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PBAC4x-1 Transfer Plasmid TB133 12/98

pBAC4x-1 is a baculovirus transfer plasmid (Cat. No. 70045-3) designed for cloning and co-ex-
Promoters polh (2) pression of up to four target genes or multiple copies of the same gene in insect cells. The plasmid
p10 (2) contains two polh promoters and two p10 promoters, each of which is upstream of unique cloning
N-terminal fusion  non-ORF sites for sequential insertion of target genes. The homologous promoters are in opposite orienta-
C-terminal fusion  HiseTag tions to minimize recombination. The plasmid is compatible with BacVector™-1000, -2000 or -3000
option (polh right) Triple Cut Virus DNA for low background transfection and efficient utilization of the promoters.
Cloning options polylinkers The vector provides optional expression of a C-terminal HiseTag® fusion sequence from the polh
right-hand promoter by allowing read-through of inserts in the proper reading frame. Unique re-
striction sites are indicated on the circle map. The cloning/expression region of the coding strand
transcribed from the clockwise promoters is shown below. The f1 origin is oriented so that infec-
tion with helper phage will produce virions containing single stranded DNA that corresponds to
this strand. Single stranded sequencing of phage-derived DNA can be performed using the

Locus polh

pBAC4x-1 sequence landmarks 1629DWN primer (Cat. No. 70011-3).

p10 (left) promoter 1251-1340

p10 (left) transcript. start ~ 1319-1320

polh (left) promoter 1511-1581

polh (left) transcript. start ~ 1559-1560

p10 (right) promoter 1647-1736 Dra I1I(5625) Bsm 1(85) BstX 1(315)

p10 (right) transcript. start 1667-1668 Drd |
polh (right) promoter 1863-1933
polh (right) transcript. start 1884-1885
HiseTag coding sequence  1967-1984

Bpu10 I(564)

Sca 1(4953)

Bsu36 1(1223)
EcoR 1(1237)
Bgl 11(1243)

Psp5 11(1357)

Stu 1(1495)
Xba 1(1498)

Apa 1(1625)

Bpm [(4543)
Pfl1108 1(4491)

pBAC4x-1
(5917bp)

Sma 1(1746)
Spe 1(1750)

AlwN 1(3996) BamH 1(1937)
\7\ Hind 111(1946)
g Not 1(1953)
SnaB 1(2084) )E(ﬁ% II((BE?)
Swa 1(2174) HissTag(1967-1984)

BspG 1(2254) Avr 11(1988)

HgiE 11(4166)

BspLU11 1(3580)

Sty 1(1988
Pme 1(3460) Aat 11(2365) pr u {102 )|(1997)
Sph 1(2007)
SgrA 1(3172) Age 1(2932)
ASB03UTR primer #70063-3 .
terminator Bsu36 | EcoR | Bglll
GTCTATCAATATATAGTTGCTGATCAGATCGTAACCACACAAAAAACCAACACACAGTTCTAATGAAAATAAAGAACTTTTATTATCCTCAGGTCTAGCTGGAATTCAGATCTGT
L p10 promoter region < mMRNA initiation Psp5 I

<
GATTGTAAATAAAATGTAATTTACAGTATAGTATTTTAATTAATATACAAATGATTTGATAATAATTCTTATTTAACTATAATATATTGTGTTGGGTTGAATTAAAGGTCCCGGCATCCT

CAAATGCATAATTTCATAGTCCCCCTTGTTGTAAGTGATGCGTATTTCTGAATCTTTGTAAAATAGCACACAAGACTCCAACGCGTTTGGCGTTTTATTTTCTTGCTCGACTCTAGTTTA

Stul_Xbal < polh promoter region < MRNA initiation
-
TTAGGCCTCTAGAGATCCGTATTTATAGGTTTTTTTATTACAAAACTGTTACGAAAACAGTAAAATACTTATTTATTTGCGAGATGGTTATCATTTTAATTATCTCCATGATCCAATAAC

