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Objectives: To evaluate the effectiveness of available
rapid diagnostic tests to identify tuberculosis (TB)
infection.
Data sources: Electronic databases were searched
from 1975 to August 2003 for tests for active TB and
to March 2004 for tests for latent tuberculosis infection
(LTBI). 
Review methods: Studies were selected and
evaluated that (1) tested for LTBI, (2) compared
tuberculin skin test (TST) and interferon-� assays based
on ESAT-6 and CFP-10 antigens and (3) provided
information on TB exposure or bacille
Calmette–Guérin (BCG) vaccination or HIV status. For
each test comparison, the sensitivity, specificity and
95% confidence intervals (CIs) were calculated.
Sources of heterogeneity were investigated by adding
covariates to the standard regression model. The
authors examined whether interferon-� assays were
more strongly associated with high versus low TB
exposure than TST. Odds ratios (ORs) were calculated
for the association between test results and exposures
from each study along with their 95% CIs. Within each
study, the OR value for one test was divided by that for
another to produce a ratio of OR (ROR). 
Results: A total of 212 studies were included,
providing 368 data sets. A further 19 studies assessing
fully automated liquid culture were included. Overall,
nucleic acid amplification test (NAAT) accuracy was far
superior when applied to respiratory samples as
opposed to other body fluids. The better quality 
in-house studies, were, for pulmonary TB, much better
at ruling out TB than the commercial tests (higher

sensitivity), but were less good at ruling it in (lower
specificity), but it is not possible to recommend any
one over another owing to a lack of direct test
comparisons. The specificity of NAAT tests was high
when applied to body fluids, for example for TB
meningitis and pleural TB, but sensitivity was poor,
indicating that these tests cannot be used reliably to
rule out TB. High specificity estimates suggest that
NAAT tests should be the first-line test for ruling in TB
meningitis, but that they need to be combined with the
result of other tests in order to rule out disease.
Evidence for NAAT tests in other forms of TB and for
phage-based tests is significantly less prolific than for
those above and further research is needed to establish
accuracy. There is no evidence to support the use of
adenosine deaminase (ADA) tests for diagnosis of
pulmonary TB; however, there is considerable evidence
to support their use for diagnosis of pleural TB and to a
slightly lesser extent for TB meningitis. Anti-TB
antibody test performance was universally poor,
regardless of type of TB. Fully automated liquid culture
methods were superior to culture on solid media, in
terms of their speed and their precision. In total, 13
studies were included. Assays based on RD1 specific
antigens, ESAT-6 or CFP-10, correlate better with
intensity of exposure, and therefore are more likely
than TST/purified protein derivative (PPD)-based
assays to detect LTBI accurately. An additional
advantage is that they are more likely to be
independent of BCG vaccination status and HIV status. 
Conclusions: The NAAT tests provide a reliable way
of increasing the specificity of diagnosis (ruling in
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disease) but sensitivity is too poor to rule out disease,
especially in smear-negative (paucibacillary) disease
where clinical diagnosis is equivocal and where the
clinical need is greatest. For extra-pulmonary TB,
clinical judgement has both poor sensitivity and
specificity. For pleural TB and TB meningitis, adenosine
deaminase tests have high sensitivity but limited
specificity. NAATs have high specificity and could be
used alongside ADA (or interferon-�) to increase
sensitivity for ruling out disease and NAAT for high
specificity to rule it in. All studies from low-prevalence
countries strongly suggest that the RD1 antigen-based
assays are more accurate than TST- and PPD-based

assays for diagnosis of LTBI. If their superior diagnostic
capability is found to hold up in routine clinical practice,
they could confer several advantages on TB control
programmes. Further research for active TB needs to
establish diagnostic accuracy in a wide spectrum of
patients, against an appropriate reference test, and
avoiding the major sources of bias. For LTBI, research
needs to address different epidemiological and clinical
settings, to evaluate the performance of the main
existing commercial assays in head-to-head comparison
in both developed and developing countries, and to
assess the role of adding more TB-specific antigens to
try to improve diagnostic sensitivity.

