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Table4 Performance of Chlamydiazyme in tests on 368 clinical specimens using MicroTrak immunofluorescence as standard

test

Men Women Total
. EIA+,IF+ 14 ) ‘a1 ) “ss )
Sensitivit ElA+,IF+ 14 58% 4a 67% 3 65%
nsitivity IF'FIF 3? o 61 o 285 o
. EIA—,IF— 187 58
Specificit ElA—,IF— n 99% 187 89% 258 93%
pectticity - 7 ° 211 . 279 *
o - EIA+,IF+ 41 55
Positive predicti ElA+,IF+ 14 % 4 639 55 69%
ositive predictive value EIA+ T 93% & % %0 o
Negative predictive value %’—‘_“'—‘ ;—: 88% % 9% % 9%

Table S Presence or absence of elementary bodies in Chlamydiazyme buffer of clinical specimens providing discordant

enzyme immunoassay and immunofluorescence results

No of samples with indicated no of el 'y bodies in buffer
Chlamydiazyme  Original Micro Trak
No of specimens result result Inadequate — + + ++ +++
16 - + 3 ) 3 2 0 3
6 — + 0 1 4 0 0 1
14 + - 0 14 0 0 0 0

Scale: + = 1-10; + = 11-100; + + = 101-1000; + + + = >1000.

IMMUNOFLUORESCENCE TESTS ON SAMPLES IN
CHLAMYDIAZYME BUFFER

Thirty six specimens in the second series (table 3), for
which the results of the enzyme immunoassay and
immunofluorescence were discordant, were reassessed
by taking the original enzyme immunoassay buffer
solutions in which the specimens had been placed and
testing them by immunofluorescence. As shown in
table 5, of 22 specimens negative originally by the
enzyme  immunoassay but  positive by
immunofluorescence, 19 were adequate for testing by
immunofluorescence and 13 were found to have ele-
mentary bodies in the buffer solution; in four
instances the numbers were more than 1000. On the
other hand, of 14 specimens that were positive origi-
nally by the enzyme immunoassay but negative by
immunofluorescence, none was found to have ele-
mentary bodies in the buffer solution. These obser-
vations vindicated the original results recorded by
immunofluorescence and indicated that the enzyme
immunoassay lacked sensitivity.

TITRATION OF LABORATORY STRAINS OF
CHLAMYDIAE

Two strains of C trachomatis that had had multiple
passes in cell culture and two strains that were in their
second pass only were subjected to serial 10-fold dilu-
tion; each dilution was examined by enzyme immu-
noassay and immunofluorescence and tested also in
cell culture. Table 6 shows the results. In each case the
highest dilutions at which elementary bodies were
seen by immunofluorescence and inclusions were seen
in cell culture were similar, whereas the highest dilu-
tion at which the enzyme immunoassay was positive
was at least 100-fold less, indicating the inferior sensi-
tivity of enzyme immunoassay.

REPRODUCIBILITY OF ENZYME IMMUNOASSAY

Sixteen specimens were tested by enzyme immu-
noassay on three occasions within nine hours. Seven
specimens were positive every time, although only
four of the patients from whom these specimens were
derived had been positive when tested originally by

Table 6 Comparative sensitivity of Chlamydiazyme and MicroTrak immunofluorescence for detecting laboratory strains of C trachomatis

Highest dilution positive in specimen buffer by: Titre in cell Fold difference in sensitivity
culture between enzyme immunoassay

Strain Enzyme i y fl ence (ifu/mi) and other tests
SA, (D a) 1074 10”7 (2 elementary bodies) 1 x 107 10®

b 10-3 10”7 (2 elementary bodies) 1 x 107 10?
UW 31 (K) 10~% 107 (3 elementary bodies) 9 x 108 10?
Baby Boyd P2 (Eye) 1073 10~ 3 (3 elementary bodies) 5 x 10* 10?
59828 P2 (Cx) 10-3 10~ % (4 elementary bodies) NT 10?

*MicroTrak staining of 10 ul of Chlamydiazyme specimen buffer taken after Chlamydiazyme testing.
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immunofluorescence. One specimen was negative on
each occasion by enzyme immunoassay and was also
negative by immunofluorescence. The remaining
eight specimens produced no consistent pattern, some
being positive on first testing by the enzyme immu-
noassay and negative subsequently, others exhibiting
the reverse pattern.

TESTS ON MICRO-ORGANISMS OTHER THAN
CHLAMYDIAE BY USING ENZYME IMMUNOASSAY
Table 1 shows that strains of Acinetobacter cal-
coaceticus, Escherichia coli, Gardnerella vaginalis,
Neisseria gonorrhoeae and group B streptococci reac-
ted positively when tested by enzyme immunoassay.
The numbers of some of these micro-organisms that
reacted are in keeping with numbers that might occur
in clinical specimens.

