pTriEx-1.1 Hygro Vector

TB294 02/01

Baculovirus Locus polh

Promoters Vertebrate hybrid
pl0
T7lac

C-terminal fusion options HSVeTag
HiseTag

Cloning options polylinker

Selectable marker Hygromycin®

(mammalian cells)

The pTriEx™-1.1 Hygro vector! (Cat. No. 70928-3) is designed to allow rapid characterization of
target genes in multiple expression systems, and to allow rapid selection of stable transfected mam-
malian cells expressing high levels of target protein. With this vector a single recombinant plasmid
can be used to test expression in E. coli, insect and vertebrate cells. Expression in vertebrate cells is
mediated by a hybrid promoter composed of the CMV immediate early enhancer fused to the
chicken B-actin promoter. The drug selection marker is expressed under the control of the EMC
virus Cap-Independent Translation Enhancer (CITE) sequence (or IRES), allowing rapid selection of
transfected mammalian cells using hygromycin. For expression in insect cells, pTriEx-1.1 Hygro
contains flanking baculovirus sequences to permit the generation of recombinant baculoviruses
using the BacVector® System. In baculovirus-infected insect cells, expression is driven by the very

pTriEx-1.1 Hygro sequence landmarks

CMYV ie enhancer region 1079-1443
Chicken actin promoter region 1449-1726
Vertebrate transcription start 1727

T7 promoter 2150-2166
T7 transcription start 2167

lac operator 2171-2191
p10 promoter region 2205-2318
p10 transcription start 2249-2250
Multiple cloning sites 2331-2519

(Nco 1-Bsu36 1)
HSVeTag® coding sequence 2441-2476
His=Tag® coding sequence 2483-2506

late p10 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 constitu-
tively expresses T7 RNA polymerase from the Ap, and Ap, promoters. Alternatively, pTriEx recombi-
nant plasmids can be transferred into a (DE3)pLacl host that allows induction with IPTG.

1 patent pending

enhancer

Nco | (2331)
CITE sequence 2561-3023 Chicken B actin ECORV  (2340)
; Smal (2345)
hygro 3047-4078 pTriEx-1.1 Hygro """ ECI136 I (2350,
Rabbit globin terminator region 4079-4453 (6951 bp) Eamlyll (ggggz
T7 terminator 4454-4501 BS?H fzsmi
pUC origin 5430 A:fl' gg;g
bla coding sequence 6029-6889 (O Xbal(2034) |sses3s7 | (2388
Nsp V (2405)
swa | (4768) J Psp5 Il (2208) |Not! (2415)
Rabbit B globin Pac | (2280) EV“J (2az5;
terminator SLL07 1 (2430;
Xho | (2477)
Sph | (4512) Bsu36|  (2519)
Avr I (2600)
PfM I (2902)
CAAT box chicken B-actin promoter TATA box 5 Cap

Exon1

lac operator

GGTGOGGOGGCAGCCAATCAGAGCGGCGCGCTCCGAAAGTTTCC ATGGCGAGGCGGOGGCGGCEGECGECCCTATAAAAAGCGAAGCGCGOGEOGGGECEGEAGTCGCTGCGOGCTGCCT TCGCCCCGTGCCCCGCTCCGCCGCCGLT

TCGOGCCGOCCGCOCCGGCTCTGACTGACCGOGT TACTCCCACAGGT - . . 258bp - - . AGCTCCTGGGCAACGTGCTGGT TATTGTGCTGTCTCATCAT TTTGGCAAAGAAT TGGATCGGACCGAAATTAATACGACTCACTATAGGGG

intron TriEXUP primer #70846-3 T7 promoter

Exon 2
p10 promoter region p10 mRNA initiation  —

AATTGTGAGOGGATAACAAT TCCCCGGAGT TAATCOGGGACCT TTAATTCAACCCAACACAATATAT TATAGT TAAATAAGAATTAT TATCAAATCAT TTGTATAT TAATTAAAATACTATACTGTAAATTACA ATTTACAATCA

