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Soluble Expression, Purification and Characterization of Ad5 knob Protein

ZHAO Yarrzhong ™~ , CHEN Yuxiang, WEN Lu, LIU Tin, ZHU Xi-hong
(Medical Experimental Center of 3™ Xiang-ya Hospital , Central South University, Changsha 410013, China)

Abdgract : Ad5 knob genefrom AdEasy plasmind DNA was amplified by polymerase chain reaction
(PCR) and cloned into an E. coli expresson vector pQE30 digested with BamH | and Hind Il1.
After induction with IPTG, the trandormed E. coli strain M15 expressed Ad5 knob gene efi-
ciently. Moreover , the recombinant Ad5 knob protein mainly existed as a soluble protein. After
one step purification with Ni**-N TA affinity chromatography , the protein was purified to nearly
homogeneity. N-terminal amino acid sequencing indicated N-terminus of purified Ad5 knob.
When FITC labeled Ad5s-knob tranders Hela cells, it can specialy bind to the receptor to the
surface of Hela cells and enter the cytosol. It suggests that the recombinant Ad5 knob protein i-
dentified and purified is to be suitable for nonviral gene carriers as a target proteininfuture stud
ies.
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Fig. 1Analyss of recombinant plasmid

A :M DNA markers; Lane 1 ,p GEM- T/ knob digested by BamH | +
Hind IIl .B: M ,DNA markers; Lane 1,pQE30/ knob digested by
BamH | + Hind Il .

2.3 Ad5knob
pQE-30/ knob, 1:100
3mL LB , 37 4 h,
IPTG Immol/L , 4h,
, 10 L , 95 5 min,
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Fg.2 Hectrophoretic analyss of expressed and purified
Ad5 knob protein

A:lanel, uninduced E. coli M15 cells by IPTG; lane 2, induced E.
coli M15 cells by IPTG; lane 3, incluson bodiesof E. coli M15 cells
lysate; lane 4, soluble part of E. coli M15 cellslysate; lane M, pro-
tein molecular weight marker ;B: lane M, protein molecular weight
marker ; lane 1, the recombinant knob protein purified by afinity
chromatography ; lane2 , soluble part of E. coli M15 cellscell lysate.
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