NgoA IV 127
Avr Il 4497

Bcl | 4482
Hpa | 4344
Mun | 4333

multiple Hind Il 4218 ) :
cloning Th7L f1 intergenic
site Ehe | 4119 region
SV40
Rsr 11 4038 polyadenylation
Bst1107 | 3882 signal
SnaB | 3879 Polh promoter Pvu11004
Bbs | 3750

pFASTBAC HTb Fsp 11151

4856 bp Gsu | 1286

Bsp1407 | 3410

Tth1111 3225
Esp3 13176

AIwN | 1850
BseR | 2946

Sst 1l 2765
BstX | 2710 Sap | 2386
Msc | 2707

Figure 8. Map and restriction endonuclease sites for pF~ AsTBAc HT expression vectors.  The circle map of pFastBac HTb (4856 bp)
is presented. A similar map can be drawn for pFasTBac HTa (4855 bp) and pFastBac HTc (4857 bp) except that the sites after the
BamH | site are shifted by -1 and +1 bases respectively. Restriction endonucleases that cleave pFasTBac HTb once are shown on the
outer circle. The nucleotide position refers to the 5” base of the recognition sequence.

Restriction endonucleases that do not cleave pF  AsTBAc HT DNAs:

BstE Il Eco72 | Nhe | PfiM | Pvull Smal Sunll
Clal Eco01091 Nrul PinA | SexA | Srfl Swall
Cvnl Miu Nsil Pmell Sfil Sse | Xcem |
Eco47 1 Nde | Pac | Psp5 11 SgrA | S5s5e8387 |

Restriction endonucleases that cleave pF  AsTBac HTa DNA twice:

4150 BsaH | 835 4119 EcoRV 2823 4086
3246 Bsm| 4327 4426 Rcal 536 1544
4156 BsmF | 4015 4855 Scall 893 4230
3017 Dra lll 230 3578 Thi 2290 4181
3661 Eam1105 | 1371 4731 Xmn| 772 3797

Restriction endonucleases that cleave pF  AsTBAc HTb DNA twice:

4151 BsaH | 835 4119 Rcal 536 1544
3246 Bsm| 4328 4427 Scall 893 4231
4157 BsmF | 4015 4856 Thil 2290 4182
3017 Dra lll 230 3578 Xmn | 772 3797
3661 Eam1105 | 1371 4732

Restriction endonucleases that cleave pF  AsTBAc HTc DNA twice:

4152 Bsm| 4329 4428 Rcal 536 1544
3246 BsmF | 4015 4857 Scall 893 4232
4158 Dralll 230 3578 Tl 2290 4183
3661 Eam11051 1371 4733 Xmn'| 772 3797
4119 EcoR V 2823 4086

The sequence has not been confirmed by sequence analysis. It was assembled from the known sequence of fragments used to construct the vector. The
sequence and the location of sites for restriction endonucleases that cleave up to 10 times can be found in the TecH-ONLINESY section of Life Technologies’
web page, http://www.lifetech.com.
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pFasTBac HTa

Rsrll
1
CTCGGTCCGAAACC ATG TCG TAC TAC CAT CAC CAT CAC CAT CAC GAT TAC GAT ATC CCA ACG ACC GAA AAC
met ser tyr tyr his his his his his his asp tyr asp ile pro thr thr glu asn

6x histidine affinity tag spacer region ITEV
Ehel Ncol BamH| EcoR | Stul Sall Sst | Spel
1T 1 T 1

T 1 1 T 1T T 1
CTG TAT TTT CAG* GGC GCC ATG GAT CCG GAA TTC AAA GGC CTA CGT CGA CGA GCT CAA CTA GTG CGG
leu tyr phe gln gly ala met asp pro glu phe lys gly leu arg arg arg ala glu leu val arg
protease cleavage site

Not | NspV Xbal Pxt| Xhol Sphl Kpn'| Hind 11l

1T 1T 1 T 1T 1T 1T 1T 1

CCG CTT TCG AAT CTA GAG CCT GCA GTC TCG AGG CAT GCG GTA CCA AGC TTG TCG AGA AGT ACT AGA
pro leu ser asp leu glu pro ala val ser arg his ala val pro ser leu ser arg ser thr arg

GGA TCA TAA TCA GCC ATA
gly ser stop

pFasTBAc HTh
Rsrll

CTCGGTCCGAAACC ATG TCG TAC TAC CAT CAC CAT CAC CAT CAC GAT TAC GAT ATC CCA ACG ACC GAA AAC
met ser tyr tyr his his his his his his asp tyr asp ile pro thr thr glu asn

6x histidine affinity tag spacer region ITEV

Ehel Ncol BamH | EcoR | Stul Sall Sstl Spel
T 1 | oo 1 T 1 T 1T 1T L
CTG TAT TTT CAG** GGC GCC ATG GGA TCC GGA ATT CAA AGG CCT ACG TCG ACG AGC TCA CTA GTC GCG
leu tyr phe gln gly ala met gly ser gly ile glu arg pro thr ser thr ser ser leu val ala

protease cleavage site

Not | NspV Xbal Pst| Xho| Sph | Kpn| Hind 11l
1T 1T 1 T 1T 1T 1T 1T 1
GCC GCT TTC GAA TCT AGA GCC TGC AGT CTC GAG GCA TGC GGT ACC AAG CTT GTC GAG AAG TAC TAG
ala ala phe glu ser arg ala cys ser leu glu ala cys gly thr lys leu val glu lys tyr stop

AGG ATC ATA ATC

pFasTBAC HTC
Rsrll

CTCGGTCCGAAACC ATG TCG TAC TAC CAT CAC CAT CAC CAT CAC GAT TAC GAT ATC CCA ACG ACC GAA AAC
met ser tyr tyr his his his his his his asp tyr asp ile pro thr thr glu asn
6x histidine affinity tag spacer region TEV

Ehel Ncol  BamH | EcoR | Stul Sall Sstl Spe |
T 1 1T o 1 T 1 I 1T T L
CTG TAT TTT CAG* GGC GCC ATG GGG ATC CGG AAT TCA AAG GCC TAC GTC GAC GAG CTC ACT AGT CGC
leu tyr phe gln gly ala met gly ile arg asn ser lys ala tyr leu asp glu leu thr ser arg

protease cleavage site

Not | NspV Xbal Pstl Xho'| Sphl Kpn Hind 11l
1T 1" 1T 1T 11 10 11 |
GGC CGC TTT CGA ATC TAG AGC CTG CAG TCT CGA GGC ATG CGG TAC CAA GCT TGT CGA GAA GTA CTA
gly arg phe arg ile stop

Figure 9. Multiple cloning site sequences of pF AsTBAc HT expression vectors. The multiple cloning sites
(MCS) for the three vectors are shown above. The sequence for the 6x histidine affinity tag, spacer region and
ITEV protease cleavage site are underlined. The cleavage with rTEV protease occurs between the gin and gly
and is signified by **. The shift in reading frame occurs at the BamH | site in each vector. The added base(s) are
shown in bold. The stop codon for each vector is underlined and italicized. In pFasTBAc HTc the stop codon is
within the MCS at the Xba | site. The 5’ end of a gene must be cloned upstream of the Xba | site in pFasTBAc HTc
to be translated.




