


The identification of Mycoplasma conjunctivae

MATE ALS AND METHODS

Field surveys

Twenty-five field outbreaks of ovine infectious kerato-
conjunctivitis have been investigated in eight magiste-
rial districts in the western and southern Cape since
November 1988. A total of 5. affected eyes were
swabbed (in cases of bilateral OIKC, both eyes were
swabbed). As far as possible, the samples were col-
lected from early, untreated cases. Specimens were
collected for the isolation of bacteria, mycoplasma
organisms, Chlamydia and viruses (vide infra).

Transmission trials
Various transmission trials were conducted.

Viruses

Conjunctival swabs collected from field outbreaks of
OIKC were suspended in phosphate-buffered saline
(PBS) overnight. The PBS was filtered through 220-
nm millipore filters, and drops of the filtered PBS were
instilled in the left eyes of ten previously unexposed
6-month-old Dormer and Mutton Merino lambs.

Bacteria

Branhamella ovis isolates cultur  from field outbreaks
of OIKC were instilled in the left eyes of six previously
unexposed 6-month-old Mutton Merino-cross lambs.
Dry swabs were used to remove the bacterial cultures
from the medium; these were then rubbed onto the
conjunctiva of the eyelid and conjunctival sac.

Mycoplasma

Four separate trials were conducted. Mycoplasma
isolates cultured from field outbreaks of OIKC were
instilled in the left eyes of ten, seven, ten and four
previously unexposed lambs under one year of age.
Dry swabs were used to scrape e mycoplasma col-
onies from the agar surface, and these were then
rubbed onto the conjunctiva of the left eye. There was
no prior scarification of the col inctiva or exposure
to ultra-violet radiation. Conjuncuval swabs were col-
lected from experimental sheep, prior to instillation of
the cultures for bacterial and mycoplasma isolation
(vide infra). After instillation of the cultures these
lambs were kept in isolation ¢ of doors on grass
pastures and observed for clinical signs of OIKC.

Sampling techniques

Sterile, dry cottonwool swabs used for sampling were
rubbed under the upper eyelid ar under the third
eyelid. Separate swabs were used tor bacterial, my-
cor’ ma, chlamydia and virus isolation. Where samp-
ling was done on farms, and nediate processing
was not possible, appropriate 1 1sport mediumv
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used to keep the swabs moist after collection of con-
junctival material. The swabs were then kept in cooler
bags until they could be processed at the laboratory.

In some of the field outbreaks, conjunctival scrapings
for electron microscopy were collected by scraping a
glass slide over the conjunctiva of the upper and
lower eyelid, and suspending the collected material
in PBS.

Paired blood samples for chlamydia serology were
collected from the jugular vein of ten sheep in one
outbreak. The animals were bled within 2 d of the on-
set of clinical signs; a second sample was collected
from the same sheep 14 d later.

Culture techniques

Mycoplasma

Hayflick's agar and broth and Oxoid mycoplasma agar
was used for outbreaks 1-11. From outbreak 12-25
Chalquest’'s agar medium was used. After the swabs
had been inoculated, they were incubated at 37 °C
in 95% CO, and 5% N, for 5 d.

Bacteria

Swabs were inoculated onto blood tryptose agar
(BTA) prepared with bovine blood and incubated at
37 °C in normal atmospheric conditions for 2-3 d.

Viruses

Conjunctival material was inoculated onto monolay-
ers of low-passage, primary calf-foetal-kidney (CFK)
cells and incubated at 37 °C. Subcultures of all samp-
les were made weekly for 3 weeks. The cells were
checked for cytopathic effects (CPE).

Chlamydia

Conjunctival material collected from the first ten out-
breaks was inoculated into the yolk sacs of 8-day-old
embryonated eggs. Samples collected from outbreaks
19 and 26 were inoculated onto vero-cell monolayers
in TRAC bottles and, after 5 d of incubation, the cov-
erslips were stained by means of the Giminez meth-
od to check for the presence of chlamydia.

RESULTS

Field surveys

The results of the various isolations from field out-
breaks are given in Table 1. Where Chalquest’s agar
medium was used, mycoplasma spp. were isolated
from 88,6 % of field cases investigated, whereas no
growth was obtained on Hayflick’s agar medium or
broth. Branhamella ovis was isolated from 22,2 % of
cases investigated. No viruses nor chlamydia were
isolated from any of the cases examined.
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TABLE 1 Isolations per outbreak investigated
Outbreak no. Magisterial district Month Mycoplasma Bacteria Chlamydia Viruses
1 Wellington Nov. - 2/20 Branhamella ovis 0/20 -;20 o
2 Wellington Nov. 0/20 0/20 - -
3 Malmesbury Jan. 0/16 7/25 B. ovis 0/25 0/25
4 Riversdale Feb. 0/18 1/18 B. ovis 0/18 -
1/18 Staph. aureus
5 Malmesbury Feb. 0/23 9/23 B. ovis 0/23 0/23
1/23 Staph. aureus
6 Wellington March 0/27 7/27 B. ovis 0/25 0/26
7 Riversdale March 0/41 _;_6/46 B. ovis 0/40 0/40
4/46 Staph. aureus
8 Stellenbosch Sept. 0/24 10/24 B. ovis 0/24 -
5/24 Staph. aureus
9 Malmesbury Oct. 0/3 0/3 0/3 -
10 Ladismith Oct. 0/15 2/15 B. ovis 0/15 -
6/15 Staph. aureus
11 Stellenbosch Oct. 0/24 - - -
12 Malmesbury Nov. 417 — - -
13 Stellenbosch Nov. 11/17 - - -
14 Malmesbury Nov. 13/20 — - -
15 Stellenbosch March 5/6 - - -
16 Tulbagh March 40/60 8/40 B. ovis - -
17 Caledon March 8/8 0/8 - -
18 Malmesbury March 50/50 - - -
19 Malmesbury Dec. 33/34 21/34 B. ovis 0/34 -
20 Malmesbury Dec. 17/17 - - -
21 Malmesbury Feb. 36/36 - - -
22 Worcester Oct. 21/21 0721 - -
23 Malmesbury Oct. 29/40° - - -
24 Malmesbury Nov. 26/26 0/26 - - -
25 Stellenbosch April 26/28 0/28 0/28 -

# No mycoplasma growth was obtained from 11 samples, owing to bacterial contamination of medium

= Not collected

233












A. VAN HALDEREN et al.

D. Pitcher and staff at the My
Unit, London, for the identificatic
isolates.

olasma Reference
of the mycoplasma
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