Abstract
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ADA adenosine deaminase
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AMTD Amplified Mycobacterium Direct
Test

ATB active tuberculosis
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DARE Database of Abstracts of Reviews
of Effects
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ELISA enzyme-linked immunosorbent
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FNAC fine-needle aspiration cytology

FPR false positive rate

HIV human immunodeficiency virus

HPLC high-performance liquid
chromatography

HRCT high-resolution computed
tomography

ICER incremental cost-effectiveness ratio

INH isoniazid

IVU intravenous urography

LAM lipoarabinomannan

LTB latent tuberculosis

LJ Lowenstein–Jensen

LTBI latent tuberculosis infection

MDR-TB multidrug-resistant tuberculosis

MGIT mycobacterial growth indicator
tube

MRI magnetic resonance imaging

M. AC Mycobacterium avian complex

M. TB Mycobacterium tuberculosis

NAAT nucleic acid amplification test

NBM non-tuberculous mycobacteria

NICE National Institute for Health and
Clinical Excellence

NPV negative predictive valve

NTM non-tuberculous mycobacteria

PBMC peripheral blood mononuclear
cells

PCR polymerase chain reaction

PPD purified protein derivative
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Background
Globally, there are 8 million new tuberculosis (TB)
cases and 2 million deaths per year. Once infected,
active disease develops in about 10% of cases,
usually within 1–2 years after exposure. Remaining
individuals enter into a state of latentcy [latent
tuberculosis infection (LTBI)], which can reactivate
at a later stage, particularly if the individual
becomes immunocompromised. 

Active TB is predominantly pulmonary in nature.
Extra-pulmonary TB occurs in approximately 41%
of TB cases in England and Wales and includes
lymphatic, pleural, meningeal, pericardial,
skeletal, gastrointestinal, genitourinary and miliary
TB. LTBI has no clinical manifestations and is not
contagious.

Given the infectious nature of pulmonary TB, fast
and accurate diagnosis is an important element of
TB treatment and control. 

Objectives
1. For each form of active tuberculosis, to conduct

systematic reviews to evaluate the accuracy of
the following groups of tests in patients
suspected of active TB:
(a) nucleic acid amplification tests
(b) amplification molecular probe tests
(c) serodiagnostic and biochemical assays
(d) phage-based tests. 

2. To conduct a systematic review to evaluate how
effective fully automated liquid culture systems
are for isolating and identifying TB.

3. To conduct a systematic review to evaluate the
use of interferon-� assays for detection of latent
TB infection.

4. To examine the likely NHS and societal
consequences of false-positive and-false
negative tests.

Methods
Data sources
Literature was identified from electronic
databases and other sources. All databases were

searched from 1975 to August 2003 for tests for
active TB and to March 2004 for tests for LTBI.
Reference lists of included studies and relevant
review articles were scanned for additional
studies.

Study selection
Tests for active TB
Any study comparing a rapid test for detection of
active tuberculosis with any reference standard was
included. ‘Rapid’ tests were those for which a
result could be obtained in less than the time
taken for standard culture. Only case series studies
were included. Accuracy studies had to report
sufficient information to allow the construction of
a 2 × 2 contingency table.

Tests for latent TB infection
The study selection criteria were (1) testing for
LTBI, (2) comparison between tuberculin skin test
(TST) and interferon-� assays based on ESAT-6
and CFP-10 antigens and (3) information on TB
exposure or bacille Calmette–Guérin (BCG)
vaccination or HIV status.

Data extraction
Data extraction and study quality assessment were
undertaken independently by two reviewers.

Data synthesis
Tests for active TB
For each test comparison, the sensitivity, specificity
and 95% confidence intervals (CIs) were
calculated. The method proposed by Moses and
colleagues to fit both symmetric and asymmetric
summary receiver operating characteristic (SROC)
curves was used. Sources of heterogeneity were
investigated by adding covariates to the standard
regression model.

Tests for latent TB infection
Interferon-� assays were examined to establish
whether they were more strongly associated with
high versus low TB exposure than TST. Odds
ratios (ORs) were calculated for the association
between test results and exposures from each study
along with their 95% CIs. Within each study, the
OR value for one test was divided by that for
another to produce a ratio of OR (ROR). 
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Results
Tests for active TB
A total of 212 studies were included, providing
368 data sets. A further 19 studies assessing fully
automated liquid culture were included. 

