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Inteins are self-excising protein segments that ligate their flanking sequences in
protein splicing. Inteins are classified into 3 classes based on sequence and the
mechanism of splicing. Most inteins are members of class 1, and contain three
conserved nucleophiles, serine, threonine, or cysteine. Inteins are widely used in a
protein engineering field. However, widely used inteins contain Cys residues at
position 1 and/or +1, and the reactions must be performed under reducing conditions.
In the present study, we have attempted to develop active intein variants based on Tag
Pol-3 intein that does not contain the Cys residue, and to evaluate the protein-splicing
activity of the engineered inteins. Split B-lactamase is used as the extein, and the
protein splicing can be characterized by (3-lactamase activity.
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ATAE, TOWRHIZER S TNEIRIRTF RE NBLOCZI AT A V)
EfE SHEDLH NI ERAT T A TIENE S OBERRO X RV ETh D, A
T AR WEI SN EIRA T A E, 20D R Y RTTF REHEEE S5
TEMNTEDD, XUoRIBETESHCILLFAHAIA TS, ZhE Tz, K&K
HIP2T Tl ADBICHEBEILT20FA T A4 U RSB S Tnb, 2 b
AEbNTnDEA T AU, EIZZTA 1L IHEINDLDIEOTHY, 4T
AYVDATTA U TIERICHERT I JELT, A1 742 1 FRIEBIC Cys &
721X Ser, C= 7 A7 A 158 HIT Cys, Ser., 721X Thr b0, FFlT, mWAT
TAV U TENEE LA T A DL H, EHEERIEE LTD Cys 2H-oT05H 7=
O, AT TA T RIGE, BIEHFET TITHORERD D, —FH., PURICEY %
B U=y E S (Antibody-drug conjugates; ADC) 72 Eid. WwAAHIUKE
HELTHRINTWDEIN, DEA o TA RN X R IE T Ui, B
KR EDTANT 4 FEEEE S OH R E~OEANRETH D, AHFFE T,
AL F OIS EIT T DV AT A v 2 b T2 0 A T A D 1 DThbH,
Thermococcus aggregans Mk TagPol-3 4 T A VIZEH L, BWART T A4 71k
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