PAcP(+)IE1-3 Transfer Plasmid TB171 09/00

The pAcP(+)IE1-3 transfer plasmid (Cat. No. 69094-3) is designed for the production of recom-
binant baculoviruses containing foreign genes under the control of the baculovirus iel promoter
(1). The P(+) designation indicates that this transfer plasmid carries the intact polyhedrin gene
and will therefore produce occlusion-positive baculoviruses when used with appropriate occ— bac-
ulovirus DNA, e.g., BacVector™-1000 Triple Cut Virus DNA (Cat. No. 70059-3). Inserts must carry
their own ATG translation start codon. The hr5 element, iel promoter, and mcs sequences are tar-
geted for insertion into the polyhedrin locus of the viral genome. Unique restriction sites are indi-
cated on the circle map. The cloning/expression region of the coding strand transcribed from the
iel promoter is shown below. Note that cleavage at the Xbal site at 1097 is blocked by dam
methylation unless plasmid is prepared from a dam- host strain.

Promoter AcNPV IE1
Cloning options polylinker
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pAcP(+)IE1-3 sequence landmarks

hr5 enhancer 4-491

iel promoter + 5'UTR 495-1090
Multiple cloning sites

(Sac Il -Pme 1) 1090-1135

Bpul102 I(7925)
Psp5 11(7833)
Drd 11(7823)

ECOR V/(244)
Sty I(576)

Dsa 1(1090)
Sac 11(1093)
Bgl I1(1100)

Bae 1(7390)

SnaB 1(7205)
Swa [(7115)
BspG 1(7035) Stu |
ru l(1121)
Spe (1124)
Pme 1(1131)

NgoA 1V(1363)

Age 1(6353)

BstX I(1985)
SgrA 1(6113) pAcP(+)IE1-3
(8112bp)
Sma I(5907)

Sac 1(5899) BspE 1(2315)

Sap 1(5650)
BspLU11 I(5533)

AlwN 1(5124)

Pst 1(3246)
Sse8387 1(3246)
BspM [(3249)
Nde 1(3471)

ApaB 1(3476)

Pfl1108 I(4626)
Bpm 1(4576)

E1 promoter primer #69103-3 Dsal
> IE1 promoter region Sacli Bolll Noti  SW! nrui SPel pme

TGGATATTGTTTCAGTTGCAAGT TGACACT GBCGGCGACAAGAT CGT GAACAACCAAGT GACCGCGGAT CTAGAT CTGOGGCCGCAGGCCT CGOGACT AGT TTAAACCCAT CAGCAA

CTATATATTGATAGACATTTCCAGT TTGTGATATTAGT TTGTGCGTCTCATTACA
" TV14AS primer #69105-3

pAcP(+)IE1-3 cloning/expression region
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PACP(+)IE1-3 Restriction Sites TB17109/00