Overall, nucleic acid amplification test (NAAT)
accuracy was far superior when applied to
respiratory samples as opposed to other body
fluids. The better quality in-house studies were, for
pulmonary TB, much better at ruling out TB than
the commercial tests (higher sensitivity), but were
less good at ruling it in (lower specificity), but it is
not possible to recommend any one over another
owing to a lack of direct test comparisons. 

The specificity of NAAT tests was high when
applied to body fluids, for example for TB
meningitis and pleural TB, but sensitivity was poor,
indicating that these tests cannot be used reliably
to rule out TB. High specificity estimates suggest
that NAAT tests should be the first-line test for
ruling in TB meningitis, but that they need to be
combined with the result of other tests in order to
rule out disease. Evidence for NAAT tests in other
forms of TB and for phage-based tests is
significantly less prolific than for those above and
further research is needed to establish accuracy. 

There is no evidence to support the use of adenosine
deaminase (ADA) tests for diagnosis of pulmonary
TB; however, there is considerable evidence to
support their use for diagnosis of pleural TB and
to a slightly lesser extent for TB meningitis.

Anti-TB antibody test performance was universally
poor, regardless of type of TB. Fully automated
liquid culture methods were superior to culture on
solid media, in terms of their speed and their
precision.

Tests for latent TB infection
In total, 13 studies were included. Assays based on
RD1-specific antigens, ESAT-6 or CFP-10,
correlate better with intensity of exposure, and
therefore are more likely than TST/purified
protein derivative (PPD)-based assays to detect
LTBI accurately. An additional advantage is that
they are more likely to be independent of BCG
vaccination status and HIV status. 

Conclusions
Implications for healthcare
The NAAT tests provide a reliable way of
increasing the specificity of diagnosis (ruling in

disease) but sensitivity is too poor to rule out
disease, especially in smear-negative
(paucibacillary) disease where clinical diagnosis is
equivocal and where the clinical need is greatest. 

For extra-pulmonary TB, clinical judgement has
both poor sensitivity and specificity. For pleural
TB and TB meningitis, adenosine deaminase tests
have high sensitivity but limited specificity. NAATs
have high specificity and could be used alongside
ADA (or interferon-�) to increase sensitivity for
ruling out disease and NAAT for high specificity
to rule it in. 

All studies from low-prevalence countries strongly
suggest that the RD1 antigen-based assays are
more accurate than TST- and PPD-based assays for
diagnosis of LTBI. If their superior diagnostic
capability is found to hold up in routine clinical
practice, they could confer several advantages on
TB control programmes.

Recommendations for research
Active TB
Diagnostic accuracy must be established,
preferably prospectively, in a wide spectrum of
patients, against an appropriate reference test,
and avoiding the major sources of bias such as
verification bias, lack of blinding, and inclusion of
all indeterminate results.

● For pulmonary TB, a study of the accuracy of
NAAT in clinically equivocal smear-negative
patients is needed, to identify how high a
proportion of false-positive results would be
generated in this population.

● The place of ADA, interferon-� and lysozyme
for diagnosis of pleural TB requires further
investigation

● The place of ADA, for diagnosis of TB
meningitis, needs to be established

● For both pleural and TBM, the combination of
NAAT tests with other tests such as ADA should
be examined

● The incremental value of combinations of tests,
particularly for samples of biological fluids,
needs assessment in large, prospective, well-
designed studies recruiting representative
samples of patients.

Interferon-� assays for the rapid identification of
latent tuberculosis infection
● Research is needed in different epidemiological

and clinical settings, not only in developed
countries, but also in developing countries, and
countries with a high prevalence of TB, of non-
tuberculous mycobacteria, in populations with

Executive summary



high BCG coverage and in immunosuppressed
populations. 

● Trials to evaluate the performance of the main
existing commercial assays [whole blood
interferon-� enzyme-linked immunosorbent
assay (ELISA) and enzyme-linked immunospot
assay (ELISPOT)] in head-to-head comparison
should be done in both developed and
developing countries. 

