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Is the detection of Mycobacterium tuberculosis DNA
by ligase chain reaction worth the cost: experiences
from an inner London teaching hospital

N Shetty, M Shemko, ] Holton, G M Scott

Abstract

Aims—To evaluate the clinical usefulness
and the costs of using a rapid, commercial
ligase chain reaction test (LCx) to detect
Mycobacterium tuberculosis directly
from clinical samples.

Methods—A prospective study of 2120
routine clinical specimens from 1161 pa-
tients over a 13 month period. Investiga-
tions for mycobacterial disease by
microscopy, culture, and the Abbott LCx
assay were performed. Sequential LCx
assays were monitored in a cohort of
patients undergoing treatment. The costs
of the assay were calculated using the
WELCAN system. Sensitivity, specificity,
and positive and negative predictive
values of the LCx assay were compared
with conventional tests. The performance
of the assay in patients undergoing treat-
ment and cost in terms of WELCAN units
converted to pounds/annum was studied.
Results—The assay was 85%I/88% sensitive
and 98%I/100% specific in culture
confirmed/clinically confirmed cases of
tuberculosis, respectively. The assay was
not useful for the measurement of treat-
ment outcomes. The test cost approxi-
mately £42 500/annum.

Conclusions—The assay is a rapid, sensi-
tive, and specific adjunct to clinical diag-
nosis, especially in differentiating non-
tuberculous mycobacteria. However, it
does not differentiate old and treated
tuberculosis from reactivated disease, it is
not useful to monitor adherence to treat-
ment, and it is expensive.

(¥ Clin Pathol 2000;53:924-928)
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One third of the world’s population is infected
with Mycobacterium tuberculosis. Active disease
develops in eight to 10 million people/year,
three million of whom die, making it the lead-
ing infectious cause of death in the world."”
Notification rates for tuberculosis continue to
rise in London, with some inner London
boroughs experiencing three to 10 times the
national notification rate.* Social deprivation,
homelessness, immigration, the AIDS epi-
demic, and the failure of tuberculosis control
all play a part in this increase.’

Tuberculosis control without improvements
in socioeconomic conditions relies on case
finding and chemotherapy.® Delays in diagnosis
and failure to isolate cases have been impli-
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cated in the transmission of tuberculosis in the
health care setting.”® Serious hospital out-
breaks of tuberculosis have occurred in wards
with immunosuppressed patients.” Clinical
diagnosis is confirmed by microscopy and cul-
ture. Microscopy for acid fast bacilli is simple
and rapid but is not sensitive and does not dif-
ferentiate between M tuberculosis and other
species, such as Mycobacterium avium complex
(MAC). Culture is specific and more sensitive
but takes several weeks. Rapid differentiation
between the mycobacterium species is impor-
tant for treatment and infection control.

To speed up the process of the specific iden-
tification of mycobacteria, new methods based
on DNA amplification have been developed.
Polymerase chain reaction (PCR) based meth-
ods are rapid and sensitive'’; however, they are
labour intensive and require special facilities to
prevent laboratory contamination. In house
assays vary widely in their specificity and sensi-
tivity."' * The LCx M tuberculosis assay (Abbott
Laboratories, Diagnostic Division, Chicago,
Illinois, USA) is based on the ligase chain reac-
tion and is the first commercial, semiauto-
mated nucleic acid amplification test method
developed for use in the routine diagnostic
laboratory for the direct detection of M tuber-
culosis DNA from respiratory specimens.” '
The aim of our study was to compare the per-
formance of the assay with conventional meth-
ods in a busy diagnostic laboratory, serving a
population with a relatively high risk of
tuberculosis.”” In addition, we studied the
clinical usefulness of the LCx assay, compared
with smear and culture, in specimens collected
sequentially over a period after onset of
treatment from 15 patients with confirmed
tuberculosis.

The cost of the assay was calculated in terms
of WELCAN units." We present the cost
implication of such a test during one year’s
unrestricted use.