GAGGATCTCGAGCACCACCATCACCA
GluAsplLeuGluHisHisHisHisHisHisHisHisEnd

i Exon 2
Kozak 3-ORF site
consensus Ecl136 Il Pstl
RBS Ncol EcoRVsmal(Sacl) pamH| EcoR1 —_Bgll _ Ascl S5€83871 NspV Notl _ PvyiIBst1071 HSV-Tag

AAGGAGATATACCATGGCGATATCCOGGGAGCTCGTGGATCCGAAT TCTCAGATCTCGGCGCGCCTGCAGGTOGACGGTACCGGT TCGAAGCT TGCGGCCGCACAGCTGTATACACG TGCAAGCCAGCCAGAACTCGCCCCGGAAGACCCC
MetAlal leSerArgGluLeuvalAspProAsnSerGInl leSerAlaArgLeuGInvValAspGlyThrGlySerLyslLeuAlaAlaAlaGInLeuTyr ThrARgAlaSerGInProGlulLeuAlaProGIuAspPro

Exon 2

HSV-Tag xho | His-Tag _Bsu36 | TriEXDOWN primer #70847-3

\TCACCATCACTAAGTGAT TAACCTCAGGTGCAGGCTGCCTATCAGAAGGTGGTGGCTGGTGTGG.- - . 1650bp CITE-hygro. . .CCAATGCCCTGGCTCACAAATACCACTGAGATCGATC

CCCTCTGCCAAAAAT TATGGGGACATCATGAAGCCCCTTGAGCATCTGACT TCTGGCTAATAAAGGAAAT TTATTTTCAT TGCAATAGTGTGT TGGAAT TTTTTGTGTCTCTCACTCGGAAGGACATATGGGAGGGCAAATCATT

polyA Exon 2

signal

Exon 2

pTriEx-1.1 Hygro cloning/expression region
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NI LA ST A