● The role of adding more TB-specific antigens
to try to improve diagnostic sensitivity needs to
be assessed. 

● Longitudinal cohort studies to confirm the
positive predictive value of interferon-� assays
for subsequent development of active TB
should also be performed. 
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Introduction
Tuberculosis (TB) is a major cause of morbidity
and mortality throughout the world. One-third of
the world’s population is infected with the TB
bacillus.1 Mycobacteria are aerobic, non-spore
forming, non-motile, single-cell bacteria. Of more
than 40 currently recognised species of
mycobacteria, Mycobacterium tuberculosis (M. TB) is
the leading cause of death world-wide that can be
attributed to a single infectious disease agent. TB
is the disease caused by the bacteria of the M. TB
complex: M. TB, M. bovis and M. africanum. Other
mycobacteria can also cause disease or diagnostic
problems, including the atypical forms such as 
M. avium species. M. avium complex (M. AC) disease
occurs either as a disseminated disease largely in
patients with HIV infection, or as a pulmonary
disease in immunocompromised patients. The
rapidly growing atypical mycobacteria, including 
M. fortuitum, M. chelonae and M. abscessus, cause
cutaneous, pulmonary and postsurgical wound
infections.2

The WHO cites TB as the single most important
fatal infection, with around 8 million new cases
and 2 million deaths per year, 95% in developing
countries.3 Once infected, active disease develops
in about 10% of cases, usually within 1–2 years
after exposure from TB.4 The remainder stay in 
a state of latent tuberculosis infection (LTBI),
which can reactivate at a later stage, particularly 
if the individual is elderly or becomes
immunocompromised. There is currently no
certain way of predicting which 10% of infected
persons will go on to present with active disease,
and this remains one of the major challenges in
TB research.

When mycobacterial disease is suspected, the aim
of testing is to identify the presence of
mycobacteria, to characterise isolates and to
determine their antibiotic susceptibilities.

Tuberculosis in the UK
TB has never been eradicated in Western societies,
but it has been suppressed by public health

measures such as selective screening, surveillance
and follow-up. Improved living conditions,
including nutrition, and introduction of
chemotherapy have led to steadily declining disease
rates at least in developed countries. Since 1985,
TB has, however, re-emerged as a major public
health concern with disease rates climbing world-
wide.5,6 In many developed countries such as North
America, disease rates continue to decline, whereas
in the UK rates are on the incline.7 Increasing
incidence rates have led to the publication of the
both the TB Action plan8 and National Institute for
Health and Clinical Excellence (NICE) guidelines
on TB.9

The recent outbreaks in North London, Leicester
and Wales highlight that TB is still a problem in
the UK.10–12 Currently, in the UK there are
approximately 6700 cases of clinical TB per
annum, with varying geography. This represents a
rate of 12.4 per 100,000 population (England,
13.0; Wales, 6.3; Northern Ireland, 3.3).13 About
40% come from London, which accounts for over
two-thirds of the annual increase in notifications in
the UK.13 TB in London is largely caused by
reactivation or importation of infection by recent
immigrants.14 In 2003, the mortality rate from TB
in England and Wales was around 0.74 per
100,000 population, varying from under 2% for
children and young adults to over 30% in those
aged 65 years or over.13

The rates of new infections have been increased 
by the marked rise in international travel, by the
breakdown of public health measures in some of
the Eastern European countries and by increases
in the number of people with impaired immunity
following the spread of HIV infection.2 In most
developed countries, TB mostly affects older
people, recent immigrants from developing
countries, members of ethnic minorities and the
immunocompromised (mainly HIV). Other
populations at risk for developing TB are those
with diabetes mellitus,15 those on
immunosuppressive medication post organ
transplantation16 and populations receiving
treatment with tumour necrosis factor alpha 
(TNF-�) antagonists for rheumatoid arthritis and
other autoimmune diseases.17
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HIV infection substantially increases the risk of
developing TB once infected with the bacillus, and
also shortens the time to development of the
disease.18 Those with double infection have an
estimated 10% risk of developing active TB each
year.3,19 HIV-positive patients may be at 10 times
greater risk of multidrug-resistant tuberculosis
(MDR-TB) than HIV-negative patients.20