Materials and methods

Routine clinical specimens submitted to the
laboratory for investigation of mycobacterial
disease from December 1997 to December
1998 were studied prospectively. The LCx
assay was done in parallel with auramine smear
examination and culture on Lowenstein-Jensen
medium. All specimens other than urine and
cerebrospinal fluid (CSF) were processed by
the N-acetyl-L-cysteine-NaOH  digestion/
decontamination procedure,'” before carrying
out the L.Cx assay, smear, and culture. Cultures
were held at 35°C for 12 weeks. All positive
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Table 1  Evaluation of the ligase chain reaction (LCx) assay in culture confirmed Mycobacterium tuberculosis infection

Culture positive for
M tuberculosis (n = 131)

Culture negative for
M tuberculosis (n = 1989)

LCx LCx LCx LCx Sensitivity  Specificity PPV NPV
Specimens (no.) positive negative positive negative (%) (%) (%) (%)
All (2120) 109 22 33 1956* 85.6 98.4 79.9 98.9
Smear positive (114) 91 1 7 15** 98.9 75.9 92.9 95.7
Smear negative (2006) 18 21 26 1941 65.0 98.7 60.0 98.9
Respiratory (2058) 91 21 33 1913 84.2 98.3 77.2 98.9
Non-respiratory (49) 5 1 0 43 85.7 100.0 100.0 97.7
Quality control (13) 10 0 0 3 100.0 100.0 100.0  100.0

*Sixty eight were contaminated cultures.

**Nine were positive by culture for non-tuberculous mycobacteria; six were culture negative.

NPV, negative predictive value; PPV, positive predictive value.

cultures were sent to the Mycobacterial Refer-
ence Unit for confirmation, speciation, and
antimicrobial susceptibility testing. A specimen
was considered positive if culture yielded
M tuberculosis as confirmed at the reference
unit, or if the patient’s clinical history,
including chest roentgenograms and clinical
presentation, was sufficiently indicative of
tuberculosis to warrant empirical antitubercu-
losis treatment.'*

The sensitivity, specificity, positive predictive
value (PPV), and negative predictive value
(NPV) of the LCx assay were calculated and
compared with smear and culture results and
relevant clinical data. The prognostic value of
sequential LCx assays together with smear and
culture investigations were monitored in a
cohort of 15 patients receiving antituberculosis
treatment over a period of one to nine months.

The costs of introducing the L.Cx assay into
a routine diagnostic laboratory were calculated
using the WELCAN unit system. "

STATISTICAL ANALYSIS
Sensitivity, specificity, PPV, and NPV were cal-
culated by standard methods. The %’ test was
used to compare rates.

Results

In all, 2120 specimens (1700 sputum, 358
bronchial aspirates/lavages, 49 non-pulmonary
specimens, and 13 quality control samples)
yielded 131 M rwuberculosis positive cultures
(6.2%) from 48 (4.1%) patients out of 1161
investigated. Nine patients were diagnosed
with non-tuberculous mycobacteria (NTM),
including three M avium complex isolates,
three M xenopt, one M. kansasii, and two
unspeciated environmental mycobacteria. All
quality control specimens (n = 13) yielded the
correct test result.

2120 specimens

S |
Smear +ve Smear -ve
114 2006
Culture Culture Culture Culture
+ve -ve +ve -ve
92 22 39 1987
LCx +ve| |LCx -ve| |LCx +ve| |[LCx —-ve| |[LCx +ve| |LCx —-ve| |[LCx +ve| |LCx —-ve
91 1 7 15 18 21 26 1941

Figure 1  Evaluation of the ligase chain reaction (LCx) assay in culture confirmed

tuberculosis.

www.jchinpath.com

The performance of the L.Cx assay, evalu-
ated using culture confirmed tuberculosis as
the gold standard, is shown in table 1 and rep-
resented schematically in fig 1. One hundred
and fourteen specimens were smear positive
(5.4%), 92 of which (80.7%) were culture
positive for M wuberculosis. Seven specimens
were smear positive and LCx positive but
culture negative for M wuberculosis. All seven
patients were treated for tuberculosis on
clinical grounds.

Nine of 15 samples that were smear positive,
LCx negative, and culture negative for M tuber-
culosis yielded NTM. The remaining six
samples in this group were negative for
tuberculosis by clinical evaluation and were not
treated with antimycobacterial drugs. The sen-
sitivity of the assay was higher in smear positive
samples than smear negative samples (98.9% v
65%; table 1).

The performance of the LLCx assay with
clinically resolved cases of tuberculosis (culture
plus clinical and radiological data) is shown in
table 2 and represented schematically in fig 2.
The overall sensitivity was 88%, with signifi-
cant differences in sensitivity between the
smear positive and smear negative specimens
(99% v 76%). All samples that were LCx posi-
tive were either from culture confirmed cases of
tuberculosis or clinically resolved cases of
tuberculosis. There were no false positives.

