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APPENDIX A 

Certificate of Ethical Clearance from Human Experimentation Committe 
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APPENNDIX B 



APPENDIX C 

Bacterial crude cell wall preparation 

Anaerobic cultures of Fusobacteriumnucleatum ATCC 25586 was grown and 

crude cell walls were prepared by differential centrifugation as previously described 

(Kennell and Holt, 1990).  Briefly, cells were scraped from plates and suspended in 

phosphate-buffered saline without serum.  The cells were broken by passage through a 

French pressure cell at 15,000 lb/in2 in the presence of a cocktail of protease inhibitors 

which included 2 mM (final concentration) each Pefabloc SC (Boehringer GmbH, 

Mannheim, Germany), Na-p-tosyl-L-lysine chloromethyl ketone (TLCK)-HCl, and 

benzamidine (Sigma Chemical Co.).  Unbroken cells were removed by low-speed 

centrifugation at 2,200 × g for 10 min at 4°C.  The crude cell wall fraction was collected 

from the supernatant by high-speed centrifugation at 30,000 × g for 20 min at 4°C.  The 

extract was resuspended in 0.5 ml of phosphate-buffered saline for total protein 

determinations.  Protein concentration was determined by bicinchoninic acid assay 

(Pierce Chemical Co., Rockford, Ill.) as described in the manufacturer’s instructions 

(Krisanaprakornkitet al., 1998). 
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