pTWIN1 DNA: Location of Sites

Aatll 1 6688 Xbal 1 5683
Afel 1 3194 Xhol 1 6430
Agel 1 7048 Zral 1 6688
AlwNI 1 1896
Apal 1 3891 Acul 2 240 1783
BamHI 1 7239 Bell 2 4084 5960
Blpl 1 7291 Bgll 2 803 3035
Bmtl 1 5971 BsaAl 2 1322 2499
BsaBI 1 5618 BsmBI 2 2602 3489
BseRI 1 6243 BspEl 2 5935 7369
BsiWI 1 6628 BspHI 2 87 1590
Bsml 1 6769 BspQI 2 6404 6437
BssHII 1 3687 BstGI 2 6393 6617
BstEIT 1 3916 BssSI 2 258 2137
BstZ171 1 2480 Btgl 2 6410 6798
Dralll 1 1319 Eagl 2 3030 6417
Eco01091 1 7318 EcoNI 2 4562 6471
EcoRI 1 6424 Mlul 2 4098 7004
EcoRV 1 3650 NmeAIII 2 799 3873
Fspl 1 702 PfIMI 2 4517 5576
Hpal 1 3594 PshAI 2 3253 6324
Kasl 1 3459 Sapl 2 6404 6437
Narl 1 3459 Sphl 2 4627 4635
Ncol 1 6410
Ndel 1 5722 AT 3 2310 4098 7004
Nhel 1 5971 AhdI 3 922 5798 721
Notl 1 6416 Aval 3 1213 6430 6475
Nrul 1 6377 Banll 3 1395 3891 6435
PaeR71 1 6430 BfuAl 3 5772 6787 7095
Peil 1 2310 Bsal 3 855 5917 6878
PAIFI 1 2504 BsaXI 3 1268 3438 6296
Pmel 1 5606 BsoBI 3 1213 6430 6475
Psil 1 1194 BspMI 3 5772 6787 7095
PspOMI 1 3891 BstAPI 3 4416 6460 6787
PspXI 1 6429 Mfel 3 5800 6253 7123
Pstl 1 7228 Pvull 3 2660 3407 3500
Pvul 1 555 Sall 3 6685 6778 6988
Sacll 1 6798 Sspl 3 120 1093 1114
Scal 1 444 Xeml 3 3706 3724 4240
Sfol 1 3459
SgrAl 1 6957 There are no restriction sites for the following enzymes:
Spel 1 6462 Aarl (x), Acc651, AfLIL, Alel, Ascl, AsiSI, Avrll, Bael, BbvCL, Bglll, BmgBI, Bpu101, BspDI,
Stul 1 7062 BstBI, Bsu361, Clal, CspCl, Fsel, FspAl(x), HindIII, I-Ceul, I-Scel, Kpnl, MscI, Nsil,
Swal 1 1096 PI-Pspl, PI-Scel, Pacl, PmlI, PpuMI, Rstll, Sacl, SanDI(x), Sbfl, SexAl, Sfil, Smal,
Tlit 1 6430 SnaBI, Srfl(x), TspMI, Xmal
Tth1111 1 2504 (x) = enzyme not available from NEB
Ssp DnaB Intein Forward Primer ——> Nrul
. .ACTGGGACTCCATCGTTTCTATTACGGAGACTGGAGTCGAAGAGGTTTTTGATTTGACTGTGCCAGGACCACATAACTTTGTCGCGAAT
Ssp DnaB Intein ... V A N

Ssp DnaB Intein sapl  Ncol Notl EcoRI Xhol sapl Mxe or Mth Intein (below)

GACATCATTGTACACAAC GGAAGAGCCATGGGCGGCCGCGAATTCCTCGAGGGCTCTTCC
DI I VHN GRAMSGSGRETFTLETGS S

v Spel <—— Mxe Intein Reverse Primer
PTWINA TGC ATCACGGGAGATGCACTAGTTGCCCTACCCGAGGGCGAGTCGGTACGCATCGCCGACATCGTGCC. . .
© I T G D A ... Mxe GyrA Intein
Mxe GyrA intein
v Spel <—— Mth RIR1 Intein Reverse Primer
PTWIN2 TGC GTATCCGGTGACACCATTGTAATGACTAGTGGCGGTCCGCGCACTGTGGCTGAACTGGAGGGCAAACCGTTCACC. ..
C VS G D T ... Mth RIRL Intein

Mth RIR1 intein



