LITMUS 28i

There are no restriction sites for the following
enzymes: Aarl(x), Accl, Afel, Aflll, Alel, Apal,
Ascl, AsiSl, Bbsl, BbvCl, Bll, BfuAl, Blpl,

BmgBI, Bmtl, Bpu10l, BsaBl, BseRI, Bsgl, BsmFl,

BspDI, BspEl, BspMI, BspQl, BsrGl, BstAPI,
BstEll, BstXI, BstZ171, Bsu36l, Clal, CspCl,
Eagl, EcoNI, Eco01091, Fsel, FspAl(x), I-Ceul,

LITMUS 28i is a small, high copy number E. coli plasmid vector
designed for efficient transcription of double-stranded RNA
using the HiScribe T7 /n Vitro Transcription Kit (NEB #E2030). 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 38i (next page) is identical to LITMUS 28i except for the
MCS region between the SnaBl and Stul sites. The MCS of both

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.
bia (Ap%) gene coordinates include the signal sequence.
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Stul 2599 Ap = ampicillin .
Acc651 - Kpnl 2584 (cw ) = clockwise, (ccw ) = counterclockwise
Eco53KI - Sacl - Banll 2577 ori = origin of replication
Avrll - Styl 2570
Bael 2566
Xbal 2562 Fspl 2758
Agel - BstFl 2556 pval 2738 Bgll 2764
Aatll - Zral - BsaHl 2550 Farl 2724
Btgl - Neol - Styl 2543 ’ §
HindIII 2536 Pvull 2708 Hpal - HincIl 1
BamHI 2527 Bmrl 2650 BVl 82
EcoRV 2520 ;. BspHI 90
Pstl 2514 Eael 2626 Earl 136
Sl 2513 Ahdl 2623 Acul 243
EcoRI 2508 ApalLl - Bmel5801 258
i BssSI 261
PaeR7I - Tlil - Xhol -
Aval - BsoBI 2502 MCS Dral 350
BsmBI 2499 Hincll 386
BsiWI 2495 BsaHI 389
BssHII 2487 Begl 403
BtgZl 2483 SnaBI - BsaAl 2445 Scal - Tatl 447
Nsil 2480
Bsml 2478 BtsI 504
BStBI 2475 BtsI 532
Bglll 2470 AfIIII - Nspl - Pcil 2309 Eael 537
Pvul 558
i e LITMUS 28i all 566
BsrDI 689
BssSI 2136 2,823 bp Fspl 705
Asel 754
BciVl 2100 Avall 788
NmeAlll 802
Bgll 806
BseYI 2005 Bpml 840
Apall - Bmel5801 1995 BstFI 845
Bsal 858
BsrDI 871
AlwNI 1895 Bmrl 880
Ahdl 925
Acul 1762 Swal 1099
T Dral 1100
) Psil 1197
Aval - BsoBI 1216
BpHl 1589 BsaXI 1271
Banll 1398 Drdl 1276
BtgzZl 1313
Dralll 1322
BsaAl 1325
T7 promoter
BstBI BsmBI Sbfl
SnaBI BglIl Nsil BssHII BsiWI XhoI EcoRI PstI EcoRV BamHI
... AGCTACGTAATACGACTCACTATAGGGCAGATCTTCGAATGCATCGCGCGCACCGTACGTCTCGAGGAATTCCTGCAGGATATCTGGATCCA
. + . . . . . .
2460 2480 2500 2520
Ncol
HindIII AatII Agel Xbal AvrII Sacl Kpnl Stul

CGAAGCTTCCCATGGTGACGTCACCGGTTCTAGATACCTAGGTGAGCTCTGGTACCCTCTAGTCAAGGCCTATAGTGAGTCGTATTACGGACTG. ..
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