


THE PATHOGENESIS OF HEARTWATER

TABLE 1 Volumes of reagents in complement assay

Tube No. 1 2 3 4 5 6 7 8 9 10 11
Serum dilution n 1/2 173 1/4 1/5 1/6 1/8 1/10 1/12 — —
Serum, m¢ 1,2 0,6 04 0,3 0,24 0,2 0,15 0,12 0,1 — —
Veronal buffer, m¢ — 0,6 0,8 0,9 0,96 1,0 1,05 1,08 L1 1,2 0,6
Haemolytic system, mé 0,6 0,6 0,6 0,6 ,6 0,6 0,6 0,6 0,6 0,6 0,6
G-pigC', m — — — — — — — — — = 016
TABLE 2 Kiimm strain infected mice treated with histamin and serotonin antagonists
Days before and after infection .
No. of
Drugs Antagonist to D(;fg&l/ggc;(il:;el that treatment was commenced u-ea(t)e (;)/nglft‘:at
Before After survived
Cyproheptadine Histamin and serotonin 3 0 9 9/0
Promethazine HCI Histamin 0 10 6/0
Methvserside Serotonin 100 0 7 6/0
Methysergide Serotonin 100 0 9 6/0
Hydroxyzine 2 HC1 Mast cell degranulation 1&0,57 28 10 20/0
Hydroxyzine 2 HCI® and cime- | Mast cell degranulatio 1&0
tidine hydrochloride £ " 1803 A 10 4010

M Dosage level to each of 2 groups of 10 mice

@ Hydroxyzine 2 HCI for 14 days and in combination with cimetidine hydrochloride for another 14 days before infection
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FIG. | Complement levels of calves infected with C. ruminantium

Preliminary tests had shown that there was a noticeable
drop in the C’ level of calf sera measured 6-8 h after
collection compared with the levels recorded within 1-4
h after collection.

The assay was performed as follows:

One volume (0,6 m¢) of haemolytic system, consisting
of equal volumes of 3% sheep red blood cell suspension
and appropriately diluted haemolysin in veronal buffer
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was added to 2 volumes (1,2 m¢) of calf serum diluted in
veronal buffer in 9 tubes, as shown in Table 1. Tube 10
containing veronal buffer and haemolytic system and
tube 11 containing haemolytic system, veronal buffer
and excess guineapig C’ served as 0 and 100 % haemo-
lysis controls. ’

The tubes were incubated in a water-bath at 37 °C for
30 min. After 3 m€ of veronal buffer has been addec
each tube to obtain a sufficiently large volume to permit
of a spectrophotometric reading, the tubes were centri-
fuged at 2 000 r.p.m. for 5 min. The supernatant fluids
were then decanted into clean tubes. The optical density
(OD) was read using a photometer set at 541 nm wave-
length. The supernatant from tube 10 was used as a blank
to zero the photometer and the reading of the supernatant
from tube 11 to obtain the target OD representing 100 %
haemolysis. The OD of each tube was recorded and the
percentage haemolysis calculated for each tube by the

oD x 100
formula: % haemolysis (Y) = - The dilu-
Target OD
tions of calf sera giving the greatest number of end points
between 10 and 90 % haemolysis were selected and the
' Y

value of the expression calculated for these end
00-Y

points, where Y = % haemolysis. Using log/log graph

paper with the vertical axis representing the gose of

, the

serum, and the horizontal axis the value of

values of were plotted on the graph paper. These

points must fall on a straight line. Where a line joinir:;
the plotted points crosses the vertical ‘1’ line, the 50 %
haemolytic dose (C'Hy) of the serum and, therefore, the
volume’ of calf serum containing one C'Hy, C’, is indi-
cated (Alton, 1977).

Assay of conglutinin and immunoconglutinin

Levels of conglutinin were determined as previously
described (Du Plessis, 1985). After the assay for conglu-
tinin was completed, 0,02 m€ of 0,02 M Na, EDTA in
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