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TCH4448 (pBR322 End Fwd, upstream EcoRI): CCTATAAAAATAGGCGTATCACGAGGC

TCH4449 (pBR322 TetR-Mid Rev, downstream Sall): GAAGGAGCTGACTGGGTTGAAGGCTC
TCH4450 (pBR322 AmpR 5'-End Rev): GAATAAGGGCGACACGGAAATGTTG

(3758) Aatll

EcoRI (1)
(3756) Zral | | Xhol (7}
| | EcoRY (15)
(3640) SspI.. | f BamHI (19)
' [ | ;S HindIII (z5)
| | oSS ~_Xbal (31)
| | S/ 7 7 _BstBI (38)
| | ;oS S 7 7 7 _BspDI-Clal (44}
| A - Sacl (53}
Voo | Y - - Stul (57)
| | -
(3316) Scal A Yol

- BglIT (61}
— SnaBlI (5%}
—— Mot (74)
~——— Pacl (&5}
—  ——Kpnl {93}
— MIul (35)
= —— — Xmal {101}
. — — ———Smal {103)
AN ———— — Pmel (110)
" ~ Spel (11%5)
T Sall (121)

T Nrul (444)
T BspMI (524)

—— Kasl (875}
T Narl (&78)
\ T Sfol (&77)
/ e T PIUTI (679)
T pBR322Z-Linker

I— 3828 bp
(eg3e) mhdl ———

(3206) Pwul._ ~ '

{3081) Pstl-__

(3008) Asel

(2597) Bsal ——

_ BsmlI (329}
T Styl (839)

T MscI¥ (916)
T Btgl (917)
“FspAl (9:26)

T Bsgl* (1105
—__ BspEL* (1134)
T BsaBI* (1142)

|I 1
(23597 AlwNI I

Pwull (1536)
BsmBI {1536)
Pfol (1557)

PFIFT - Tth1111 ({1890)
| BStZ171 (1718)
| | Ndel (1766)
(19431 Pril BspQI - Sapl {1&z7)



