PBAC-7 Transfer Plasmid
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pBAC-7 sequence landmarks

polh promoter region 1177-1259

polh transcription start 1210-1211

wt polh 5'UTR -1 position 1259 Bsm I85)  BstX I(315)

. Dra Ill(s575) Nsi 1(332)

CBD*Tag coding seq. 1260-1736

SeTag coding sequence 1770-1814

Multiple cloning sites

(Srf1-Xhol) 1846-1910

HiseTag® coding sequence  1911-1934

Sca 1(4903)

Notes: The Stu | site is modified by dcm
Bgl I1(1161)

methylation, so the plasmid must be grown BsaB I(1192)
in decm™ hosts to use this site for cloning. 2

The Srf | and Sma | sites are destroyed Bpm 1(4493) %O

during Ligation Independent Cloning. ‘”.’5

Primer sequence extensions required for p(§8%7(b:p-)7 2 Nde 1(1532)

LIC compatibility are underlined in the
diagram below.

start
5 GACGACGACAAGATG
3 CTGCTGCTGTTCTAC

insert
sense
ant

stop
TAACCGGGCTTCTCCTC 3°

ATTGGCCCGAAGAGGAG 5 AWN 1(3946)

SnaB 1(2034)
T4 DNA pol + dATP

BspLU11 1(3530)
Pme [(3410)

sense

GACGACGACAAGATG
AC anti

Aat 11(2315)
BsmF 1(2440)

TAA
ATTGGCCCGAAGAGGAG
+
CCGGGCTTCTCCTCA SgrA 1(3122)
7 Iy

- GAT PinA I(2882)
CTACTGCTGCTGTTCT

EK/LIC vector

Ek/LIC overhangs

TB191 12/98

Locus polh pBAC™:-7 is a baculovirus transfer plasmid (Cat. No. 70104-3) compatible with BacVector™
-1000, -2000, or -3000 Triple Cut Virus DNA for low background transfection and efficient utiliza-
Zif;?:;i;l fusion Eglg Ta tion of the polh promoter. Cloning sites are provided for the creation of N-terminal fusions of an
S-Tacgs 9. insert with CBD,,»Tag™ and/or SeTag™ sequences. pBAC-7 provides an ATG start codon at the
C-terminal fusion  HissTag optimal position relative to native polyhedrin translation signals. A Ligation-Independent Cloning
option (LIC) version of the vector is available (Cat. No. 70116-3) for rapid, directional cloning of PCR
Cloning options LIC, products adjacent to the enterokinase cleavage site. Unique restriction sites are indicated on the
polylinker 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).

SexA 1(1733)
Dsa 1(1741)
Sac 11(1744)
PfIM 1(1805)
Nhe 1(1815)
BseR I(1847)
Sma 1(1849)
Srf 1(1849)
Stu 1(1867)
BamH 1(1871)
EcoR I(1877)
Sac 1(1887)
Hind 111(1890)
Not 1(1897)
Eag 1(1897)
Xho 1(1905)
Avr 11(1938)
Sty 1(1938)
Bpul1102 1(1947)

Sph 1(1957)

polh primer #70007-3
_BsaBl _ mRNAnitiation

Bglll polh promoter region -

Ladl
AGATCTGATCATGGAGATAATTAAAATGATAACCATCTCGCAAATAAATAAGTATTTTACTGTTTTCGTAACAGTTTTGTAATAAAAAAACCTATAAAT
CBDgjos*Tag primer #70118-3

Zces P E T TS

sa |

Dsa
CBDclos*Tag _SexAl gacll

ATGCCCATGTCAGTTGAA. . .390bp. . . TCAACACCAGTTGTAAATCCAAAAGTTACAGGATATATAGGTGGAGCTAAAGTTCTTGGTACAGCACCAGGTTCCGCGGGT
Met Pro Met Ser Val Glu .. .130aa. .. Ser Thr Pro Val Val Asn Pro Lys Val Thr Gly Tyr lle Gly Gly Ala Lys Val Leu Gly Thr Ala Pro Gly Ser Ala Gly

SeTagBAC primer #70009-3 LIC site
—_—————>

SeTag __PMI Nhel

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 .
Smal thrombin Eag| _P_P_P_P_Li enterokinase
Sifl BseR | Stul BamH | EcoR| Sacl  Hind Il Notl Xho | His-Tag

AGCCCGGGCTTCTCCTCAAAAGGCCTGGATCCGAATTCGAGCTCGAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACCACCACTAA
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 His His End

Sty
Avrll  Bpull02 | Sphl
CCTAGGTAGCTGAGCGCATGCAAGCTGATCCGGGTTATTAGTACATTTATTAAGCGCTAGATTCTGTGCGTTGTTGATTTACAG
- 1629DWN primer #70011-3
PBAC-7 cloning/expression region
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PBAC-7 Restriction Sites TB19112/98

