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Fig.1 The result of SDS-PAGE and Western blot. M. protein marker 1
—4. purified MrkD by SDS-PAGE 5. purified MrkD by Western blot.
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Fig.2  Adhering activity of K. pn with different MrkD level. Asterisk

% indicates significant difference from control MrkD O pg . Double
asterisk * *  indicates significant difference both from control and
MrkD 12.5 pg. Triple asterisk % * * indicates significant difference
both from control and MrkD 12.5 p1g and MrkD 25 pg.
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Fig.3 Logarithmic curve of K. pn adhering activity.
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Fig.4  Adhering activity of K. pn restrained by different MrkD level.
Asterisk  *  indicates significant difference from MrkD 50 prg. Double
asterisk  * * indicates significant difference both from MrkD 25 p1g and
MrkD 50 pg. Triple asterisk % * * indicates significant difference
both from MrkD 12.5 pg and MrkD 25 pg and MrkD 50 pg.
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Fig.5 Laser confocal microscopy micrographs of BEP-2D cells after 30 min incubation with K. pn strain B and blank control A . Micrographs of BEP-2D

cells after 30 min incubation with MrkD protein C . Cells were then stained with the anti-MrkD PAb and counterstained with FITC-conjugated anti-mouse.
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MrkD adhesin of Klebsiella pneumoniae expression purification and analysis of
adhesive activity

Yang Li Wenyu Han™  Liancheng Lei Zhijie Li Tei Shi
College of Animal Science and Veterinary Medicine Jilin University Changchun 130062 China

Abstract Objective The mrkD gene encodes the adhesin which mediates Klebsiella pneumoniae to adhere human respiratory
tissue . We aimed to analyze the adhesion mechanism and adhesion block funcntion of MrkD adhesin. Methods The recombinant
glutathione-S-transferase GST -tagged adhesive protein MrkD was expressed in E. coli and was purified to homogeneity using
GST affinity chromatography. The GST tag was cut by thrombin to obtain the MrkD protein that was identified by SDS-PAGE and
Western blot. The adhesive activity of MrkD was examined by adhesive experiments and the binding site was observed by laser
confocal microscopy. Results The adherent activity of Klebsiella pneumoniae was significantly inhibited by the MrkD. These
experimental data demonstrated that the MrkD inhibited the adhesion of Klebsiella pneumoniae . Conclusion Our results suggest
that MrkD adhesin contains the adhesion epitopes. The future work will be carried out to identify the epitopes and characterize
them then to optimize the combination presentation of these epitopes to develop an efficient vaccine for Klebsiella pneumoniae .
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