pBR322-Linker Full-Length Sequence

gAATTCCTCGAGGATATCGGATCCAAGCTTTCTAGATTCGAAATCGATGAGCTCAGGCCTAGATCTTACGTAGCG
GCCGCTTAATTAAGGTACCACGCGTCCCGGGGTTTAAACACTAGTGtcgaccgatgecccttgagagecttcaacce
cagtcagctccttccggtgggcgcecggggcatgactatcgtcecgeccgcacttatgactgtcecttcectttatcatgecaac
tcgtaggacaggtgccggcagcgctctgggtcattttcggcgaggaccgctttecgectggagegecgacgatgateg
gcctgtcgcecttgcggtattcggaatcttgcacgecctcecgcectcaagecttegtcactggtccecgeccaccaaacgtt
tcggcgagaagcaggccattatcgeccggcatggecggeccgacgcgctgggctacgtecttgetggegttegegacge
gaggctggatggccttccccattatgattcttectcgetteccggecggcatcgggatgececgegttgcaggecatge
tgtccaggcaggtagatgacgaccatcagggacagcttcaaggatcgctcgecggectcttaccagectaacttega
tcactggaccgctgatcgtcacggcgatttatgeccgectcggcgagcacatggaacgggttggcatggattgtag
gcgccgccecctataccttgtectgectececcecgegttgegtegecggtgcatggageccgggeccacctcgacctgaatgg
aagccggcggcacctcgctaacggattcaccactccaagaattggagccaatcaattecttgecggagaactgtgaa
tgcgcaaaccaacccttggcagaacatatccatcgegteccgecatcteccagcageccgcacgecggegeatetecggg
cagcgttgggtcctggccacgggtgcgcatgatcgtgetectgtegttgaggacccggectaggectggecggggttg
ccttactggttagcagaatgaatcaccgatacgcgagcgaacgtgaagcgactgctgctgcaaaacgtctgcgac
ctgagcaacaacatgaatggtcttcggtttcecgtgtttecgtaaagtctggaaacgcggaagtcagecgceccctgceac
cattatgttccggatctgcatcgcaggatgctgctggctaccctgtggaacacctacatctgtattaacgaageg
ctggcattgaccctgagtgatttttctctggteccecgececgcatccataccgeccagttgtttacecctcacaacgtte
cagtaaccgggcatgttcatcatcagtaacccgtatcgtgagcatcctctcectecgtttcatcggtatcattaccecce
catgaacagaaatcccccttacacggaggcatcagtgaccaaacaggaaaaaaccgcccttaacatggececcgett
tatcagaagccagacattaacgcttctggagaaactcaacgagctggacgcggatgaacaggcagacatctgtga
atcgcttcacgaccacgctgatgagctttaccgcagctgectecgecgegtttecggtgatgacggtgaaaacctcetg
acacatgcagctcccggagacggtcacagcttgtctgtaagcggatgeccgggagcagacaagecccgtcagggcege
gtcagcgggtgttggcgggtgtcggggcgcagccatgacccagtcacgtagcgatagecggagtgtatactggett
aactatgcggcatcagagcagattgtactgagagtgcaccatatgcggtgtgaaataccgcacagatgcgtaagg
agaaaataccgcatcaggcgctcttceccecgettectegetcactgactcecgectgegetecggtegttecggetgeggecga
gcggtatcagctcactcaaaggcggtaatacggttatccacagaatcaggggataacgcaggaaagaacatgtga
gcaaaaggccagcaaaaggccaggaaccgtaaaaaggccgcgttgectggegtttttccataggectcececgececect
gacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggcecgttt
ccccecctggaagctcecectegtgegetetectgtteccgaccectgecgecttaccggatacctgteecgecttteteect
tcgggaagcgtggcgctttctcatagectcacgectgtaggtatctcagttecggtgtaggtecgttegctceccaagetg
ggctgtgtgcacgaaccccccgttcageccgaccgetgegecttatececggtaactategtettgagteccaacecyg
gtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcgaggtatgtaggecggtgcet
acagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctgcgctctgctgaag
ccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagecggtggttttttt
gtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtctgac
gctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcctt
ttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgctta
atcagtgaggcacctatctcagcgatctgtctatttcgttcatccatagttgecctgactcccecgtegtgtagata
actacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggcetceca
gatttatcagcaataaaccagccagccggaagggccgagcecgcagaagtggtectgcaactttatecgectecate
cagtctattaattgttgccgggaagctagagtaagtagttcgccagttaatagtttgcgcaacgttgttgecatt
gctgcaggcatcgtggtgtcacgctcgtcgtttggtatggcttcattcagecteccggttecccaacgatcaaggega
gttacatgatcccccatgttgtgcaaaaaagcggttagectceccecttcecggtecteccgatecgttgtcagaagtaagttyg
gccgcagtgttatcactcatggttatggcagcactgcataattctcecttactgtcatgeccatccgtaagatgettt
tctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcgaccgagttgctcecttgceccecggeg
tcaacacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaaaacgttcttcggggecga
aaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaactgatcttcagea
tcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggcg
acacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatyg
agcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgceca
cctgacgtctaagaaaccattattatcatgacattaacctataaaaataggcgtatcacgaggccctttegtett
caa



