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PNC2 Vector Sequence
(Spectinomycin-resistant)

CTGCAGAACACGCAGCTAGATTAACCCTAGAAAGATAATCATATTGTGACGTACGTTAAAGATAATCATGCGTAAAATTGACGCATG
TGTTTTATCGGTCTGTATATCGAGGTTTATTTATTAATTTGAATAGATATTAAGTTTTATTATATTTACACTTACATACTAATAATA
AATTCAACAAACAATTTATTTATGTTTATTTATTTATTAAAAAAAAACAAAAACTCAAAATTTCTTCTATAAAGTAACAAAACTERER
BBGAGGGACAGCCCCCCCCCAAAGCCCCCAGGGATGTAATTACGTCCCTCCCCCGCTAGGGGGCAGCAGCGAGCCGCCCGGGGCTCC
GCTCCGGTCCGGCGCTCCCCCCGCATCCCCGAGCCGGCAGCGTGCGGGGACAGCCCGGGCACGGGGAAGGTGGCACGGGATCGCTTT
CCTCTGAACGCTTCTCGCTGCTCTTTGAGCCTGCAGACACCTGGGGGGATACGGGGAAAAGGCCTCCACGGCCAGACTAGAgcgcag
caccatggcctgaaataacctctgaaagaggaacttggttaggtaccttctgaggcggaaagaaccagctgtggaatgtgtgtcagt
tagggtgtggaaagtccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagt
ccccaggctccccagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgecccctaactccgeccatcc
cgcccctaactccgcccagttccgeccattctccgecccatggctgactaattttttttatttatgcagaggccgaggecgectcgg
cctctgagctattccagaagtagtgaggaggcttttttggaggcctaggcttttgcaaaaagcttgattcttctgacacaacagtct
cgaacttaaggctagagccaccTTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTA
TGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGAC
CGACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGT
GCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCC
TGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAA
ACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCC
AGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATAT
CATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTAC
CCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCAT
CGCCTTCTATCGCCTTCTTGACGAGTTCTTCgcgggactctggggttcgaaatgaccgaccaagcgacgcccaacctgccatca
cgatggccgcaataaaatatctttattttcattacatctgtgtgttggttttttgtgtgaGCGGCCGCTAATAGTAATCAATTACGG
GGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCC
GCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGT
AAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGC
ATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGT
TTTGGCAGTACATCAATGGGCGTGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGT
TTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGG
AGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGTACTGGATCCGGCGCGCCGTTAACATCGATAAGCTTC
CGCGGTTAATTAAAGCGCTagatctGAATTCGTCGACTGTACAACGCGTGTTTAAACTTCGAATCTAGATACGTACATATGATTTAA
ATEGATCTAACTAACTAAACTTGTTTATTGCANCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATT
TTTTTCACTGCATTCTAGT|IEIEEH TTGTCCAAACTCATCAATGTATCTTATCATGTCTGGAATGACTCAAATGATGTCAATTAGTC
TATCAGAAGCTCATCTGGTCTCCCTTCCGGGGGACAAGACATCCCTGTTTAATATTTAAACAGCAGTGTTCCCAAACTGGGTTCTTA
TATCCCTTGCTCTGGTCAACCAGGTTGCAGGGTTTCCTGTCCTCACAGGAACGAAGTCCCTAAAGAAACAGTGGCAGCCAGGTTTAG
CCCCGGAATTGACTGGATTCCTTTTTTAGGGCCCATTGGTATGGCTTTTTCCCCGTATCCCCCCAGGTGTCTGCAGGCTCAAAGAGC
AGCGAGAAGCGTTCAGAGGAAAGCGATCCCGTGCCACCTTCCCCGTGCCCGGGCTGTCCCCGCACGCTGCCGGCTCGGGGATGCGGE
GGGAGCGCCGGACCGGAGCGGAGCCCCGGGCGGCTCGCTGCTGCCCCCTAGCGGGGGAGGGACGTAATTACATCCCTGGGGGCTTTG
GGGGGGGGCTGTCCCEMIANE TATAACAAGAAAATATATATATAATAAGTTATCACGTAAGTAGAACATGAAATAACAATATAATT
ATCGTATGAGTTAAATCTTAAAAGTCACGTAAAAGATAATCATGCGTCATTTTGACTCACGCGGTCGTTATAGTTCAAAATCAGTGA
CACTTACCGCATTGACAAGCACGCCTCACGGGAGCTCCAAGCGGCGACTGAGATGTCCTAAATGCACAGCGACGGATTCGCGCTATT
TAGAAAGAGAGAGCAATATTTCAAGAATGCATGCGTCAATTTTACGCAGACTATCTTTCTAGGGTTAATCTAGCTGCATCAGGATCA
TATCGTCGGGTCTTTTTTCATCGCCCAAGCTGGCGCTATCTGGGCATCGGGGAGGAAGAAGCCCGTGCCTTTTCCCGCGAGGTTGAA
GCGGCATGGAAAGAGTTTGCCGAGGATGACTGCTGCTGCATTGACGTTGAGCGAAAACGCACGTTTACCATGATGATTCGGGAAGGT
GTGGCCATGCACGCCTTTAACGGTGAACTGTTCGTTCAGGCCACCTGGGATACCAGTTCGTCGCGGCTTTTCCGGACACAGTTCCGG
ATGGTCAGCCCGAAGCGCATCAGCAACCCGAACAATACCGGCGACAGCCGGAACTGCCGTGCCGGTGTGCAGATTAATGACAGCGGT
GCGGCGCTGGGATATTACGTCAGCGAGGACGGGTATCCTGGCTGGATGCCGCAGAAATGGACATGGATACCCCGTGAGTTACCCGGC
GGGCGCGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAA
GCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAA
ACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCA
CTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGG
ATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGC
TCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTC
CCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGG
CGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTC
AGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTG
GTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAG
TATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTA
GCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTG
ACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAA




AATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAG
CGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCA
GTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAA
GTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGC
GCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAA
GGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAG
TGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGEEIGTA
CCAGCCAGGACAGAAATGCCTCGACTTCGCTGCTACCCAAGGTTGCCGGGTGACGCACACCGTGGAAACGGATGAAGGCACGAACCC
AGTGGACATAAGCCTGTTCGGTTCGTAAGCTGTAATGCAAGTAGCGTCGCTCACGCAACTGGTCCAGAACCTTGACCGAACGCA
GCGGTGGTAACGGCGCAGTGGCGGTTTTCATGGCTTGTTATGACTGTTTTTTTGGGGTACAGTCTATGCCTCGGGCATCCAAGCAGC
AAGCGCGTTACGCCGTGGGTCGATGTTTGATGTTATGGAGCAGCAACGATGTTACGCAGCAGGGCAGTCGCCCTAAAACAAAGTTAA
ACATTATGAGGGAAGCGGTGATCGCCGAAGTATCGACTCAACTATCAGAGGTAGTTGGCGTCATCGAGCGCCATCTCGAACCGACGT
TGCTGGCCGTACATTTGTACGGCTCCGCAGTGGATGGCGGCCTGAAGCCACACAGTGATATTGATTTGCTGGTTACGGTGACCGTAA
GGCTTGATGAAACAACGCGGCGAGCTTTGATCAACGACCTTTTGGAAACTTCGGCTTCCCCTGGAGAGAGCGAGATTCTCCGCGCTG
TAGAAGTCACCATTGTTGTGCACGACGACATCATTCCGTGGCGTTATCCAGCTAAGCGCGAACTGCAATTTGGAGAATGGCAGCGCA
ATGACATTCTTGCAGGTATCTTCGAGCCAGCCACGATCGACATTGATCTGGCTATCTTGCTGACAAAAGCAAGAGAACATAGCGTTG
CCTTGGTAGGTCCAGCGGCGGAGGAACTCTTTGATCCGGTTCCTGAACAGGATCTATTTGAGGCGCTAAATGAAACCTTAACGCTAT
GGAACTCGCCGCCCGACTGGGCTGGCGATGAGCGAAATGTAGTGCTTACGTTGTCCCGCATTTGGTACAGCGCAGTAACCGGCAAAA
TCGCGCCGAAGGATGTCGCTGCCGACTGGGCAATGGAGCGCCTGCCGGCCCAGTATCAGCCCGTCATACTTGAAGCTAGACAGGCTT
ATCTTGGACAAGAAGAAGATCGCTTGGCCTCGCGCGCAGATCAGTTGGAAGAATTTGTCCACTACGTGAAAGGCGAGATCACCAAGG
TAGTCGGCAAATAACCCTCGAGCCACCCA-CCAAAATCCCTTAACGTGAGTTA

Unique enzymes in PNC2: }
PNC2: sites sorted by name:

BsiW 1 C GTAC,G 51
spl 1 C GTAC,G 51 Aat 11 (4) 2014 2067 2150 2336
BseR 1 GAGGAG 16/14 911 Acc 1 (1) 2557
Avr 11 C™CTAG,G 915 AccB5 1 (2 565 2480
AFIL 11 C TTAA,G 963 Aci 1 (86) 315 336 348 370
Kas 1 G~GCGC,C 1108 393 578 763 775
Nar 1 6G°CG,CC 1109 784 796 806 817
Ehe 1 GGC|GCC 1110 863 1018 1081 1175
Bbe 1 G,GCGC™C 1112 1239 1340 1343 1583
Tthill | GACN™N,NGTC 1227 1623 1628 1678 1694
Bsp1286 |  G,DGCH™C 1412 1720 1776 1835 1889
Not 1 GC™GGCC,GC 1890 1893 1947 1975 1987
Sca | AGT|ACT 2488 2001 2168 2259 2292
BamH 1 G"GATC,C 2492 2396 2417 2524 2526
Asc 1 GG™CGCG,CC 2499 3106 3129 3151 3163
Hpa 1 GTT|AAC 2508 3184 3368 3401 3435
Cla 1 AT CG,AT 2513 3643 3656 3805 3912
sac 11 CC,GC™GG 2527 3017 3965 4002 4057
Pac 1 TTA,AT TAA 2534 4160 4216 4226 4250
Afe 1 AGC|GCT 2540 4293 4300 4321 4412
Eco47 111 AGC|GCT 2540 4440 4567 4586 4707
Bgl 11 A GATC,T 2544 4817 4952 4961 5323
EcoR 1 G™AATT,C 2550 5414 5605 5651 5918
sal 1 G TCGA,C 2556 5938 6106 6203 6215
Acc 1 GTMK,AC 2557 6282 6345 6541 6544
BsrG |1 T GTAC,A 2562 6622 6669
MIu 1 A~CGCG,T 2568 Afe 1 (1) 2540
Pme 1 CTTT|AAAC 2577 AFL 11 (1) 963
Xba 1 T CTAG,A 2588 AFL 111 (2 2568 4367
Swa | ATTT|AAAT 2609 Aha 11 (M 1109 1811 2011 2064
EcoN 1 CCTNNN,NNAGG 2983 2147 2333 6149
Eco0109 I  RG™GNC,CY 2988 Ahd 1 (1) 5260
Bsp120 | G~GGCC,C 2988 Alu 1 @7) 16 501 879 933
Apa 1 G,GGCC™C 2992 1215 1673 2455 2520
ECOR V GAT|ATC 3239 2794 3428 3554 3597
Sac 1 G,AGCT™C 3430 4032 4127 4191 4309
Bsg | GTGCAG 22/20 3917 4535 4625 4671 4928
Ple 1 GAGTC 9/10 4746 5449 5549 5612 5859
AlwN 1 CAG,NNNCTG 4783 6289 6403 6775
HgiE 11 ACCNNNNNNGGT -1/134946 Alw 1 Q7)) 434 1287 1354 1533
BspH 1 T"CATG, A 5087 2470 2488 2499 3066
Ahd 1 GACNN,N NNGTC 5260 3570 4929 5015 5015
Pspl406 1  AA™CG,TT 5486 5112 5113 5577 6554
BStE 11 G GTNAC,C 6255 6583
Bl 1 T GATC,A 6293 AlwN 1 (1) 4783
BIp 1 GCTNA,GC 6404 Apa | () 2992
Esp 1 GCTNA,GC 6404 ApaL 1 (@) 4681 6370
PaeR7 1 C TCGA,G 6891 Apo 1 (G) 175 233 2550 2678
Xho 1 C TCGA,G 6891 6838
Number of enzymes = 49 Asc 1 (€] 2499

Ase 1 G) 122 3903 4138 4197
The following enzymes do not cut in PNC2: 5432

Asp718 () 565 2480
Age | Bbs 1 Bbv 11 BsaB | BsmB | Ava 1 @ 339 377 403 3094
Bst1107 1  Bsu36 I Eco72 1 Fse 1 Mun 1 3120 3158 5987 6891

Nhe 1 Nru 1 PFIM 1 Pml 1 PpuM 1 Ava 11 () 355 1625 3143 5398
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Tthlll 11
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Site usage in
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Acc65 |

Afe
Afl
Aha
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ALWN 1
Apal 1
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Asp718
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BamH |
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G GTAC,C
AGC|GCT
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GR™CG,YC
AG|CT
CAG,NNN"CTG
G TGCA,C
G6G"CGCG,CC
G GTAC,C

G GWC,C

G GATC,C
G,RGCY™C
GAAGAC 8/12
GAAGAC 7/11
CC,S°GG
GCCN, NNN™NGGC
GC TNA,GC
GGTCTC 7/11
GATNN|NNATC
C CNNG,G
GAGGAG 16/14
TT°CG,AA
G,WGCW™C
GAATG,C 7
CGTCTC 7/11
GC™N,GC
G,DGCH™C
ACCTGC 10/14
ACT,GG™
GCAATG, 8
G°CGCG,C
GTA|TAC