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 2 3726 6928 BsrDI 4 2071 2988 4411 4585 Neil 8 3573 3608 4109 4460 5156
Accl 2 1902 2187 BsrFl 5 1363 4560 6113 6161 6353 5906 5907 7831
Acelll 5 700 3599 4341 5581 6535 BsrGl 6 1376 2095 2302 2955 3137 Ndel 1 3471
Acil 80 6871 NgoAlV 1 1363
Afllll 12 BssHII 2 510 771 Nhel 1 614
Agel 1 6353 BstXI 1 1985 Nlalll 32
Alul 34 BstYl 10 1094 1100 3998 4015 4783 Nlalv 25
Alwl 16 4795 4881 4892 5909 7845 Notl 1 1107
Alw21l 7 2672 2683 3480 3977 4062 Cac8l 35 Nrul 1 1121
5223 5899 Ciel 34 Nsil 2 1968 2468
Alw44l 5 2668 2679 3476 3973 5219 CjePI 16 Nspl 10 622 699 2186 2303 3006
AlwNI 1 5124 Clal 3 212 6231 7434 3030 3252 3620 5537 7652
ApaBl 1 3476 Cvidl 96 NspV 2 3078 7446
Apol 20 CviRI 37 Pfll08l 1 4626
Aval 2 2867 5905 Ddel 13 Plel 12
Avall 8 596 631 2500 4281 4503 Dpnl 34 Pmel 1 1131
7293 7721 7833 Dral 7 1131 1719 2251 4067 4759 Psp5ll 1 7833
Bael 1 7390 4778 7115 Psp14061 4 2961 3014 4043 4416
BamHI 2 5909 7845 Drdl 2 3562 5431 Pstl 1 3246
Banl 11 Drdll 1 7823 Pvul 6 108 212 3237 3380 4276
Banll 2 169 5899 Dsal 1 1090 7434
Bbsl 3 1646 6742 7699 Eael 6 850 1107 3201 3265 4252 Pvull 3 784 3349 5713
Bbvl 25 5694 Real 4 3700 3805 4813 7569
Becl 17 Eagl 2 850 1107 RleAl 2 1994 6137
Bce83l 5 4041 4909 5150 5448 5939 Eam11051 3 1650 2516 4645 Rsal 27
Bcefl 10 71 739 2275 2949 3253 Earl 7 2094 3358 3846 5650 7376 Sacl 1 5899
5034 6385 6426 6540 7957 7800 7895 Sacll 1 1093
Begl 8 3030 3064 3223 3257 4107 Ecil 8 910 2285 4489 5317 5463 Sall 2 1901 2186
4141 6392 6426 6466 6472 6478 Sapl 1 5650
Bell 2 786 2901 Ecod7lll 2 6064 7247 Sau%6l 13
Bfal 14 Eco571 3 3979 4991 7357 Sau3Al 34
Bgll 3 1003 3409 4527 Eco01091 2 3665 7833 Scal 2 4164 7962
Bylll 1 1100 EcoRlI 6 86 190 297 373 480 ScrFl 17
Bmgl 2 6119 6619 5889 SfaNI 14
Bpml 1 4576 EcoRll 9 3299 5372 5385 5506 5794 Sfcl 5 3242 4399 5077 5268 7734
Bpulol 2 1729 7850 7341 7506 7611 7836 SgrAl 1 6113
Bpul102l 1 7925 EcoRV 1 244 Smal 1 5907
Bsal 2 1859 4579 Faul 13 SnaBl 1 7205
BsaAl 5 198 381 792 7205 7978 Fokl 11 Spel 1 1124
BsaBl 4 1099 2724 7560 8087 Fspl 5 662 1489 3052 3399 4422 Sphi 3 622 3006 3252
BsaHI 9 1651 3218 3419 3723 4105 Gdill 6 850 1107 3201 3265 4252 Sse83871 1 3246
6105 6372 6725 6925 5694 Sspl 8 981 1723 2141 3091 3840
Bsall 8 576 1090 3299 5373 5794 Hael 4 1116 5059 5511 5522 6041 6914 7111
5905 7342 7836 Haell 8 3422 5293 5663 6066 6108 Stul 1 1116
Bsawl 6 1311 2315 4349 5180 5327 6210 6375 7249 Styl 1 576
6353 Haelll 18 Sunl 1 792
BsaxI| 4 795 1993 2366 5679 Hoal 16 Swal 1 7115
Bsbl 6 1432 2738 3537 6410 6599 HgiEll 2 3471 4951 Taq! 31
7606 Hhal 46 Taqll 7 1991 3943 3960 4113 4298
BscGl 13 Hindl 14 5637 7554
BseRI 3 789 1618 7358 Hincll 7 1052 1903 2188 2294 3222 il 5 1699 2506 5559 5699 7239
Bsgl 3 6114 6268 6562 7654 7690 Thal 34
Bsil 5 801 2653 3669 3976 5360 Hindlll 3 3254 6838 7766 Tsel 25
BsiEl 12 Hinfl 17 Tspdsl 7 1085 2546 2601 3285 3596
Bsll 15 Hpal 2 2294 7690 4172 4383
Bsml 3 783 2213 2466 Hphl 12 Tsp5091 59
BsmAl 9 1195 1859 3608 3650 3803 Kpnl 2 5905 7389 Tth1llll 6 1237 3070 4910 4942 4949
4579 5915 6351 6414 Maell 28 7053
BsmBlI 4 1195 3608 3650 6351 Maelll 22 UbaJl 23
BsmFI 4 6795 7657 7819 8011 Mboll 18 Vspl 7 839 2166 2274 4470 5705
BsoFI 48 Mlul 3 880 1745 2664 5764 6718
Bsp24l 8 3713 3745 4839 4871 5017 Mmel 5 1008 5140 5324 6292 7782 Xbal 1 1097
5049 6762 6794 Mnll 42 Xmnl 3 4045 6664 7914
Bsp1286l 10 169 2672 2683 3480 3977 Msel 59
4062 5223 5899 6121 6621 Msll 7 1198 2226 2733 3874 4233 Enzymes that do not cut pAcP(+)IE1-3:
BspEl 1 2315 4392 6126 JaYilll Apal Ascl Avrll Bst1107!
BspGl 1 7035 Mspl 23 BstEll Bsu36l Dralll EcoNI Fsel
BspLUL1l 1 5533 MspAll 13 Mscl Ncol Pacl PIMI Pmll
BspMI 1 3249 Munl 4 5941 6306 6867 7212 PshAl Rsrll SexAl Sfil Sofl
Bsrl 16 Mwol 33 Srfl Tth11ll  Xeml Xhol
BsrBI 8 871 2443 3189 3803 5604 Narl 3 3419 6105 6372
5845 5957 6252
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