lacZa ATG
M13 Reverse Primer | Sp6 Promoter *
CAG GAA ACA GCT ATG AC|C ATG ATT ACG CCA AGC T|AT TTA GGT GAC ACT ATA GAA
GTC CTT _TGT CGA TAC TGGTAC TAA TGC GGT TCG ATA AAT CCA CTG TGA TAT OIT

Nsli | Hlind 1] Kpnll Sa(I: | E;amHI Spe |

|
TAC TCA AGC TAT GCA TCA AGC TTG GTA CCG AGC TCG GAT CCA CTA GTA ACG GCC
ATG AGT TCG ATA CGT AGT TCG AAC CAT GGC TCG AGC CTA GGT GAT CAT TGC CGG

BstX 1 EcoR | EcoR | EcoR V

| | | |
GCC AGT GIG CTG GAA TTC GGC TT PCR Product JdA GCC GAA TTC TGC AGA TAT
CGG TCA CAC GAC CTT AAG CCG ALY TT CGG CTT AAG ACG TCT ATA

BstX | Not | Xho | Nsi | Xba | Apa |

| | | [ | —_—
CCA TCA CAC TGG CGG CCG CTC GAG CAT GCA TCT AGA GGG CCC AAT TCG |CCC TAT
GGT AGT GTG ACC GCC GGC GAG CTC GTA CGT AGA TCT CCC GGG TTA AGC [GGG ATA

T7 Promoter M13 Forward (-20) Primer
AGT GAG TCG TAT TA CAAT TCA|CTG GCC GTC GIT TTA C|/AACGT CGT GAC TGG GAA AAC
\ TCA CTC AGC ATA AT|GTTA AGT |[GAC CGG CAG CAA AAT GTT GCA GCA CTG ACC CTT TTG

Comments for pCR®II
3971 nucleotides

LacZa gene: bases 1-587

M13 Reverse priming site: bases 205-221

Sp6 promoter: bases 239-256

Multiple Cloning Site: bases 269-381

T7 promoter: bases 404-423

M13 (-20) Forward priming site: bases 431-446
f1 origin: bases 588-1025

Kanamycin resistance ORF: bases 1359-2153
Ampicillin resistance ORF: bases 2171-3031
pUC origin: bases 3176-3849
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