Apal MRNA initiation > p10 promoter region
CTAGAATAAAGGGCCCGACCTTTAATTCAACCCAACACAATATATTATAGTTAAATAAGAATTATTATCAAATCATTTGTATATTAATTAAAATACTATACTGTAAATTACATTTTATTT

e Smal Spel terminator
ACAATCACAGATCCCCGGGACTAGTAATAAAAGATGTTTATTTTCATTAGATGTGTGTGTTGGTTTTTTGTGTCTAGTAATAAAACCTAGAGGATCGATCCCCCGGATCTGATCATGGAG
ot i Eag|
mRNA initiation > polh promoter region > BamH | Hind Il Not| Xhol
ATAATTAAAATGATAACCATCTCGCAAATAAATAAGTATTTTACTGTTTTCGTAACAGTTTTGTAATAAAAAAACCTATAAATATCGGATCCTCTAAGCTTGCGGCCGCACTCGAG
) Sty |
HiseTag A‘f%’ 1| Bpull021 Sphl
CACCACCACCACCACCACTAACCTAGGTAGCTGAGCGCATGCAAGCTGATCCGGGTTATTAGTACATTTATTAAGCGCTAGATTCTGTGCGTTGTTGATTTACAG

1629DWN primer #70011-3

pBAC4x-1 cloning/expression region
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PBAC4x-1 Restriction Sites TB133 12/98