PTriEx-1.1 Hygro Restriction Sites TB294 02/01
Enzyme  # Sites Locations Enzyme  # Sites Locations Enzyme  # Sites Locations
Aatll 5 1204 1257 1340 3083 4959 Dralll 4 2509 2812 3344 3637 ScrFl 24
Accl 3 244 2391 2429 Drdl 3 3560 3941 5475 SfaNI 17
Acil 85 Dsal 5 1962 2331 2984 3764 3833 Sfel 7 2076 2162 2384 2697 5632
Afllll 7 399 2432 2764 2940 5029 Eael 9 1011 1015 2415 2752 3261 5823 6343
5179 5368 3426 3679 3996 6490 Sqfl 2 3420 5224
Ahdl 2 499 6102 Eagl 5 1015 2415 3261 3426 3996 Smal 1 2345
Alul 28 Earl 3 51 547 6897 SnaBl 2 1419 4678
Alw26l 8 285 949 1019 2116 3124 Ecl136ll 1 2350 Sphl 1 4512
4364 6163 6939 Eco471ll 2 1862 4636 Sse83871 1 2388
Alwl 15 Eco571 3 2894 5915 6769 Sspl 4 425 4772 4969 6906
AlwNI 2 2084 5783 Eco01091 7 1927 1928 2208 2562 2919 Styl 3 2331 2600 4465
Apal 2 1931 2566 2973 4470 Swal 1 4768
ApalLl 5 2927 3336 3638 5681 6769 EcoRI 1 2362 Tail 23
Apol 12 EcoRlI 11 Taql 21
Ascl 1 2378 EcoRV 1 2340 Tfil 8 446 2907 3152 3274 3474
Aval 4 1951 2343 2468 2477 Faul 23 3725 4641 5343
Avall 7 2140 2208 3464 4005 4587 Fnud4Hl 55 Thal 31
6240 6462 Fokl 6 2891 3425 3798 6068 6249 Tsel 25
Avrll 1 2600 6536 Tsp45l 4 2021 3346 6358 6569
BamHI 1 2356 Fsel 1 1017 Tsp5091 42
Banl 5 2396 2742 2890 3630 6050 Fspl 2 659 6324 TspRI 13
Banll 5 1460 1920 1931 2352 2566 Haell 3 1864 4638 5615 Tth11ll 2 3116 3560
Bbsl 5 498 2469 2575 2689 5137 Haelll 30 Vspl 5 1086 2149 2276 5163 6274
Bbvl 25 Hoal 14 Xbal 1 2034
Begl 2 4173 6641 Hhal 35 Xhol 1 2477
Bfal 12 Hincll 3 245 2392 3892 Xmnl 2 2661 6701
Bgll 5 1169 1291 1362 2751 6222 Hindlll 3 2408 2673 3022
Bglll 1 2370 Hinfl 15 Enzymes that do not cut pTriEx-1.1 Hygro:
Bpml 3 3724 3778 6172 Hphl 12 Aflll Bcell Bpul102l BsaBI BseRI
BpulOl 2 416 4121 Kpnl 2 2400 2894 BstEll EcoNI Ehel Hpal Mscl
BsaAl 4 1419 2435 2765 4678 Maelll 15 Narl Nhel Nrul Pmel PshAl
BsaHI 9 495 1201 1254 1337 3080 Mboll 20 SanDI Sapl SexAl Sfil SgrAl
4048 4956 5156 6639 Miul 1 399 Spel Srfl Stul Sunl Xeml
Bsal 2 285 6163 Mnll 48
BsaJl 19 Msel 38
Bsawl 10 833 2399 3056 3277 339% Msll 6 950 2056 4407 6354 6513
3814 3950 5573 5720 6393 6872
Bsgl 2 1560 2545 MspAll 10 655 1964 2425 2719 3383
BsiEl 13 3692 3835 5709 5954 6737
BsiHKAI 8 2352 2484 2931 3340 3642 Mspl 31
5685 6688 6773 Munl 2 4667 5012
Bsll 19 Mwol 44
BsmBlI 3 949 1019 3124 Ncil 13
BsmFl 10 1254 1405 1844 1983 2002 Ncol 1 2331
2221 3003 3973 4286 5084 Ndel 5 1313 3506 4378 4438 4446
Bsml 2 2595 2634 NgoAIlV 2 781 1013
Bsp12861 13 Nlalll 19
BspEl 4 3056 3277 3814 3950 Nlalv 22
BspLU11l 2 2940 5368 Notl 1 2415
BspMI 3 2377 2788 3369 Nsil 2 184 1445
BsrBI 8 1647 1761 1824 1947 2179 Nspl 4 2935 2944 4512 5372
3447 3805 5301 NspV 1 2405
BsrDI 4 79 4329 6163 6337 Pacl 1 2280
BsrFI 7 42 781 1013 2025 2399 PfIMI 1 2902
3394 6182 PinAl 2 2399 3394
BsrGlI 3 49 768 5008 Plel 7 150 1736 2150 2843 5011
Bsrl 15 5746 6091
BssHIl 6 1570 1572 1650 1713 1736 Pmll 2 2435 2765
2378 Psp14061 2 6328 6701
BssSlI 5 2351 3156 3635 5540 6766 Psp5ll 1 2208
Bst11071 1 2430 Pstl 1 2388
BstXI 2 167 4218 Pvul 3 3420 5224 6472
BstYl 8 2356 2370 2473 3053 6008 Pwull 1 2425
6019 6727 6744 Rcal 1 4278
Bsu36l 1 2519 Rsal 18
Cac8l 35 Rsrll 2 2140 3464
Clal 1 4242 Sacl 1 2352
Cvill 113 Sacll 2 1965 3836
Ddel 10 416 2367 2506 2519 3434 Sall 2 243 2390
4121 4236 5642 6059 6599 Sau3Al 28
Dpnl 28 Sau96l 23
Dral 4 429 4398 4768 6679 Scal 2 4026 6582
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