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PBACgus-3 Transfer Plasmid TB218 12/98

pBACgus-3 is a baculovirus transfer plasmid (Cat. No. 70089-3) compatible with BacVector™

Locus polh -1000, -2000, or -3000 Triple Cut Virus DNA for low background transfection and efficient utiliza-
:g:zgg: sianal poI: . tion of the polh promoter and expression of secreted proteins. A 20 amino acid gp64 signal peptide
gnal gp64 signal . - . L - .
peptide sequence iscapable of directing high levels of protein into the secretory pathway of infected insect
N-terminal fusion  HiseTag, cells. Cloning sites are provided for the creation of N-terminal fusions of an insert with HiseTag®
SeTag and/or SeTag™ sequences. pBACgus-3 provides an ATG start codon at the optimal position rela-
C-terminal fusion  HiseTag tive to native polyhedrin translation signals. Unique restriction sites are indicated on the circle
option map. The cloning/expression region of the coding strand transcribed from the polh promoter is
Cloning options polylinker 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).

BstX 1(315)
Nsi 1(332)
Bpu10 I(564)

pBACgus-3 sequence landmarks

polh promoter region 3326-3408
polh transcription start 3360

wt polh 5'UTR -1 position 3408
signal peptide coding region  3409-3474

Dra Ill(7281)

Sca 1(6609)

HiseTag coding sequence 3484-3501

SeTag coding sequence 3532-3576

Multiple cloning sites Bpm I(6199)
(Smal-Xhol) 3609-3672

HiseTag coding sequence

(C-terminal) 3673-3690

pBACgus-3
(7623 bp)

Nsp V(1882)

Nco 1(3476)
Sac 11(3506)
PfIM 1(3567)
Nhe 1(3577)
BseR 1(3609)
Msc |(2356) Sma 1(3611)
PshA 1(2404) | grf |(3611)
Stu 1(3629)
BamH 1(3633)
EcoR 1(3639)
Sac 1(3649)
Hind 111(3652)
Not 1(3659)
Eag 1(3659)
Xho 1(3667)
Bgl 11(3310) Avr 11(3694)
Bpul102 1(3703)
Sph 1(3713)

Pme 1(5166)

SgrA 1(4878)

PinA 1(4638)

Aat 11(4071)

Swa 1(3810) \l

polh primer #70007-3 h i
Bgl I mMRNA initiation —> polh promoter region -
| gl
AGATCTGATCATGGAGATAATTAAAATGATAACCATCTCGCAAATAAATAAGTATTTTACTGTTTTCGTAACAGTTTTGTAATAAAAAAACCTATAAAT

gp64 signal peptide Nco | HissTag Sac ll

ATGCCCATGTTAAGCGCTATTGTTTTATATGTGCTTTTGGCGGCGGCGGCGCATTCTGCCTTTGCGGCCATGGTCCATCATCACCACCATCACTCCGCGGGT
Met Pro Met Leu Ser Ala lle Val Leu Tyr Val Leu Leu Ala Ala Ala Ala His Ser Ala Phe Ala Ala Met Val His His His His His His Ser Ala Gly

signal peptidase

STagBAC primer #70009-3 SeTag PfM | Nhe |

TTGGTGCCCAGAGGCAGCGGCAAAGAAACGGCGGCGGCGAAATTTGAACGCCAACACATGGACAGCGCTAGCGGTGGAGGTGATGACGACGACAAG
Leu Val Pro Arg Gly Ser Gly Lys Glu Thr Ala Ala Ala Lys Phe Glu Arg GIn His Met Asp Ser Ala Ser Gly Gly Gly Asp Asp Asp Asp Lys

thrombin enterokinase
Small Eag| .
Srfl BseR | Stul BamH| EcoR| Sacl Hindlll _ Notl Xhol His-Tag Avrll Bpull02| Sphl

AGCCCGGGCTTCTCCTCAAAAGGCCTGGATCCGAATTCGAGCTCGAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTAACCTAGGTAGCTGAGCGCATGC
Ser Pro Gly Phe Ser Ser Lys Gly Leu Asp Pro Asn Ser Ser Ser Lys Leu Ala Ala Ala Leu Glu His His His His His His End