Discussion

It is difficult to analyse the results of other workers
and assess why some of them” 10 11 131517 have con-
cluded that the enzyme immunoassay that we used
was satisfactory for testing clinical specimens. Several
aspects are, however, pertinent. First, spurious values
may be derived if the test used for comparison is lack-
ing in sensitivity and specificity—for example, the
enzyme immunoassay may appear falsely sensitive if
an insensitive cell culture procedure is used for com-
parison; there is no doubt that the ability to detect
chlamydiae in cell culture varies from one laboratory
to another. Furthermore, the elimination of speci-
mens that destroy cell cultures may falsify a compara-
tive assessment. The value of using a comparative
procedure such as immunofluorescence, which is
independent of cell sensitivity and the problems of
detecting inclusions in cells, is obvious. It must be
admitted, however, that the value of the
immunofluorescence procedure depends on the abil-
ity of the observer, and a spurious comparison with
the enzyme immunoassay may be made as easily as by
using cell culture. It is clear that valid comparisons
will be made only when tests, of whatever sort, are
undertaken in ideal conditions in the most capable
hands. Our use of cell culture as a comparative pro-
cedure did not produce results much different from
those obtained by using immunofluorescence as the
comparison, although immunofluorescence provided
the more stringent test for the performance of the
enzyme immunoassay. Overall, comparative tests of
either sort on clinical samples indicated quite clearly
that the enzyme immunoassay is insufficiently sensi-
tive for detecting chlamydiae in specimens from both
men and women and insufficiently specific for chla-
mydiae in specimens from women.

The need for the assay is greater in women but the

Taylor-Robinson, Thomas, Osborn

positive predictive value of 63% means that of every
10 positive results obtained, only about six will be
correct. This is unacceptable even in our high preva-
lence group, and in a low prevalence group could
apparently double the positivity rate. The negative
predictive value of 90% in women means that of
every 10 negative results one should be positive.
Again, this could assume greater importance in a low
prevalence group. Our experience extends over a year
with kits from different batches, so any suggestion
that only a single kit is at fault is unfounded; so too is
the suggestion that inexperience with the enzyme
immunoassay procedure initially may account for
poor results as these did not improve in later tests.
Furthermore, evidence for insensitivity of the enzyme
immunoassay based on testing clinical samples is sup-
ported by our other observations—namely, the
finding of chlamydial elementary bodies, sometimes
in large numbers, in the enzyme immunoassay buffer
for specimens which provided a negative enzyme
immunoassay result and the finding in comparative
titrations that the enzyme immunoassay was at least
100-fold less able to detect chlamydiae than either
immunofluorescence or the cell culture procedure. In
clinical practice the enzyme immunoassay does not
seem to have this degree of insensitivity, probably
because some of the specimens contain inclusion con-
taining cells that disintegrate during processing to
produce a positive result. Nevertheless, quantitative
tests undertaken by diluting suspensions of labora-
tory strains are easy to perform, and we suggest that
they should be done by both manufacturers and labo-
ratory workers before large numbers of tests are
undertaken on clinical samples. It is premature to
expend effort on widespread clinical testing unless, in
such a titration procedure, the sensitivity of the
enzyme immunoassay begins to match that of com-
petently undertaken immunofluorescence or cell cul-
ture procedures, or both. It seems unlikely, however,
that any enzyme immunoassay system could be made
sufficiently sensitive to detect one chlamydial elemen-
tary body, even those that are amplified in some
way.!114

In our tests lack of reproducibility and specificity
have also been disappointing. Lack of specificity may
be due to cross reactivity with micro-organisms other
than chlamydiae and has been mentioned previously
in the case of Acinetobacter sp.*® Our results confirm
this and indicate that other bacteria found in the gen-
ital tract may create a problem and account for poor
specificity in enzyme immunoassay tests on specimens
from women. The possibility that cross reactivity
occurs because this enzyme immunoassay is based on
a polyclonal rather than a monoclonal antibody
should be considered.

Finally, the availability of animal models of C tra-
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chomatis infection?® provides an excellent oppor-
tunity for comparing chlamydial detection
procedures. Models based on small animals, in partic-
ular,?! enable specimens from numerous anigmals to
be collected easily, repeatedly, and over a prolonged
period. For those who have such models available, it
seems sensible to gauge the sensitivity and specificity
of a particular technique in this way. Inadequacy
indicated in such tests implies that it would not be
profitable to undertake the more difficult task of test-
ing human clinical specimens, a procedure which
inevitably thrusts a burden on clinic staff and facili-
ties.

We thank all the staff of the Praed Street clinic for
their invaluable help in the collection of specimens
and Ms Jenny Stirling and Ms Yvonne Boustouller
for the various freshly isolated bacteria used in
specificity testing.
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