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 2315 Eagl 1 1897 Srfl 1 1849
Accl 2 107 392 Earl 4 199 695 5218 5856 Sspl 7 155 573 2128 2325 3198
Acil 63 Ecod7lll 3 1814 1992 3175 5227 5780
Pailll] 5 547 2385 2535 2640 3530 Eco571 2 4078 5090 Stul 1 1867
Ahdl 2 647 4423 EcoRlI 1 1877 Styl 1 1938
Alul 26 EcoRll 6 1733 1867 3556 3677 3690 Swal 3 1357 1363 2124
Alwl 14 5864 Tail 16
Alw26! 8 433 1097 2821 2884 3320 Faul 10 1736 2579 2593 2741 2950 Tagql 16
3379 4484 5260 2980 3342 5364 5433 5837 il 3 594 1997 3505
AlwNI 1 3946 FnudHl 40 Thal 15
Apall 2 3844 5090 Fokl 3 4389 4570 4857 Tsel 20
Apol 15 Fspl 3 807 4645 5818 Tspdsl 5 1425 1478 4679 4890 5394
Aval 2 1847 1905 Haell 9 1816 1994 2868 3033 3135 Tsp5091 47
Avall 2 4561 4783 3177 3778 5417 5425 TspRI 11
Avrll 1 1938 Haelll 13 Vspl 4 20 128 2519 4595
BamH| 1 1871 Hgal 9 294 651 1114 2094 2520 Xhol 1 1905
Banl 8 1751 2837 2864 3068 3119 3641 4219 4949 5350 Xmnl 2 2575 5022
3131 4371 5531 Hhal 30
Banll 3 1848 1887 5501 Hincll 2 108 393 Enzymes that do not cut pBAC-7:
Bbsl 2 646 2493 Hindlll 1 1890 Jailll Apal Ascl BspEl BspMI
Bbvl 20 Hinfl 10 304 594 1997 2373 3430 BssHII Bst11071  BstEll Bsu36! EcoNI
Begl 2 2849 4928 3505 3901 4418 5620 5642 Eco01091 EcoRV Fsel Hpal Kpnl
Begl' 2 2815 4962 Hphl 10 331 1027 1839 2798 4266 Mscl Ncol Nrul NspV Pacl
Bell 2 1156 1166 4493 4909 5115 5150 5572 Pmll PshAl Pspbll Pstl Pvull
Bfal 11 Maelll 16 Rsrll SanDI Sapl Sfil Sofl
Bgll 2 4543 5811 Mboll 16 Spel Sse83871  Sunl Tth11ll  UbaEl
Bylll 1 1161 Miul 1 547 Xbal Xeml
Bpml 1 4493 Mnll 28
Bpul0l 1 564 Msel 47
Bpu1102l 1 1947 Msll 8 70 1098 1435 3113 3377
Bsal 2 433 4484 4675 4834 5193
BsaAl 2 2034 5572 Mspl 17
BsaBl 1 1192 MspAll 8 803 1743 1765 2957 3137
BsaHI 6 643 2312 2512 2865 3132 3872 4117 5058
4960 Munl 4 2023 2368 2929 3294
BsaJl 4 1741 1847 1938 3690 Mwol 19
BsaW! 5 981 2882 3736 3883 4714 Narl 2 2865 3132
BseRI 1 1847 Neil 6 1848 1849 1968 3910 4606
Bsgl 3 2679 2973 3127 4957
BsiEl 6 1900 3446 3870 4793 4942 Ndel 1 1532
5839 NgoAlV 2 929 5467
BsiHKAI 5 1887 1912 3848 5009 5094 Nhel 1 1815
Bsll 10 190 412 1805 2201 3552 Nialll 14
3570 3736 4015 5353 5679 Nlalv 20
Bsml 1 85 Notl 1 1897
BsmBI 2 1097 2884 Nsil 1 332
BsmFI 1 2440 Nspl 3 114 1957 3534
Bsp1286! 10 1756 1848 1887 1912 2622 PfIMI 1 1805
3122 3848 5009 5094 5501 PinAl 1 2882
BspLUL1l 1 3530 Plel 7 298 2367 3424 3909 4412
Bsrl 13 5628 5636
BsrBI 5 2987 3282 3463 5264 5428 Pmel 1 3410
BsrDI 3 227 4484 4658 Psp14061 3 4649 5022 5785
BsrFl 6 929 2882 3074 3122 4503 Pvul 2 4793 5839
5467 Real 2 4250 5258
BsrGl 3 197 916 2364 Rsal 13
BssSI 2 3703 5087 Sacl 1 1887
BstXI 1 315 Sacll 1 1744
BstYl 8 1161 1871 4171 4182 4268 Sall 2 106 391
4280 5048 5065 Sau3Al 23
Cacsl 26 Sau96! 6 4465 4544 4561 4783 5578
Clal 2 3006 3329 5846
Cvidl 67 Scal 1 4903
Ddel 7 564 1947 2888 3805 4214 ScrFl 12
4380 4920 SexAl 1 1733
Dpnl 23 SfaNI 7 339 1646 2779 3627 4679
Dral 9 45 577 1357 1363 2124 4870 5119
3410 4289 4308 5000 Sfel 5 3367 3795 3986 4664 5349
Dralll 1 5575 SgrAl 1 3122
Drdl 2 3638 5619 Smal 1 1849
Dsal 1 1741 SnaBl 1 2034
Eael 2 1897 4811 Sphl 1 1957

vagen - FAX 608-238-1388 - E-MAIL novatec