Results of the LCx assay, microscopy, and
culture for M tuberculosis were compared in
parallel using clinical criteria for the diagnosis
of tuberculosis as the reference standard. Table
3 shows these data. The LCx assay was 88.2%
sensitive and 100% specific. The sensitivity of
auramine staining was significantly lower at
60.4% (p < 0.01).

Fifteen patients had a series of tests done
after initial presentation and the initiation of
treatment. There was only one patient (JK)
with a sustained false negative result, which on
repeated assay was culture positive for M tuber-
culosis but remained LCx negative. Table 4
presents the effect of treatment on test results
over a period of two to nine months. In nine of
15 patients, the LCx result remained positive
after treatment, and in four patients the LCx
remained positive after cultures were negative.
A brief case study is presented for each of these
patients.

For specimens requiring decontamination
and digestion each assay was costed at 15
WELCAN units costing £22.25 ([1$36.00)/
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Table 2 Evaluation of the ligase chain reaction (LCx) assay in clinically resolved cases of Mycobacterium tuberculosis

infection (culture results and clinical data)

No. resolved as positive for
M tuberculosis (n = 164)

No. resolved as negative for
M tuberculosis (n = 1956)

LCx LCx LCx LCx Sensitivity Specificity PPV NPV
Specimens (n = 2120) positi X Posits negative (%) (%) (%) (%)
All (2120) 142 22 0 1956* 88.2 100.0 100.0 98.9
Smear positive (114) 98 1 0 15** 99.0 100.0 100.0 93.8
Smear negative (2006) 44 21 0 1941 75.6 100.0 100.0 98.9
Respiratory (2058) 124 22 0 1913* 86.9 100.0 100.0 98.9
Non-respiratory (49) 5 1 0 43 85.7 100.0 100.0 97.7
Quality control (13) 10 0 0 3 100.0 100.0 100.0 100.0

*Sixty eight were contaminated cultures.

**Nine were positive by culture for non-tuberculous mycobacteria; six were culture negative.

NPV, negative predictive value; PPV, positive predictive value.

test; for sterile fluids the assay was worth 10
WELCAN units at £10.68 (0 $16.00)/test.
The total cost of this test was £46 658.25 (U$
70 000.00) over 13 months or approximately
£42 000/year.

Discussion

The rapid and reliable detection of M rubercu-
losis in clinical specimens is an important
aspect of the management of the disease.
Fluorochrome staining and microscopy is sim-
ple and rapid but requires a skilled micro-
scopist, is tedious to perform if the work load is
heavy, and does not lend itself to automation.
Apart from being relatively insensitive, it
cannot differentiate between M tuberculosis and
NTM. Culture is specific and more sensitive
but takes weeks. The LCx assay is a semiauto-
mated assay; the initial sample preparation and
DNA extraction is performed manually and
constitutes the major portion of assay time.

2120 specimens

Smear +ve Smear -ve
114 2006
Number Number Number Number
resolved resolved resolved resolved
as +ve as -ve as +ve as -ve
99 15 65 1941
LCx +ve| |LCx —ve| |LCx +ve| |LCx —ve| |LCx +ve| |LCx —ve| |[LCx +ve| |[LCx -ve
98 1 0 15 44 21 0 1941

Figure 2 Evaluation of the ligase chain reaction (LCx) assay in clinically resolved cases
of tuberculosis (culture results and clinical data).

Table 3  Performance of the ligase chain reaction (LCx) assay compared with culture and
microscopy in clinically resolved cases of tuberculosis (TB)

Clinical diagnosis
Test method and TB+ TB- Sensitiviry Specificity PPV NPV
outcome (no.)* (m=164) (m=1956) (%) (%) (%) (%)
LCx assay
Positive (142) 142 0 88.2** 100.00 100.00 98.9
Negative (1978) 22 1956
Auramine staining
Positive (114) 99 15 60.4 99.2 91.6 96.8
Negative (2006) 65 1941
Culture
Positive (131) 131 0 83.2** 100.00 100.00 98.3
Negative (1989) 33 1956

*Includes specimens subject to repeat testing after diagnosis and initiation of treatment.
**LCx is more sensitive than culture because patients on treatment who become culture negative

remain LCx positive.

