PBAC-6 Transfer Plasmid TB221 12/98

pBAC™:-6 is a baculovirus transfer plasmid (Cat. No. 70224-3) compatible with BacVector™
-1000, -2000, or -3000 Triple Cut Virus DNA for low background transfection. A modified gp64
. Promoter gp64 . . . . Lo .
% tandem promoter contains both an immediate early promoter for expression beginning immedi-

Locus polh

secretion signal gp6a signal ately after infection and a late promoter for continued expression in the late phase of infection.
peptide . . . . > .
N-terminal fusion  HiseTag, The pBAC-6_Transfer Pl.jalsmld_enables _|solat|on (_Jf stably-tran§fected insect rfell I|_nes e_xpressmg
SeTag target proteins. A 20 amino acid gp64 signal peptide sequence is capable of directing high levels of
C-terminal fusion  HiseTag protein into the secretory pathway of infected insect cells. Cloning sites are provided for the cre-
option ation of N-terminal fusions of an insert with HiseTag® and/or SeTag™ sequences. Unique restric-
Cloning options polylinker tion sites are indicated on the circle map. The cloning/expression region of the coding strand tran-

scribed from the gp64 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).

pBAC-6 sequence landmarks
gp64 promoter reg_lor_1 1167-1371 Dra liszse) B’\sl,ts)i< ||((333125))
gp64 early transcription start 1334

gp64 late transcription starts 1233, 1246

Mlu 1(547)
BpulO I(564)

wt gp64 5’UTR position 1371

signal peptide coding region  1372-1431

HiseTag coding sequence 1441-1458 Sca lus16)

SeTag coding sequence 1489-1533 gzg I'f(ll‘g))
Multiple cloning sites 1566-1629 Bgl 1l(1161) PfIM I(1524)
(Sma |- Xho 1) Bel l1156) Nhe I(1534)

BseR 1(1566)

HiseTag coding sequence 1630-1647 Spe laazs  |Sma lses)

(C-terminal option) Bpm I(4206) p BAC-6 Srf I(1568)
Stu 1(1586)
(5580 bp) D>———————1BamH I(15%0)
EcoR 1(1596)
Avr i 16513 Sac 1(1606)
Bpul102 I(1660) |Hind I1(1609)
Sph 1(1670) Eag I(1616)
SnaB 1(1747) Not I(1616)
Swa 1(1837) Xho 1(1624)

AIWN 1(3659)

Aat 11(2028)

BsmF 1(2153)
BspLU11 I(3243)
Pme [(3123)

SqrA I(2835) PinA 1(2595)

. late mRNA initiation
Bgl I gp64 promoter region — R

AGATCTGTCGACTGAGCGTCCGTGTTCATGATCCCGTTTTTATAACAGCCAGATAAAAATAATCTTATCAATTAAGATAAAAAGATAAGATTATTAATCTAACAAC

gp64 promoter primer #70242-3,

gp64 promoter region _early mRNA initiation —»

GTGCCTTGTGTCACGTAGGCCAGATAACGGTCGGGTATATAAGACGCCTCAACGCTACTAGTAAATCAGTCACACCAAGGCTTCAATAAGGAACACACAAGCAAGATGGTA
Met Val

9p64 signal primer #70008-3 signal sequence Neo His+Tag sacll STagBAC primer #70009-3

—_—
AGCGCTATTGTTTTATATGTGCTTTTGGCGGCGGCGGCGCATTCTGCCTTTGCGGCCATGGTCCATCATCACCACCATCACTCCGCGGGTTTGGTGCCCAGAGGCAGCGGE
Ser Ala Ile 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 Leu Val Pro Arg G\z Ser Gly
signal peptidase thrombin

STagBAC primer #70009-3 Small

’ SeTag PAM1 Nhel Sifl BseR | Stul BamH| EcoR| _Sacl
AAAGAAACGGCGGCGGCGAAATTTGAACGCCAACACATGGACAGCGCTAGCGGTGGAGGTGATGACGACGACAAGAGCCCGGGCTTCTCCTCAAAAGGCCTGGATCCGAATTCGAGCTCG
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 Ser Pro Gly Phe Ser Ser Lys Gly Leu Asp Pro Asn Ser Ser Ser

Eag| . enterokinase
Hind Il Not | Xhol His+Tag Avrll Bpull021| Sphl
AAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTAACCTAGGTAGCTGAGCGCATGCAAGCTGATCCGGGTTATTAGTACATTTATTAAGCGCTAGATTCTGTGCGTTGTTGATTTACAG
Lys Leu Ala Ala Ala Leu Glu His His His His His His End 1629DWN primer #70011-3

PBAC-6 cloning/expression region
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PBAC-6 Restriction Sites TB221 12/98