ZERO CUTTERS

# Enzyme Specificity 22 CspCI NN (N)11CAA(N)5GTGG (N) 10NN
1 Af1II CTTAAG 23 DraIII CACNNNGTG

2 AgeI ACCGGT 24 EcoNI CCTNNNNNAGG
3 AleI CACNNNNGTG 25 Fsel GGCCGGCC

4 Apal GGGCCC 26 Hpal GTTAAC

5 AscI GGCGCGCC 27 Mfel CAATTG

6 AsiSI GCGATCGC 28 NcoI CCATGG

7 AvrII CCTAGG 29 NheI GCTAGC

8 Bael 30 NsiI ATGCAT

(N) 5 (N) 10ACNNNNGTAYC (N) 7 (N) 5 31 PmlI CACGTG

9 BbvCI CCTCAGC 32 PsiI TTATAA

10 BclI TGATCA 33 PspOMI GGGCCC

11 BlpI GCTNAGC 34 RsrII CGGWCCG

12 BmgBI CACGTC 35 SacII CCGCGG

13 BmtI GCTAGC 36 SbfI CCTGCAGG

14 BsaXI NNN (N) 9AC (N)5CTCC (N) 7NNN 37 SexAI ACCWGGT

15 BseRI GAGGAG (N) 8NN 38 SfiI GGCCNNNNNGGCC
16 BsiWI CGTACG 39 SgrAI CRCCGGYG

17 BsrGI TGTACA 40 SphI GCATGC

18 BssHII GCGCGC 41 SrfI GCCCGGGC

19 BstEII GGTNACC 42 Swal ATTTAAAT

20 BstXI CCANNNNNNTGG 43 XcmI  CCANNNNNNNNNTGG

21 Bsu36I CCTNAGG

ONE-CUTTERS

# | Enzyme Specificity Sfiltaensks& (blunt 'f"?p:ififni- ext.)
1 | AatII G.ACGT C list [*3758/3754
2 | Acc65T |G GTACALC list [89/93

3 | AhdI GACNN.N NNGTC list [2836/2835
4 | AlwNI CAG.NNN CTG list [2359/2356
5 | ApoT R AATT.Y list [1/5

6 | Asel AT TA.AT list [3008/3010
7 | BamHI G GATC.C list [19/23

8 | BanTT GaRGCY C list [53/49

9 | BfuAT ACCTGCNNNN NNNN. | list [524/528

10 | BglII A GATC.T list [61/65

11 | BsaBI GATNNZNNATC list [*#1142

12 | Bsal GGTCTCN NNNN. list [2897/2901
13 | BsgI GTGCAG (N) 14NN list [#1105/1103
14 | BsmBI CGTCTCN NNNN. list [*¥1586/1590
15 | BsmI GAATG.CN list [829/827

16 | BspDI AT CG.AT list [*44/46

17 | BspEI T CCGG.A list [*#1134/1138
18 | BspMI ACCTGCNNNN NNNN. | list [524/528

19 | BspQI GCTCTTCN NNNa list [1827/1830
20 | BstBI TT CG.AA list [*38/40

21 | Bstz171 |GTALTAC list (1716

22 | BtgI C CRYG.G list [917/921

23 | clal AT CG.AT list [¥44/46

24 | Eco53kT |GAGLCTC list |51

25 | EcoRI G AATT.C list [1/5

26 | ECoRV GAT.ATC list |15

27 | HindITT |A AGCT.T list [25/29

28 | KasI G GCGCLC list [*675/679
29 | KpnI G.GTAC C list [93/89
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30 | Mlul A CGCG.T list [*95/99

31 | MscT TGG.CCA list |#916

32 | NarT GG CG.CC list [*676/678
33 | NdeT CA TALTG list [1766/1768
34 | Nott GC GGCCAGC list [¥74/78

35 | Nrul TCG.CGA list |[*444

36 | PacI TTA.AT TAA list [85/83

37 | PaeR7I |C TCGR.G list [*7/11

38 | Pcil A CATG.T list [1943/1947
39 | PFIFT GACN N.NGTC list [1690/1691
40 | PluTI G.GCGC C list [*679/675
41 | PmeT GTTT-ARAC list |110

42 | PshAT GACNNNNGTC list [¥186

43 | PspXT VC TCGA.GB list [*7/11

44 | pstI C.TGCA G list [3081/3077
45 | pvur CG.AT CG list [*¥3206/3204
46 | PvulT CAG.CTG list |[1536

47 | sact G.AGCT C list [53/49

48 | sall G TCGA.C list [*¥121/125
49 | sapl GCTCTTCN NNN. list |[1827/1830
50 | Scal AGTZACT list (3316

51 | sfor GGCLGCC list [*677

52 | Smal CCCIGGG list [¥103

53 | snaBT TACIGTA list [*69

54 | Spel A CTAG.T list |115/119
55 | SspI AATZATT list (3640

56 | Stul AGGLCCT list |57

57 | styl C CWWG.G list [839/843
58 | TspMI C CCGG.G list [*¥101/105
59 | Tthllll |GACN N.NGTC list [1690/1691
60 | Xbal T CTAG.A list [31/35

61 | xhoT C TCGALG list [*7/11

62 | XmaT C CCGG.G list [*101/105
63 | zZral GACZGTC list [*3756
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