NPV, negative predictive value; PPV, positive predictive value.

www.jchinpath.com

The amplification, hybridisation, and detection
steps are automated and the assay can be com-
pleted from receipt of sample to reporting of
results in five to six hours, making same day
reporting feasible. Although the test is not vali-
dated for non-respiratory specimens, we in-
cluded a selection of these specimens in our
study. We also used the assay to confirm early
culture growth from solid media, with 100%
sensitivity and specificity compared with refer-
ence methods of identification.

The sensitivity, specificity, and ease of use of
the L.Cx assay has been corroborated by many
studies.” "* '* ' Most of the studies evaluating
the performance of the LCx assay have focused
on patients with a high suspicion of tuberculo-
sis; this has a bearing on the sensitivity, specifi-
city, and the PPV of the test."* *° In our study,
all respiratory and a selection of non-
respiratory specimens that were submitted to
the mycobacteriology laboratory were exam-
ined serially. The test results are hence a more
realistic representation of performance in a
relatively high risk area for tuberculosis. The
LCx yielded no false positives in our hands;
other workers have reported false positives,
suggesting contamination in the laboratory as a
possible explanation.'*

In all, we documented 16 of 164 patients
with clinically suspicious tuberculosis in
whom, at initial presentation, the LCx assay
was the earliest test method to yield a positive
result. In seven patients, smear examination
was consistently negative; in the remainder,
smear positivity appeared on repeat testing
some weeks later. These patients would have
experienced delays in diagnosis had it not been
for the LCx assay; however, treatment was not
delayed because clinically the index of suspi-
cion was high. In six patients, the LCx assay
was positive and the culture consistently failed
to grow the organism or was contaminated
throughout the course of their treatment. In
only one patient did the L.Cx assay hasten both
the diagnosis and the onset of treatment. One
patient’s specimen was consistently false nega-
tive even on repeat testing (JK; table 4).

As in the case of smear and culture analyses
it is recommended that more than one sample
should be tested at initial presentation to allow
sufficient accuracy in the detection of M tuber-
culosis DNA.*

From table 4, it is apparent that the LCx
assay remains positive after the institution of
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treatment, often when smears and later cul-
tures are negative. Among the patients who
were slow to resolve or succumbed to their ill-
ness, an equal number were LCx positive (MA,
SF, KR, AW) as were LCx negative (SB, AH,
JK, FS) on serial testing. AW and SF remained
LCx positive long after the study period.
Therefore, it is recommended that the LCx is
not used to monitor adherence to treatment or
as a prognostic test.

The obvious advantage of the L.Cx assay is
the rapid differentiation of tuberculosis from
cases of NTM in smear positive samples. The
LCx did not crossreact with any of the NTM,
both in patient specimens and in quality
control samples. Given the absence of false
positives it is apparent that an LCx positive
specimen would strongly support the diagnosis
of tuberculosis in clinically suspicious cases.

The cost of the assay, over 13 months unre-
stricted use, was £46 658.25 ((0$70 000) or
approximately £42 500/year. As with all semi-
automated tests, the more tests that are done
on a daily basis the greater the cost benefit,
both in terms of the laboratory budget and the
cost implications in patient care. If the assay is
only performed on stored samples once or
twice a week, it would undermine the definite
advantage of speed in achieving a diagnosis.
The investment in an additional assay for the
rapid diagnosis of tuberculosis is considerable
and should be guided by the local rate of posi-
tive cultures for M tuberculosis.

In conclusion, the LCx assay, as an initial
diagnostic test, has > 80% sensitivity and
100% specificity, making it a useful although
expensive adjunct to confirm clinical suspicion
of tuberculosis. LCx on non-respiratory speci-
mens compares well with smear and culture in
detecting M tuberculosis. The assay is not useful
as a prognostic test and should not be used to
evaluate adherence to treatment. It is particu-
larly useful when rapid differentiation between
M tuberculosis and NTM is needed. It has been
used with 100% accuracy to confirm M ruber-
culosis from growth on solid media. Because the
onset of treatment was influenced by the test in
only one patient, the cost benefit of the assay
remains questionable.

We thank Dr P Nye and her team in the respiratory laboratory
at UCLH for incorporating the LCx assay into the routine

www.jchinpath.com

Downloaded from jcp.bmj.com on February 10, 2012 - Published by group.bmj.com

Shetty, Shemko, Holton, et al

examination of specimens for mycobacterial disease and for her
meticulous records of laboratory results. Thanks are also due to
Dr R Miller for access to his patient data. The study was
supported entirely by the UCLH microbiology consumables
budget.
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