G GTNAC,C
CGICG

R GATC, Y
GCNNGC
AT>CG,AT

C TNA,G
“GATC,
CAC,NNN"GTG
C CRYG,G

€ GGCC,G
AGC|GCT
CAC|GTG

RG GNC,CY
~CCWGG,
GGC]GCC
GC™N,GC
6G,CCGG™CC
“YGGC,CG
WGG | CCW
GG|CC

G, WGCW™C
6,C6°C
GTY|RAC

G ANT,C
G°CG,C
C>CG,G

G GCGC,C

C TA,G
“GTNAC,
GAAGA 12/11
TCCRAC 25/23
TGG|CCA
CAYNN|NNRTG
CMG | CKG
GCCGGC
cC'S,G6
CATA,TG

G CTAG,C
GGN|NCC
TCG|CGA
R>CATG, Y
R,CATG Y

C TCGA,G
CCAN,NNN>NTGG
CTTT|AAAC
RG GWC,CY
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Acc
Aci
Afl
Age
Ahd
Alw
Apa
Apo
Ase
Ava
Avr
Ban
Bbe
Bbv
Bcl
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Bgl
Bpm
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BsaH
Bsaw
Bsg
BsiE
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Bsp120 1
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BsrG
BssS
BstB
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Bsu36 1
Cfrio 1
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Drd
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Eco57 1
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Mae
Mbo
Mlu
Mnl
Mse
Msp
Mun
Nar
Nco
NgoM
Nla
Not
Nsi
NspB
Pac
Pal
Ple
Pml
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5019 5105
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GT MK ,AC

c c6,C

C TTAA,G
ACCGG,T
GACNN, N NNGTC
GGATC 8/9
G,66CC C

R AATT, Y

AT TA,AT

C YCGR, G

C CTAG,G

G GYRC,C
G,G6CGC™C
GCAGC 13/17
T GATC,A

C TA,G
AGATC,T
CTGGAG 22/20
YAC|GTR
GR>CG,YC
W™CCGG,W
GTGCAG 22/20
CG,RY CG

C GTAC,G
GTCTC /9
GGGAC 15/19
G~GGCC,C

T CATG,A
T°CCGG,A
GAG|CGG

T GTAC,A

C TCGT,G
TT°CG,AA
CC™W,GG
CCAN,NNNN"NTGG
CC TNA,GG
R>CCGG, Y

G TA,C

GA|TC
TTT]AAA
GACNN, NN NNGTC
Y GGCC,R
CTCTTC 7/10
CTGAAG 21/19
CCTNN™N,NNAGG
G AATT,C
GAT|ATC

GC TNA,GC
GGATG 14/18
TGC|GCA
CTGGAG 21/19
R,GCGC™Y
GACGC 9/14
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3

GTY|RAC
AAGCT,T
GR™CG,YC
GTT|AAC
GGTGA 12/11
G,GTAC™C
ACG,T
“GATC,
ACGCG,T
CCTC 10/10
T TA,A

€ CG,6

C AATT,G
6G°CG,CC

C CATG,G
G>CCGG,C
L,CATG™

GC GGCC,GC
A,TGCAT
CMG| CKG
TTA,AT TAA
GG|CC
GAGTC 9/10
CAC|GTG

Psp1406 1| AACG,TT
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7
1
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24
31
1
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C™CCGG,6
CG,AT CG
GT|AC

G,AGCT™C
G TCGA,C
~GATC,

AGT|ACT
C CNNG,G
C TRYA,G
CCCGGG
ACTAG,T

Pst 1 C,TGCA™G 4
Pvu 11 CAG|CTG 3
Rsr 11 CG~GWC,CG 3
Sac 11 CC,GC™GG 1
Sap 1 GCTCTTC 8/11 3
Sau96 1 G GNC,C 14
ScrF 1 CC™N, GG 36
SfaN | GCATC 9/13 20
sfi 1 GGCCN,NNN"NGGCC 2
SnaB | TAC|GTA 2
Sph 1 G,CATG™C 4

Spl 1
Ssp |
Sty 1
Taq |
Tsp45 1
Tth11i1l 11
Xba 1
Xcm 1
Xho 11
Xma 111

C GTAC,G
AAT|ATT

C CWWG,G
T°CG,A
~GTSAC,
CAARCA 16/14
T CTAG,A
CCANNNN, N> NNNNTGG-
R GATC, Y 10
€ 6GCC,G 2

1
2
8
20
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8

Srf 1
Stu 1
Swa |
TFi |
Tthill 1
Vsp 1
Xca 1
Xho 1
Xma |
Xmn 1

GCCC|GGGC
AGG|CCT
ATTT | AAAT

G AWT,C
GACN™N,NGTC
AT TA,AT
GTA|TAC

C TCGA,G
C™CCGG,G
GAANN|NNTTC
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