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pCold-F primer
5' TAACGCTTCAAAATCTGTAAAGCACGCCATATCGCCGAAAGG

TEE His-Tag
CACACTTAATTATTAAGAGGTAATACACCATGAATCACAAAGTGCATCATCATCATCATCAT
SD Met Asn His Lys Val His His His His His His

Factor Xa site HRV 3C Protease site
ATCGAAGGTAGGCAC ATG ----- GST Tag (651 bp) --- TCGGAT CTGGAAGTTCTGTTCCAGGGCCCGGGA
lle Glu Gly ArgtHis Met ----- GST Tag (217 aa) --- Ser Asp Leu Glu Val Leu PheGInTGIy Pro Gly

Nde | Sac | Kpnl  Xhol BamH| EcoR| Hindlll Sall Pst | Xba
CATATG GAGCTC GGTACC CTCGAG GGATCC GAATTC AAGCTT GTCGAC CTGCAG TCTAGA TAG
His Met Glu Leu Gly Thr Leu Glu Gly Ser Glu Phe Lys Leu Val Asp Leu GIn Ser Arg End

pCold-R primer

GTAATCTCTGCTTAAAAGCACAGAATCTAAGATCCCTGCCATTTGGCGGGGATTTTTTTATTTG
transcription terminator

TTTTCAGGAAATAAATAATCGAT 3’

Propagation in E.coli

(1)  TE[EEM: DH5a . TOP10. XL1-Blue &34,
(2> JFEREDUE: Amp+, TAEMEERCA 100ug/ml.
(3)  REFRIESE:. 37°C.
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