TB142 12/98

pBACgus-1 Transfer Plasmid

Locus polh pBACgus-1 is a baculovirus transfer plasmid (Cat. No. 70054-3) designed for simplified cloning
and expression of target genes in insect cells. The plasmid is compatible with BacVector™-1000,
Promotler ) polh -2000 or -3000 Triple Cut Virus DNA for low background transfection and efficient utilization of the
N-terminal fusion ~ non-ORF . . . .
) ) . polh promoter. The plasmid also carries the gus gene encoding B-glucuronidase under control of
C-terminal fusion ~ HiseTag . . . . . .
option the_ Ie_lte ba_3|c protein promot_er (Ps.o), Which serves as_a repgrter to verify |teco.m_b_|ne_1nt viruses by
Cloning options polylinker staining with X-gluc. Inserts in pBACgus-1 must contain their own translation initiation codon. 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 transcribed from the polh promoter is
shown below. The f1 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).
pBACgus-1 sequence landmarks
polh promoter region 3326-3408
polh transcription start 3359-3360
wt polh 5'UTR -1 position 3408
Multiple cloning sites
(BamH | - Xho I) 3412-3457
HiseTag coding sequence  3458-3475 Dra Ili(7116) ?\fstlxl (Lg;)S)
Drd 11(7108) Bpu0 I(564)
Sca l(6444)
Bpm 1(6034)

Pfl1108 1(5982)