Tuberculosis in HIV-infected individuals may have
unusual features, such as atypical pulmonary
manifestations or false-negative microbiological
results, which can cause diagnostic difficulties.18

Clinical manifestations of
tuberculosis
Clinical, laboratory and radiological
diagnosis of tuberculosis
Delays of up to 2–3 weeks in the management of
patients with active TB, including delays in initial
suspicion and in initiation of antituberculous
chemotherapy, are common.21 Longer delays
frequently occur and delayed diagnosis is usually
an important contributory factor in fatal cases of
TB in the UK. Physical examination is of limited
value in diagnosing pulmonary TB as signs are
non-specific. Often results of pulmonary
examinations are normal. Physical examination is,
however, important in extrapulmonary forms of
tuberculosis, namely cardiovascular examination to
detect signs of pericarditis and neurological
examination to detect meningitis or cord
compression due to spinal TB.22 Laboratory signs
such as elevated sedimendation rate, C-reactive
protein, leucocytosis, lymphopenia and anaemia
may be helpful, but are not diagnostic of TB.23

Chest radiography is often used in the diagnosis of
patients with active TB, as infection usually leads to
characteristic radiological patterns including
cavities, hilar and mediastinal lymphadenopathy
and upper lobe infiltrates.23 Since a chest
radiograph may also show signs of past infection,
TB cannot be diagnosed with certainty from the
chest radiograph alone, but needs microbiological
confirmation. High-resolution computed
tomography (HRCT) thorax is reported to be more
sensitive than chest radiography and has shown to
be useful in predicting the activity of TB, but, like
other radiological tests for TB, generally lacks
specificity.24 Hence there is a great and unmet
need for sensitive, specific and rapid diagnostic
tests for TB.

Pulmonary tuberculosis
Active TB predominantly takes the form of
pulmonary TB and can be either primary or

postprimary. Primary pulmonary TB occurs soon
after initial infection, whereas postprimary TB
occurs in the previously infected person as a result
of endogenous reactivation of a latent infection or
of exogenous reinfection.6,25 In countries where
TB is prevalent, the primary form caused by
infection of a non-immune host usually occurs in
childhood. In countries where TB is less common,
this may occur in adulthood. Once active, the
course of pulmonary TB is highly variable and
symptoms can vary from an insidious mild,
persistent cough to an acute pneumonia-type
syndrome, to an ongoing debilitating process with
chronic cough, haemoptysis, fevers, night sweats
and weight loss.26 However, some patients with
active TB may even be asymptomatic.27 LTBI has
no clinical manifestations and it is neither
contagious nor harmful.

Extrapulmonary tuberculosis
In England and Wales, 41% of TB cases were
reported to have TB involving extrapulmonary
sites only.13 Extrapulmonary TB was most frequent
in the 25–44 years age groups. This may be
explained by the fact that foreign-born persons
are twice as likely to have extrapulmonary TB than
those born in the UK and they represent a large
proportion of TB cases in these age groups.13

It has been estimated that in England and Wales,
23% of white patients and 43% of patients of
Indian subcontinent origin present with
extrapulmonary TB.28 The commonest
extrapulmonary manifestation of TB is lymphatic
TB. Other forms of extrapulmonary TB include
pleural, meningeal, pericardial, skeletal,
gastrointestinal, genitourinary and miliary TB.23

The most frequent extrapulmonary sites of disease
seen in England and Wales were extrathoracic
lymph nodes (16%), intrathoracic lymph nodes
(7%), pleura (7%) and joint and bones (5%).
Meningeal tuberculosis was reported in 1.5%.13

Tuberculous lymphadenitis
Tuberculous lymphadenitis (TBLN) occurs most
commonly in cervical lymph nodes (75–90%).29–31

