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Intracellular vibrioid bacteria are a constant
feature of the lesions of poreine intestinal adenomat-
osis (PI4) and from such tissues Campylobachter sput-
orum subspecies muceosalis may often be recovered
generally in large numbers, Despite the constant
presence of bacterial bodies within the abnormal cells,
the part played by bacteria in the induction of the
lesion remains unknown.  Experimental evaluation of
the rcle of individual infectious agents in the de-
velopment of the cbndition has not proved easy and
this situation has been compounded by the difficulty
most workers have experienced in trying to transmit
the disease ewven when diseased mucosa has been used as
inoculum. Such & refractory infectious nature is in
contrast to some field experience of the disease and
no acceptable explanation for this difference is
available.

In the absence of a satisfactory experimental
system using live -enimals, an attempt was made to
assess the ability of C. sputorum ss mucosalis to sur-
vive in both continuous and primary cell culture
derived from different speeies and.to assess whether
this was associated with intracellular multiplication
of the bacteria.

Initial observati®ns concentrated on assessing the
ability of mucosalis serotype A to atbtach to a variety
of cell types,. pr:.l:lclpally derived from pig, fowl, ox,
sheep, dog and e sources,  Young viable cult—
ures of mucosalis attached rapidly to the surface of
211 the pig derived cell line mondlsyers (primsry pig
kidney, PPX; pig kidney, PK and PEpi); attachment to
some avian (chick embryo fibroblast, CEF) and some
primate cell lines (Vero and monkey, LICMK2) could not
be demonstrated wsing the light microscope, other cell
lines (bovine kidney, BK, BEKpi; hamster, BHK and Hela
cells) showed interimediate levels of attachmerit,

Peripheral attichment of mucosglis reached its
peak in appropriate cells within some 6 hours of in-
fection and thereafter declined until by 12 hours only
a small percentage of cells showed adherent bacteria
and these were mo longer apparent by 24 hours post-
infection. Attachment is influenced by the culturs
temperature prior to and subBequent to inoculation and
either raised (L1°C) or lowered (22°C) temperature re-
duced attachment and the motility of cultures. For-
malin-killed bacteria do not adhere and air-killed
organisms show a different pattern of attachment.
Attachment can be blocked by hyperimiiune mucosalis
antiserum.

Gell and antibiotic free tissue culture medium
(MEM) does not support the growth of mucosalis unless
the atmosphere is altered. MEM media containing
70 1og mucosalisyml fail to yield visble bacteria
after 1% hours aerobic incubation at 37°C. In con-
trast, cell cultures in MEM of certain lines persist-
ently yield viable bacteria from the supernatant
fluid. Such persistent infection appears to be assoc-
iated with those cell lines to which muecosalis attach
and cell lines to which mucosalis do not attach do not
¥ield the organism for any length of tile.

Cell 1ines to which mucossglis attach show intra-
cellular bacterial forms, often within phagosomes, by
2l hours at which stape bacteria are largely_ sbsent
from the cell surface. Such bacteria within the cells
retain their characteristic vibrioid morphology. The
number of intracellular bacteria vary between cell
lines being most prominent in strongly adherent cell
types. These observations have allowed a technique
to be developed for demonstrating intracellular (IC)

and extracellular (EC) bacteris by fluorsscent anti-
body (FA)., After LB hours IC bacteria loose their
typical appearance in Giemsa-stained smears but their
presence can be demonsirated in increasing numbers in
the cell cytoplasm by either FA or electron microscopy
in cell lines that resist destruction. The cell para-
sitism is in many cases associated with marked disturb-
ance in the appearance and visbility of the cell
cultures.

The development of sppropriate infection procedures
for tissue culture may provide an alternative approach
to the investigation of the PIA Complex should the
disease remain diffienlt to reproduce experimentally.
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