AAGCTGATCCGGGTTATTAGTACATTTATTAAGCGCTAGATTCTGTGCGTTGTTGATTTACAG
1629DWN primer #70011-3

pBACgus-3 cloning/expression region
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PBACgus-3 Restriction Sites TB218 12098
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 4071 Drdl 2 5394 7375 Smal 1 3611
Accl 3 107 392 3305 Dsal 3 2411 3476 3503 SnaBl 2 2593 3790
Acil 85 Eael 4 2354 3473 3659 6567 Sphi 1 3713
Pailll] 9 547 1418 1662 1680 2378 Eagl 1 3659 Srfl 1 3611
4141 4291 4396 5286 Earl 7 199 695 1413 1851 1977 Sspl 10 155 573 1708 3023 3114
Ahdl 2 647 6179 6974 7612 3884 4081 4954 6983 7536
Alul 25 Ecod7lll 4 3423 3576 3748 4931 Stul 1 3629
Alwl 19 Eco571 3 1958 5834 6846 Styl 2 3476 3694
Alw26! 8 433 1097 4577 4640 5076 EcoRl 1 3639 Swal 1 3880
5135 6240 7016 EcoRll 8 1502 2429 2832 3629 5312 Tail 20
AlwNI 2 2138 5702 5433 5446 7620 Taql 24
Apall 4 1715 2040 5600 6846 EcoRV 2 2189 2420 il 6 594 2061 2264 2469 3753
Apol 15 Faul 16 5261
Aval 2 3609 3667 FnudHl 54 Thal 29
Avall 4 2972 3480 6317 6539 Fokl 6 1553 2178 3212 6145 6326 Tsel 27
Avrll 1 3694 6613 Tsp4sl 8 1781 2214 2406 2622 2703
BamHI 1 3633 Fspl 3 807 6401 7574 6435 6646 7150
Banl 8 3513 4593 4620 4824 4875 Haell 11 Tsp5091 50
4887 6127 7287 Haelll 20 TspRI 14
Banll 3 3610 3649 7257 Hgal 19 UbaEl 2 1656 2360
Bbsl 2 646 4249 Hhal 40 Vspl 6 20 128 2027 3019 4275
Bbvl 27 Hincll 5 108 393 1838 2372 3306 6351
Begl 5 1188 1872 2049 4605 6684 Hindlll 1 3652 Xhol 1 3667
Begl' 5 1222 1906 2083 4571 6718 Hinfl 13 Xmnl 2 4331 6778
Bell 3 1156 2884 3315 Hphl 26
Bfal 11 Maelll 21 Enzymes that do not cut pBACgus-3:
Byll 3 3472 6299 7567 Mboll 20 Aflll Apal Ascl BspEl BssHII
Bglll 1 3310 Miul 4 547 1662 1680 2378 Bst1107I  BstEll Bsu36l  EcoNI Eco0109!
Bpml 1 6249 Mnll 35 Fsel Hpal Kpnl Ndel Pacl
Bpul0l 1 564 Mscl 1 2356 Pmll Psp5ll Pstl Pwull Rsrll
Bpul102l 1 3703 Msel 52 SanDI Sapl SexAl Sfil Sofl
Bsal 2 433 6240 Mslli 13 Spel Sse83871  Sunl Tth11ll  Xbal
BsaAl 4 2074 2593 3790 7328 Mspl 25 Xeml
BsaBl 4 1383 1477 2322 3341 MspAll 8 803 3505 3527 4713 4893
BsaHI 6 643 4068 4268 4621 4888 5628 5873 6814
6716 Munl 6 2843 3164 3779 4124 4685
BsaJl 7 2411 2429 3476 3503 3609 5050
3694 5446 Mwol 30
BsaW! 7 981 1735 2162 4638 5492 Narl 2 4621 4888
5639 6470 Neil 11
BseRl 1 3609 Ncol 1 3476
Bsgl 4 1458 4435 4729 4883 NgoAlV 2 929 7223
BsiEl 7 1258 3662 5202 5626 6549 Nhel 1 3577
6698 7595 Nlalll 22
BsiHKAI 7 1719 2044 3649 3674 5604 Nlalv 20
6765 6850 Notl 1 3659
Bsll 15 Nrul 2 1260 2904
Bsml 4 85 2922 3038 3459 Nsil 1 332
BsmBl 2 1097 4640 Nspl 5 114 1422 2405 3713 5290
BsmFI 2 2266 4196 NspV 1 1882
Bsp12861 12 PfimMI 1 3567
BspLUL1l 2 1418 5286 PinAl 1 4638
BspMI 2 1641 2371 Plel 7 298 4123 5180 5665 6168
Bsrl 20 7384 7392
BsrBI 6 3237 4743 5038 5219 7020 Pmel 1 5166
7184 PshAl 1 2404
BsrDI 3 227 6240 6414 Psp14061 3 6405 6778 7541
BsrFl 6 929 4638 4830 4878 6259 Pvul 2 6549 7595
7223 Real 3 2089 6006 7014
BsrGl 5 197 916 1427 1853 4120 Rsal 17
BssSI 2 5459 6843 Sacl 1 3649
BstXI 1 315 Sacll 1 3506
BstY! 11 Sall 3 106 391 3304
Cac8l 29 Sau3Al 33
Clal 2 4762 5085 Sau%6l 10 2010 2144 2972 3480 6221
Cvill 87 6300 6317 6539 7334 7602
Ddel 9 564 1824 3233 3703 4644 Scal 1 6659
5561 5970 6136 6676 ScrFl 19
Dpnl 33 SfaNI 16
Dral 7 45 577 3880 5166 6045 Sfel 6 2963 5123 5551 5742 6420
6064 6756 7105
Dralll 1 7331 SgrAl 1 4878
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