HgiE 11(5657)
Nsp V(1882) |BamH 1(3412)
Stu 1(3420)
EcoR 1(3424)
Sac 1(3434)
Hind 111(3437)
Not 1(3444)
Eag 1(3444)
Xho 1(3452)
Msc 1(2356) Ava (3452)
Pme I(4951) PshA [(2404) His+Tag(3458-3475)
Dsa I(2411) Avr 11(3479)
Sty 1(3479)
Bpu1102 1(3488)
SgrA 1(4663) Sph 1(3498)
Age 1(4423)
Bgl 11(3310
Aat 11(3856)
Swa 1(3665)
polh primer #70007-3
Byl mRNA initiation —» polh promoter region >
AGATCTGATCATGGAGATAATTAAAATGATAACCATCTCGCAAATAAATAAGTATTTTACTGTTTTCGTAACAGTTTTGTAATAAAAAAACCTATAAAT
Eag| Aval .
BamH| Stul EcoR| Sacl HindIll  Notl Xho | His<Tag
ATAGGATCCAGGCCTGAATTCGAGCTCCAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTAA
Sty
Avrll  Bpull02 | Sphl
CCTAGGTAGCTGAGCGCATGCAAGCTGATCCGGGTTATTAGTACATTTATTAAGCGCTAGATTCTGTGCGTTGTTGATTTACAG
1629DWN primer #70011-3
pBACgus-1 cloning/expression region
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PBACgus-1 Restriction Sites TB142 12198
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 3856 BsrGl 5 197 916 1427 1853 3905 Nsil 1 332
Accl 3 107 392 3305 BstXI 1 315 Nspl 5 114 1422 2405 3498 5075
Acelll 5 1806 4241 5023 6263 7269 BstYl 11 NspV 1 1882
Acil 75 Cac8l 28 Pfll08l 1 5982
Aflil 9 547 1418 1662 1680 2378 Ciel 32 Plel 7 298 3908 4965 5450 5953
3926 4076 4181 5071 CjePI 22 7169 7177
Agel 1 4423 Clal 2 4547 4870 Pmel 1 4951
Alul 25 Cvidl 84 PshAl 1 2404
Alwl 19 CviRI 28 Psp14061 3 6190 6563 7326
Aw2ll 7 1719 2044 3434 3459 5389 Ddel 9 564 1824 3233 3488 4429 Puul 2 6334 7380
6550 6635 5346 5755 5921 6461 Real 3 2089 5791 6799
Alwddl 4 1715 2040 5385 6631 Dpnl 33 RIeAl 4 305 2701 2938 4646
AlwNI 2 2138 5487 Dral 7 45 577 3665 4951 5830 Rsal 17
Apol 14 5849 6541 Sacl 1 3434
Aval 1 3452 Dralll 1 7116 Sall 3 106 391 3304
Avall 3 2972 6102 6324 Drdl 2 5179 7160 Sau%6l 9 2010 2144 2972 6006 6085
Avrll 1 3479 Drdll 1 7108 6102 6324 7119 7387
BamH| 1 3412 Dsal 1 2411 Sau3Al 33
Banl 7 4378 4405 4609 4660 4672 Eael 3 2354 3444 6352 Scal 1 6444
5912 7072 Eagl 1 3444 ScrFl 17
Banll 2 3434 7042 Eam11051 2 647 5964 SfaNI 16
Bbsl 2 646 4034 Earl 7 199 695 1413 1851 1977 Sfel 6 2963 4908 5336 5527 6205
Bbvl 26 6759 7397 6890
Becl 16 Ecil 8 11 1692 4302 4308 4314 SgrAl 1 4663
Bce83l 5 4843 5162 5460 5701 6569 5145 5291 6119 SnaBl 2 2593 3575
Bcefl 14 Ecod7lll 2 3533 4716 Sphl 1 3498
Begl 10 1188 1222 1872 1906 2049 Eco571 3 1958 5619 6631 Sspl 10 155 573 1708 3023 3114
2083 4356 4390 6469 6503 EcoRI 1 3424 3669 3866 4739 6768 7321
Bell 3 1156 2884 3315 EcoRll 8 1502 2429 2832 3415 5097 Stul 1 3420
Bfal 10 639 952 2287 3480 3535 5218 5231 7405 Styl 1 3479
3805 5566 5819 6154 6960 EcoRV 2 2189 2420 Swal 1 3665
Bgll 2 6084 7352 Faul 15 Taql 23
Bglll 1 3310 Fokl 6 1553 2178 3212 5930 6111 Taqll 9 307 1760 2443 4973 6312
Bmgl 2 4161 4661 6398 6497 6650 6667 7211
Bpml 1 6034 Fspl 3 807 6186 7359 il 6 594 2061 2264 2469 3538
Bpul0l 1 564 Gdill 2 3444 6352 5046
Bpul102l 1 3488 Hael 7 1507 2356 2736 3420 5086 Thal 28
Bsal 2 433 6025 5097 5549 Tsel 26
BsaAl 4 2074 2593 3575 7113 Haell 9 1357 3535 4409 4574 4676 Tsp4sl 8 1781 2214 2406 2622 2703
BsaBl 4 1383 1477 2322 3341 4718 5319 6958 6966 6220 6431 6935
BsaHI 6 643 3853 4053 4406 4673 Haelll 19 Tsp5091 49
6501 Hgal 19 Tthi1in 7 1061 1161 3244 3729 5661
Bsall 4 2411 2429 3479 5231 HgiEll 1 5657 5668 5700
BsaW! 7 981 1735 2162 4423 5277 Hhal 37 UbaJl 20
5424 6255 Hin4l 13 Vspl 6 20 128 2027 3019 4060
BsaXI 2 303 7165 Hincll 5 108 393 1838 2372 3306 6136
Bshl 4 864 4181 4370 7206 Hindlll 1 3437 Xhol 1 3452
BscGl 11 Hinfl 13 Xmnl 2 4116 6563
Bsgl 4 1458 4220 4514 4668 Hphl 24
Bsil 2 5244 6628 Maell 20 Enzymes that do not cut pBACgus-1:
BsiEl 7 1258 3447 4987 5411 6334 Maelll 21 Aflll Apal ApaBl Ascl Bael
6483 7380 Mboll 20 BseRl BspEl BssHII Bst11071  BstEll
Bsll 14 Mlul 4 547 1662 1680 2378 Bsu36l EcoNI Eco01091 Fsel Hpal
Bsml 3 85 2922 3038 Mmel 5 3253 4490 5286 5470 7138 Kpnl Ncol Ndel Nhel Pacl
BsmAl 8 433 1097 4362 4425 4861 Mnll 32 PIMI Pmll Psp5ll Pstl Pwull
4920 6025 6801 Mscl 1 2356 Rsrll Sacll Sapl SexAl Sfil
BsmBI 2 1097 4425 Msel 51 Sofl Smal Spel Srfl Sse8387!
BsmFI 2 2266 3981 Msli 13 Sunl Tth11ll  Xbal Xeml
BsoF! 46 Mspl 24
Bsp24l 8 2914 2946 3991 4023 5564 MspAll 6 803 4498 4678 5413 5658
5596 5742 5774 6599
Bsp1286! 10 1719 2044 3434 3459 4163 Munl 6 2843 3164 3564 3909 4470
4663 5389 6550 6635 7042 4835
BspGl 3 1215 2299 3745 Mwol 27
BspLU11l 2 1418 5071 Narl 2 4406 4673
BspMI 2 1641 2371 Neil 9 1444 2246 2543 2605 2850
Bsrl 20 3509 5451 6147 6498
BsrBI 6 3237 4528 4823 5004 6805 NgoAlV 2 929 7008
6969 Nlalll 19
BsrDI 3 227 6025 6199 Nlalv 19
BsrFl 6 929 4423 4615 4663 6044 Notl 1 3444
7008 Nrul 2 1260 2904
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