PBAC-2cp Transfer Plasmid

Locus polh
Promoter polh

N-terminal fusion  HiseTag,
SeTag

C-terminal fusion HiseTag

option

Cloning options LIC,
polylinker

pBAC-2cp sequence landmarks

polh promoter region 1177-1259
polh transcription start 1210-1211
wt polh 5'UTR -1 position 1259
HiseTag coding sequence  1272-1289
SeTag coding sequence 1320-1364
Multiple cloning sites

(Smal-Xhol) 1397-1460
HiseTag coding sequence  1461-1478

start  insert  stop
5 GACGACGACAAGATG sense. . TAACCGGGCTTCTCCTC 3
3 'CTGCTGCTGTTCTAC anti ATIGGCCCGAAGAGGAG 5

l T4 DNA pol + dATP

Ek/LIC overhangs

GACGACGACAAGATG sense. . TAA
AC anti ATTGGCCCGAAGAGGAG
+
GAT CCGEGECTTCTCCTCA
g C7acTecTecTeTTCT 7 Iy
EK/LIC vector

£AYAER D

TB128 12/98

pBAC™-2cp is a baculovirus transfer plasmid (Cat. No. 70004-3) designed for simplified cloning
and expression of target genes in insect cells. The plasmid is compatible with BacVector™-1000,
-2000 or -3000 Triple Cut Virus DNA for low background transfection and efficient utilization of the
polh promoter. pBAC-2cp provides an ATG start codon at the optimal position relative to native
polyhedrin translation signals. Cloning sites are provided for the creation of N-terminal fusions of
an insert with HiseTag® and/or SeTag™ sequences. A Ligation-Independent Cloning (LIC) version
of the vector is available (Cat. No. 70021-3) for rapid, directional cloning of PCR products adjacent
to the enterokinase cleavage site. The vector provides optional expression of a C-terminal HiseTag
fusion sequence by allowing read-through of inserts in the proper reading frame. Unique restriction
sites are indicated on the circle map. The cloning/expression region of the coding strand tran-
scribed from the polh promoter is shown below. The 1 origin is oriented so that infection with
helper phage will produce virions containing single stranded DNA that corresponds to the coding
strand. Single stranded sequencing of phage-derived DNA can be performed using the 1629DWN
primer (Cat. No. 70011-3).
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AGATCTGATCATGGAGATAATTAAAATGATAACCATCTCGCAAATAAATAAGTATTTTACTGTTTTCGTAACAGTTTTGTAATAAAAAAACCTATAAAT

Nco| HissTag

ATGCCCATGGTCCATCATCACCACCATCACTCCGCGGGTTTGGTGCCCAGAGGCAGCGGCAAAGAAACGGCGGCGGCGAAATTTGAACGCCAACACATGGACAGC
MetProMetValHisHisHisHisHisHisSerAlaGlyLeuValProArgGlySerGlyLysGluThrAlaAlaAlalysPheGluArgGlinHisMetAspSer

LIC site

GCTAGCGGTGGAGGTGATGACGACGACAAGAGCCCGGGCTTCTCCTCAAAAGGCCTGGATCCGAATTCGAGCTCGAAGCTTGCGGCCGCACTCGAG
AlaSerGlyGlyGlyAspAspAspAsplysSerProGlyPheSerSerLysGlylLeuAspProAsnSerSerSerLysLeuAlaAlaAlaleuGlu
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CACCACCACCACCACCACTAACCTAGGTAGCTGAGCGCATGCAAGCTGATCCGGGTTATTAGTACATTTATTAAGCGCTAGATTCTGTGCGTTGTTGATTTACAG

1629DWN primer #70011-3

pBAC-2cp cloning/expression region
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PBAC-2cp Restriction Sites TB128 12198

