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Sequence file available at www.neb.com
See page 139 for ordering information.
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Sph I-Nsp| 2568
Rsal 2562
BsrG 1 2561
BspE | 2555
BsmB | 2551
Miu I - Afl Il 2548
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Kas |- Narl-Sfol-
BsaH | 2491
Nae | - NgoM IV -
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LITMUS 38i is a small, high copy number E. coli plasmid
vector designed for efficient transcription of double-stranded
RNA using the HiScribe RNAi Transcription Kit (NEB #E2000S).
It contains the origin of replication from pUC19 and is
maintained at a similar copy number to pUC19. In addition,

it contains an ampicillin selectable marker, an M13 origin of
replication, and wild type T7 promoters flanking the multiple
cloning site (MCS) (1).

LITMUS 28i (previous page) is identical to LITMUS 38i except
for the MCS region between the SnaB | and Stu | sites. The
MCS of both vectors is in frame with the /acZow gene, allowing

screening for insertions using c-complementation (blue/white).

Enzymes with unique restriction sites are shown in bold type
and enzymes with two restriction sites are shown in regular
type. The accompanying table shows restriction sites of those
enzymes that cut a moderate number of times. 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
“translational 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.

pUC19 origin of replication coordinates include the region from
the -35 promoter sequence of the RNAII transcript to the RNA/DNA
switch point. For the M13 origin, the arrow shows the direction of
synthesis of the (+) strand, which gets packaged into phage particles.
bla (Ap%) gene coordinates include the signal sequence.

Feature Coordinates Source

bla (Ap%) 143-1003 n3

M13 origin 1045-1554 M13

origin 1665-2253 pUC19

T7 promoter 2449-2466 T7
transc. start 2466 (cw) -

MCS 2467-2579 -

T7 promoter 2611-2594 T7
transc. start 2594 (ccw) -

lacZo 2424-2786 -

Ap =ampicillin

(cw ) = clockwise, (ccw ) = counterclockwise

Fsp| 2749
Pvul 2729 Bgll 2756
Earl 2715 1
Pvull 2699 BciV| 82
Bmrl 2641 BSPHE'ar-C’IO 136
Ahd | 2614 Acul 243
Apal | 258
BssS | 261
MCS Dral 350

1. Bvans, PD. etal. (1995) Biotechniques 19, 130—135.

BsaH | 389
Bcg |l 403

SnaB |- BsaAl 2445 Scal 447
naB | - Bsa Rsal 448
Bts | 504
Bts| 532
Pcil - Afl lll - Nsp | 2309
Pvul 558
Ava ll 566
BsrD 1 689
BssS| 2136 Fspl 705
i Asel 754
Bcivl 2100 Avall 788
BeeY I 2005 o1 we
ApaLl 1
pal.| 1995 BsrF | 845
Bsal 858
AlwN 1 1895 BsrD 1 871
Bmr 880
Ahd | 925
Acul 1782 Swal 1099
Dral 1100
Psil 1197
BeoH | 1 Aval-BsoB1l 1216
spH1 1589 BsaX| 1271
Ban Il 1398 BtgZ | 1313
Dralll 1322
BsaAl 1325
Apal Mfel Nael NarI HindIII PstI EcoRV BamHI
...AGCTACGTAATACGACTCACTATAGGGGCCCGTGCAATTGAAGCCGGCTGGCGCCAAGCTTCTCTGCAGGATATCTGGATCCAC
+1
2480 2500 2520
BsmBI
MTul BspEI BsrGI SphI Sall Stul
GAATTCGCTAGCTTCGGCCGTGACGCGTCTCCGGATGTACAGGCATGCGTCGACCCTCTAGTCAAGGCCTATAGTGAGTCGTATTACGGACTG. . .
+1
2560 2580 2600
T7 promoter
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