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WsAuansiie  Adenylate cyclase-haemolysin  (CyaA) Ao Bordetella pertussis TANEE
Usznaudaedauiifuoules! adenylate cyclase (AC) uazduivihliifngivudouwadillmng (PF-
domain) Fdauiiiigalumailidadeaununzunnld 'l.un'\sﬁnmﬁnéuﬁﬁu'lﬁ'lﬁwmaﬁn pCyaAC-PF
fidurruaumsairalusiuianizd  CyaA-PF u.a..uuwmuqumsasmau‘lw CyaC-acyltransferase
(cyaO) lunanafiafiennu Taglusiu CyaC wmu'mmwu palmltoyl un CyaA-PF ma’lwqusma%omw
0] wawflvunﬂn'ﬁai'n‘imnu'lu E coli wm'ﬂ.ﬂwumamgnai'n'luﬂﬂﬂsnuwa"a'wuma dawuin
CyaA-PF gmmmu palmitoyl # Lys™ 93¢ uanmnuu'lumsm\aaqusvmmmw‘im'lﬂ crude extracts
0 E coli Ainsairalusiuasieg acylated CyaA-PF wmﬂﬂwumiwuum'lummaanumunzuﬂn‘lnqq
TunsAnuifldwanndsmainWivsuasie CyaAPF Wqns  wudmsléisnsmelasininaswidl 3
YumpusAUAD anion-exchange, hydrophobic interaction wag size-exclusion chromatography
auaiu lalusAuaisie CyaA-PF wusansmmnn'n 90% twiuauﬁmaﬂﬁwms’\'ﬁauﬁ"m'\"\mn (8%)
uazwuinlusiuasive CyaA-PF usawsua'umsnm'lwmmaanumun-'tmn‘lﬂﬂs"u'lm 60% udAqVislunis
sumuuma‘ixﬂwUa‘lumu'\mas‘iﬂﬁ'lumsﬁnmu
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Abstract 1 g 0 9 08
The Bordetella pertussis adenylate cyclase-haemolysin (CyaA) toxin composes of the adenylate
cyclase (AC) and the pore-forming (PF) domains. The truncated PF-domain can cause haemolysis
of sheep red blood cells. In this study, the recombinant pCyaAC-PF plasmid containing the cyaA-
PF gene, coding for the CyaA-PF domain, together with cyaC gene, coding for the enzyme
acyltransferase, which will transfer the palmitoyl group to CyaA-PF to become an active toxin.
The CyaA-PF and CyaC proteins were overexpressed in soluble form and in vivo palmitoylation
to Ly5983 of CyaA-PF was confirmed. £ coli crude extracts containing acylated CyaA-PF exhibited
high haemolytic activity against sheep erythrocytes. In this study, the efficient procedure for
purifying CyaA-PF was developed. By using anion-exchange, hydrophobic interaction and size
exclusion chromatography, respectively, more than 90% purified CyaA-PF was obtained but
relatively low percent yield (8%). This purified CyaA-PF also showed high haemolytic activity
against sheep erythrocytes (60%) but the liposome perturbation activity could not conclude in
this study.
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