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 2365 BstXI 1 315 Plel 9 298 1438 1473 2417 3474
Accl 2 107 392 BstYl 11 3959 4462 5678 5686
Acelll 4 2750 3532 4772 5778 Bsu36l 1 1223 Pmel 1 3460
Acil 56 Cac8l 23 Psp5ll 1 1357
Aflil 6 547 1451 2435 2585 2690 Ciel 20 Psp1406! 3 4699 5072 5835
3580 CiePl 12 Pvul 2 4843 5889
Agel 1 2932 Clal 3 1825 3056 3379 Real 2 4300 5308
Alul 23 Cvidl 62 RIeAl 2 305 3155
Alwl 20 CviRI 16 Rsal 11
Aw2ll 4 1968 3898 5059 5144 Ddel 9 564 1223 1944 1997 2938 Sall 2 106 391
Alwadl 2 3894 5140 3855 4264 4430 4970 Sau96l 9 1357 1621 1622 4515 4594
AlwNI 1 3996 Dpnl 30 4611 4833 5628 5896
Apal 1 1625 Dral 7 45 577 2174 3460 4339 Sau3Al 30
Apol 11 4358 5050 Scal 1 4953
Aval 2 1744 1961 Dralll 1 5625 ScrFl 12
Avall 3 1357 4611 4833 Drdl 2 3688 5669 SfaNI 8 339 1373 1397 2829 3677
Avrll 1 1988 Drdll 1 5617 4729 4920 5169
BamH| 1 1937 Eael 2 1953 4861 Sfel 5 3417 3845 4036 4714 5399
Banl 7 2887 2914 3118 3169 3181 Eagl 1 1953 SgrAl 1 3172
4421 5581 Eam11051 2 647 4473 Smal 1 1746
Banll 2 1625 5551 Earl 4 199 695 5268 5906 SnaBl 1 2084
Bbsl 2 646 2543 Ecil 7 11 2811 2817 2823 3654 Spel 1 1750
Bbvl 18 3800 4628 Sphi 1 2007
Becl 11 Ecod7lll 2 2042 3225 Sspl 7 155 573 2178 2375 3248
Bce83l 5 3352 3671 3969 4210 5078 Eco571 2 4128 5140 5277 5830
Bcefl 6 20 2748 2862 2903 4082 Eco01091 2 1357 1621 Stul 1 1495
5595 EcoRlI 1 1237 Styl 1 1988
Begl 4 2865 2899 4978 5012 EcoRll 4 3606 3727 3740 5914 Swal 1 2174
Bell 2 1156 1840 Faul 9 2629 2643 2791 3000 3030 Taql 16
Bfal 16 3392 5414 5483 5887 Tagll 7 307 3482 4821 5006 5159
Byll 2 4593 5861 Fokl 4 1351 4439 4620 4907 5176 5720
Bglll 1 1243 Fspl 3 807 4695 5868 il 4 594 1420 2047 3555
Bmgl 3 1623 2670 3170 Gdill 2 1953 4861 Thal 15
Bpml 1 4543 Hael 4 1495 3595 3606 4058 Tsel 18
Bpu10l 1 564 Haell 8 2044 2918 3083 3185 3227 Tsp4sl 3 4729 4940 5444
Bpu1102l 1 1997 3828 5467 5475 Tsp5091 50
Bsal 2 433 4534 Haelll 14 Tth11lll 5 1061 2238 4170 4177 4209
BsaAl 2 2084 5622 Hgal 9 294 651 1114 2144 2570 Ubadl 17
BsaBl 2 1577 1866 3691 4269 4999 5400 Vspl 6 20 128 1290 1694 2569
BsaHI 6 643 2362 2562 2915 3182 HgiEll 1 4166 4645
5010 Hhal 29 Xbal 1 1498
BsaJl 5 1743 1744 1831 1988 3740 Hindl 11 Xhol 1 1961
BsaW! 5 981 2932 3786 3933 4764 Hincll 2 108 393 Xmnl 2 2625 5072
BsaXI 2 303 5674 Hindlll 1 1946
Bshl 8 864 1185 1341 1645 1789 Hinfl 13 Enzymes that do not cut pBAC4x-1:
2690 2879 5715 Hphl 9 331 1027 2848 4316 4543 Aflll ApaBI Ascl Bael BseR|
BscGl 7 3099 3907 4253 4474 4498 4959 5165 5200 5622 BspEl BspMI BssHII Bst11071  BstEll
5020 5528 Maell 15 Dsal EcoNI EcoRV Fsel Hpal
Bsgl 3 2729 3023 3177 Maelll 15 Kpnl Mscl Ncol Ndel Nhel
Bsil 2 3753 5137 Mboll 15 Nrul NspV PfMI Pmll PshAl
BsiEl 6 1956 3496 3920 4843 4992 Miul 2 547 1451 Pstl Pwull Rsrll Sacl Sacll
5889 Mmel 5 1472 2999 3795 3979 5647 Sapl SexAl Sfil Sqfl Srfl
Bsll 9 190 412 2251 3602 3620 Mnll 30 Sse83871  Sunl Tth11ll  Xcml
3786 4065 5403 5729 Msel 52
Bsml 1 85 Msll 7 70 1098 3163 3427 4725
BsmAl 8 433 1097 2871 2934 3370 4884 5243
3429 4534 5310 Mspl 19
BsmBI 2 1097 2934 MspAll 6 803 3007 3187 3922 4167
BsmFI 4 1343 1374 1761 2490 5108
BsoFl 35 Munl 4 2073 2418 2979 3344
Bsp24l 6 2500 2532 4073 4105 4251 Mwol 18
4283 Narl 2 2915 3182
Bsp1286l 8 1625 1968 2672 3172 3898 Neil 8 1361 1745 1746 1833 2018
5059 5144 5551 3960 4656 5007
BspGl 1 2254 NgoAlV 2 929 5517
BspLU11l 1 3580 Nlalll 12
Bsrl 11 Nlalv 20
BsrBI 5 3037 3332 3513 5314 5478 Notl 1 1953
BsrDI 3 227 4534 4708 Nsil 2 332 1378
BsrFl 6 929 2932 3124 3172 4553 Nspl 3 114 2007 3584
5517 Pacl 2 1290 1698
BsrGl 3 197 916 2414 Pfll108l 1 4491
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