pGLuc-Basic

Sequence file available at www.neb.com.

There are no restriction sites for the following
enzymes: Aarl(x), Afel, Aflll, Agel, Alel, Apal, Ascl,
AsiSI, Bael, BovCl, Blpl, BmgBlI, Bmtl, Bpu10I,
BsiWI, BsmBI, BspDlI, BspEl, BsrGl, BstEll, BstXI,
Bsu36l, Clal, CspCl, EcoNI, Eco0109, Fsel,
FspAl(x), Hpal, Mfel, Miul, Ndel, Nhel, Pacl, PfIMI,
Pmel, Pmll, PpuMI, PshAl, PspOMI, SanDI(x), Sbfl,
Sfil, SgrAl, SnaBl, Spel, Srfl(x), Swal, Xcml

(x) = enzyme not available from NEB

Aatll - Zral 4915

Begl 4513
Tatl(x) - Scal 4475

Bgll 4111

Bsal 4064

pGLuc-Basic is a plasmid cloning vector capable both of replica-
tion in £. coliand stable transfection of mammalian cells. It is
designed for the cloning of promoter sequences and measure-
ment of their transcription activity using the Gaussia Luciferase
Assay Kit (NEB #E3300).

In E. coli, it replicates using the pMB1 origin of replication from
pBR322 (although the rop gene is missing) and carries the bla
(Ap®) marker for selection with ampicillin. It also carries the npt//
(Nm*) marker under control of an SV40 promoter; thus, follow-
ing transfection into mammalian cells, it can be used to form
stable cell lines by selection with geneticin (G418).

The multiple cloning site (MCS) is positioned immediately
upstream of a promoterless reporter gene, GLuc (the humanized
coding sequence for the secreted Gaussia princeps luciferase)
(1), which is followed by a synthetic polyadenylation (polyA)

Enzymes with unique restriction sites are shown in bold type.
Location of sites of all NEB restriction enzymes can be found on
the NEB web site (choose Technical Reference > DNA Sequences
and Maps). Restriction site coordinates refer to the position of
the 5™-most base on the top strand in each recognition sequence.

Open reading frame (ORF) coordinates are in the form “trans-
lational start — translational stop”; numbers refer to positions
on the top (clockwise) strand, regardless of the direction of
transcription and include the start and stop codons.

pMB1 origin of replication coordinates include the region
from the —35 promoter sequence of the RNAII transcript to the
RNA/DNA switch point. SV40 promoter coordinates represent
the cloned region and not necessarily the precise functional
elements.

sequence (not shown). Thus, in mammalian cells the transcrip- Feature Coordinates Source
tional activity of promoter sequences cloned into the MCS can GLuc 76-633 G. princeps
be assessed by measuring GLuc activity in the culture medium. SV40 promoter region  1238-1573 SV40

aph(3")-1l (nptlk Nim?, Knf) 1625-2419 Tns

origin 3753-3165 pMB1

bla (Ap®) 4784-3924 Tn3

Acc651 - Kpnl 51
Eco53KI - Sacl 57

MCS BamHI 63
Sspl 4799

BbsI 145
Nrul 179

pGLuc-Basic
4,920 bp

Sacll 204
Notl 634
Xbal 653

BglIl 12 ori = origin of replication

EcoRI 20 Ap =ampicillin

EcoRV 30 Kn = kanamycin .
Neo, Nm = neomycin

HindIIl 45

Dralll 1014

SexAI 1310

BseRI 1524

Stul 1540
Avrll 1543

A - Pcil 3104 Smal - TspMI - Xmal 1564

Bell 1594
KaslI - Narl - Sfol 1752

PAIFI - Tth1111 1868

BstZ171 2723
Bsml 2673

BssHIT 2150
BstBI 2434

Rsrll 2268
BglIl EcoRI EcoRV HindIII
1 GACGGATCGGGAGATCTTGGAATTCTGCAGATATCCTCGAGCCCAAGCTT 50
KpnI SacI BamHI
51 GGTACCGAGCTCGGATCCAGCCACCATGGGAGTCAAAGTTCTGTTTGCCC 100
M G V K V. L F A...
GLuc
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