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 2028 Eael 3 1430 1616 4524 Srfl 1 1568
Accl 3 107 392 1168 Eagl 1 1616 Sspl 7 155 573 1841 2038 2911
Acil 66 Earl 4 199 695 4931 5569 4940 5493
Pailll] 5 547 2098 2248 2353 3243 Eco47lll 4 1380 1533 1705 2888 Stul 1 1586
Ahdl 3 647 1175 4136 Eco571 2 3791 4803 Styl 3 1341 1433 1651
Alul 23 EcoRI 1 1596 Swal 1 1837
Alwl 15 EcoRll 5 1586 3269 3390 3403 5577 Tail 17
Alw26! 8 433 1097 2534 2597 3033 Faul 10 1455 2292 2306 2454 2663 Tagql 17
3092 4197 4973 2693 3055 5077 5146 5550 il 3 594 1710 3218
AlwNI 1 3659 FnudHl 43 Thal 15
Apall 2 3557 4803 Fokl 3 4102 4283 4570 Tsel 19
Apol 12 Fspl 3 807 4358 5531 Tsp4sl 5 1275 1334 4392 4603 5107
Aval 2 1566 1624 Haell 10 1382 1535 1707 2581 2746 Tsp509l 41
Avall 3 1437 4274 4496 2848 2890 3491 5130 5138 TspRI 10 838 2071 3145 3651 3664
Avrll 1 1651 Haelll 15 3935 4084 4189 4536 4563
BamH| 1 1590 Hgal 11 Vspl 5 20 128 1254 2232 4308
Banl 8 1470 2550 2577 2781 2832 Hhal 32 Xhol 1 1624
2844 4084 5244 Hincll 3 108 393 1169 Xmnl 2 2288 4735
Banll 3 1567 1606 5214 Hindlll 1 1609
Bbsl 2 646 2206 Hinfl 10 304 594 1710 2086 3143 Enzymes that do not cut pBAC-6:
Bbvl 19 3218 3614 4131 5333 5355 Aflll Apal Ascl BsaBl BspEl
Begl 2 2562 4641 Hphl 11 BspMI BssHIl Bst1107I  BstEll Bsu36l
Begl' 2 2528 4675 Maelll 14 EcoNI Eco01091 EcoRV Fsel Hpal
Bell 1 1156 Mboll 15 Kpnl Mscl Ndel Nrul NspV
Bfal 11 Miul 1 547 Pacl Pmll PshAl Psp5ll Pstl
Bgll 3 1429 4256 5524 Mnll 29 Puull Rsrll SanDI Sapl SexAl
Bylll 1 1161 Msel 44 Sfil Sofl Sse83871  Sunl Tth111l
Bpml 1 4206 Msll 7 70 1098 2826 3090 4388 UbaEl Xbal Xeml
Bpul0l 1 564 4547 4906
Bpu1102l 1 1660 Mspl 17
Bsal 2 433 4197 MspAll 8 803 1462 1484 2670 2850
BsaAl 3 1280 1747 5285 3585 3830 4771
BsaHI 7 643 1310 2025 2225 2578 Munl 4 1736 2081 2642 3007
2845 4673 Mwol 21
Bsall 6 1341 1433 1460 1566 1651 Narl 2 2578 2845
3403 Neil 6 1567 1568 1681 3623 4319
Bsawl 5 981 2595 3449 3596 4427 4670
BseRI 1 1566 Ncol 1 1433
Bsgl 3 2392 2686 2840 NgoAlV 2 929 5180
BsiEl 7 1297 1619 3159 3583 4506 Nhel 1 1534
4655 5552 Nialll 13
BsiHKAI 5 1606 1631 3561 4722 4807 Nlalv 19
Bsll 11 Notl 1 1616
Bsml 2 85 1416 Nsil 1 332
BsmBl 2 1097 2597 Nspl 3 114 1670 3247
BsmFI 1 2153 PfIMI 1 1524
Bsp12861 10 1475 1567 1606 1631 2335 PinAl 1 2595
2835 3561 4722 4807 5214 Plel 7 298 2080 3137 3622 4125
BspLU11l 1 3243 5341 5349
Bsrl 11 Pmel 1 3123
BsrBI 5 2700 2995 3176 4977 5141 Psp14061 3 4362 4735 5498
BsrDI 3 227 4197 4371 Pvul 2 4506 5552
BsrFl 6 929 2595 2787 2835 4216 Real 3 1186 3963 4971
5180 Rsal 11
BsIGl 3 197 916 2077 Sacl 1 1606
BssSI 2 3416 4800 Sacll 1 1463
BstXI 1 315 Sall 3 106 391 1167
BstYl 8 1161 1590 3884 3895 3981 Sau3Al 23
3993 4761 4778 Sau96! 7 1437 4178 4257 4274 4496
Cac8l 24 5291 5559
Clal 2 2719 3042 Scal 1 4616
Cvill 67 ScrFl 11
Ddel 8 564 1172 1660 2601 3518 SfaNI 6 339 2492 3340 4392 4583
3927 4093 4633 4832
Dpnl 23 Sfel 5 3080 3508 3699 4377 5062
Dral 7 45 577 1837 3123 4002 SgrAl 1 2835
4021 4713 Smal 1 1568
Dralll 1 5288 SnaBl 1 1747
Drdl 2 3351 5332 Spel 1 1323
Dsal 2 1433 1460 Sphl 1 1670
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