hpal Narl Nhel Nrul
Bsal 2 285 4294 Mboll 15 PflMI Pmel PshAl SanDlI Sapl
BsaAl 3 1355 2216 2809 Miul 1 399 SexAl Sfil SgrAl Spel Srfl
BsaHI 9 495 1137 1190 1273 1459 Mnll 23 Stul Sunl Tth111ll  UbaEl Xeml
1580 3087 3287 4770 Mscl 1 2341
BsaJl 11 Msel 37
Bsawl 5 833 2180 3704 3851 4524 Msll 7 950 1380 1837 2538 4485
Bsgl 2 1689 2326 4644 5003
BsiEl 6 2199 3355 3415 3838 4603 Mspl 20
4752 MspAll 6 655 1745 2206 3840 4085
BsiHKAI 5 2133 2265 3816 4819 4904 4868
Bsll 10 264 1064 1718 1766 2610 Munl 2 2798 3143
2976 3521 3539 3704 3983 Mwol 18
BsmBI 1 949 Ncil 8 1975 1987 2125 2126 2240
BsmFl 8 1190 1341 1509 1764 1783 3878 4416 4767
2002 2417 3215 Ncol 1 2112
Bsp1286! 6 1712 2133 2265 3816 4819 Ndel 4 1249 2509 2569 2577
4904 NgoAlV 2 781 1013
BspLU11l 1 3499 Nialll 14
BspMI 2 1686 2158 Nlalv 12
Bsrl 13 Notl 1 2196
BsrBI 3 1728 1960 3432 Nsil 1 184
BsrDI 4 79 2460 4294 4468 Nspl 2 2643 3503
BsrFI 6 42 781 1013 1806 2180 NspV 1 2186
4313 Pacl 1 2061
BsrGl 3 49 768 3139 PinAl 1 2180
BssHIl 1 2159 Plel 6 150 1419 1931 3142 3877
BssSI 3 2132 3671 4897 4222
Bst11071 1 2211 Pmll 1 2216
BstXI 2 167 2349 Psp14061 2 4459 4832
BstYI 7 2137 2151 2254 4139 4150 Psp5Il 1 1989
4858 4875 Pstl 1 2169
Bsu3él 1 2300 Pvul 2 3355 4603
Cac8l 18 Pvull 1 2206
Clal 1 2373 Rcal 1 2409
Cvidl 66 Rsal 15
Ddel 8 416 2148 2287 2300 2367 Rsrll 1 1921
3773 4190 4730 Sacl 1 2133
Dpnl 20 Sacll 1 1746
Dral 4 429 2529 2899 4810 Sall 2 243 2171
Dralll 1 2290 Sau3Al 20
Drdl 1 3606 Sau96l 12
Dsal 2 1743 2112 Scal 1 4713
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