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 1859 BstYl 8 1161 1421 3715 3726 3812 Pfl11081 1 3985
Accl 2 107 392 3824 4592 4609 PAIMI 1 1355
Acelll 4 2244 3026 4266 5272 Cac8l 24 Plel 7 298 1911 2968 3453 3956
Acil 62 Ciel 20 5172 5180
Afllll 5 547 1929 2079 2184 3074 CjePI 26 Pmel 1 2954
Agel 1 2426 Clal 2 2550 2873 Psp1406l 3 4193 4566 5329
Alul 23 Cvidl 63 Pvul 2 4337 5383
Alwl 14 CviRI 15 Real 2 3794 4802
Alw21l 5 1437 1462 3392 4553 4638 Ddel 7 564 1491 2432 3349 3758 RleAl 2 305 2649
Alw4dl 2 3388 4634 3924 4464 Rsal 11
AlwNI 1 3490 Dpnl 23 Sacl 1 1437
Apol 12 Dral 7 45 577 1668 2954 3833 Sacll 1 1294
Aval 2 1397 1455 3852 4544 Sall 2 106 391
Avall 3 1268 4105 4327 Dralll 1 5119 Sau96l 7 1268 4009 4088 4105 4327
Avrll 1 1482 Drdl 2 3182 5163 5122 5390
BamH| 1 1421 Drdll 1 5111 Sau3Al 23
Banl 8 1301 2381 2408 2612 2663 Dsal 2 1264 1291 Scal 1 4447
2675 3915 5075 Eael 2 1447 4355 ScrFl 11
Banll 3 1398 1437 5045 Eagl 1 1447 SfaNI 6 339 2323 3171 4223 4414
Bbsl 2 646 2037 Eam11051 2 647 3967 4663
Bbv! 19 Earl 4 199 695 4762 5400 Sfel 5 2911 3339 3530 4208 4893
Becl 12 Ecil 7 11 2305 2311 2317 3148 SgrAl 1 2666
Bce83l 5 2846 3165 3463 3704 4572 3294 4122 Smal 1 1399
Bcefl 7 20 1342 2242 2356 2397 Ecod7ll 3 1364 1536 2719 SnaBl 1 1578
3576 5089 Eco57I 2 3622 4634 Sphi 1 1501
Begl 4 2359 2393 4472 4506 EcoRI 1 1427 Srfl 1 1399
Bell 2 1156 1166 EcoRll 5 1417 3100 3221 3234 5408 Sspl 7 155 573 1672 1869 2742
Bfal 10 639 952 1366 1483 1538 Faul 10 1286 2123 2137 2285 2494 4771 5324
1808 3569 3822 4157 4963 2524 2886 4908 4977 5381 Stul 1 1417
Bgll 2 4087 5355 Fokl 3 3933 4114 4401 Styl 2 1264 1482
Bylll 1 1161 Fspl 3 807 4189 5362 Swal 1 1668
Bmgl 3 1304 2164 2664 Gdill 2 1447 4355 Taq! 16
Bpml 1 4037 Hael 4 1417 3089 3100 3552 Taqll 7 307 2976 4315 4500 4653
Bpui0l 1 564 Haell 9 1366 1538 2412 2577 2679 4670 5214
Bpul102l 1 1491 2721 3322 4961 4969 il 3 594 1541 3049
Bsal 2 433 4028 Haelll 13 Thal 15
BsaAl 2 1578 5116 Hoal 9 294 651 1114 1638 2064 Tsel 19
BsaBl 1 1192 3185 3763 4493 4894 Tspdsl 3 4223 4434 4938
BsaHI 6 643 1856 2056 2409 2676 HgiEll 1 3660 Tsp5091 41
4504 Hhal 30 Tth11lll 5 1061 1732 3664 3671 3703
Bsall 5 1264 1291 1397 1482 3234 Hindl 10 270 646 1630 1765 2229 UbaJl 20
BsaW! 5 981 2426 3280 3427 4258 2265 2512 2857 3966 4040 Vspl 4 20 128 2063 4139
BsaxI| 3 303 1286 5168 Hincll 2 108 393 Xhol 1 1455
Bsbl 5 864 1352 2184 2373 5209 Hindlll 1 1440 Xmnl 2 2119 4566
BscGl 7 2593 3401 3747 3968 3992 Hinfl 10 304 594 1541 1917 2974
4514 5022 3049 3445 3962 5164 5186 Enzymes that do not cut pBAC-2cp:
BseR| 1 1397 Hphl 11 Aflll Apal ApaBl Ascl Bael
Bsgl 3 2223 2517 2671 Maell 15 BspEl BspMI BssHII Bst11071  BstEll
Bsil 2 3247 4631 Maelll 13 Bsu36! EcoNI Eco01091 EcoRV Fsel
BsiEl 6 1450 2990 3414 4337 4486 Mboll 15 Hpal Kpnl Mscl Ndel Nrul
5383 Mlul 1 547 NspV Pacl Pmll PshAl Pspsll
Bsll 10 190 412 1355 1745 3096 Mmel 4 2493 3289 3473 5141 Pstl Pwull Rsrll Sapl SexAl
3114 3280 3559 4897 5223 Mnll 28 Sfil Sofl Spel Sse83871  Sunl
Bsml 1 85 Msel 43 Tth111l  Xbal Xeml
BsmAl 8 433 1097 2365 2428 2864 Msll 7 70 1098 2657 2921 4219
2923 4028 4804 4378 4737
BsmBI 2 1097 2428 Mspl 17
BsmFl 1 1984 MspAll 8 803 1293 1315 2501 2681
BsoFl 39 3416 3661 4602
Bsp24| 6 1994 2026 3567 3599 3745 Munl 4 1567 1912 2473 2838
3777 Mwol 18
Bsp12861 10 1306 1398 1437 1462 2166 Narl 2 2409 2676
2666 3392 4553 4638 5045 Ncil 6 1398 1399 1512 3454 4150
BspGl 1 1748 4501
BspLU11l 1 3074 Ncol 1 1264
Bsrl 11 NgoAlV 2 929 5011
BsrBI 5 2531 2826 3007 4808 4972 Nhel 1 1365
BsrDI 3 227 4028 4202 Nlalll 13
BsrFl 6 929 2426 2618 2666 4047 Nlalv 19
5011 Notl 1 1447
BsrGI 3 197 916 1908 Nsil 1 332
BstXI 1 315 Nspl 3 114 1501 3078
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