In resource-poor countries, TBLN is usually a
clinical diagnosis supported by a positive
tuberculin skin test (TST). The laboratory
diagnosis depends on the detection of M. TB in
pus, aspirates or biopsies from lymph nodes. In
children, isolation of M. TB is important since
infection with non-tuberculous mycobacteria can
also give rise to lymphadenopathy. Fine needle
aspirate (FNA) cytology showing characteristic
morphological findings24 and smear examination
for acid-fast bacilli (AFB) has assumed an
important role in the diagnosis of peripheral
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lymphadenopathy. It is less invasive than excision
biopsy and fine needle aspiration has shown yields
of AFB detection of up to 60%.32,33 Expertise in
excisional biopsy is often limited in developing
countries.34 Histology of excisional biopsy shows in
over 90% evidence of caseous granulomas.35

Culture of biopsy samples have shown positive
culture rates in 77–90%.34,36

Pleural tuberculosis
A pleural effusion usually occurs 3–6 months after
initial infection with M. TB. In countries with a
high TB prevalence this usually occurs in
childhood or adolescence, but it may occur as
primary infection later in life. Even without
chemotherapy, spontaneous resolution of the
effusion almost always occurs.2 About 50% of cases
relapse, however, with a more severe form of TB.2

Culture of pleural fluid has a sensitivity of up to
35%, usually requiring pleural biopsy for
confirmation of the diagnosis of TB.37–39 Since the
diagnostic yield of pleural fluid is low and as
pleural biopsy and culture are not always available,
diagnostic criteria such as lymphocytic effusion
and positive TST have been used.40 Histology of
pleural biopsy tissue samples demonstrates
caseous granulomas in up to 60–79% of cases and
a diagnosis may be achieved in 86% of cases when
combined with microbiological examination.41,42

Central nervous system – tuberculous meningitis
Although TB meningitis is a rare disease, it is of
importance in view of its significant morbidity and
mortality.43–45 Diagnosis of TB meningitis is
usually by cerebrospinal fluid (CSF) examination
including microscopy and culture. Microscopy has
a low sensitivity, varying from 20 to 58%.46,47

Culture gives positive results in 50–70% and may
take several weeks.47–49 Diagnostic algorithms have
been developed using simple clinical and
laboratory data to help in the diagnosis of adults
with TB meningitis.49 If clinical diagnosis is felt to
be TB meningitis, samples from other sites for TB
cultures should be considered, particularly if there
is evidence of disease elsewhere. HIV-infected
patients with TB are at increased risk for
meningitis, but infection with HIV does not
appear to change the clinical manifestations or the
outcome of TB meningitis.50

Pericardial tuberculosis
TB pericardial disease can present as acute
pericarditis, constrictive pericarditis and
tamponade. TB pericarditis has a variable clinical
presentation and should be considered in the
evaluation of a non-resolving pericarditis.
Diagnosis is often delayed and development of

subacute constrictive pericarditis requiring
pericardectomy is common.51,52 It has been
suggested that cardiac tamponade in the early
clinical stage of TB pericarditis is the most
predictive factor of subsequent constrictive
pericarditis.53 Echocardiography is used as a non-
invasive tool to confirm an effusion and to guide
fluid aspiration. Diagnosis is usually established by
pericardiocentesis with biopsy to obtain pericardial
fluid and tissue for mycobacterial culture and
histology. Culture of pericardial fluid is usually
positive in less than 30% of cases.33 Positive culture
of biopsies has been reported in 70–94%, whereas
histology showing granulomatous changes may be
seen in 87% of cases.33,54

Peritoneal tuberculosis
Abdominal TB has no classical diagnostic
symptoms and signs, although abdominal pain
and ascites are features usually present on initial
clinical presentation.55–57 Computed tomography
(CT) imaging may reveal radiological features of
ascites, peritoneal lesions and lymphadenopathy.58

A diagnosis may be made by positive cultures from
ascitic fluid; however, sensitivity has been reported
to be less than 10%.55 Peritoneal biopsy may show
histological features of granulomas in 97%55,59 and
positive cultures in 68%.59 Biopsy may be
performed by laparoscopy or laparotomy, but
laparoscopy is felt to be safer and superior in the
diagnosis of TB peritonitis.60

Genito-urinary tuberculosis
Genito-urinary TB may present as pyuria or
painless haematuria with sterile urine cultures.61

If urological TB is suspected, urine cultures should
be done as early-morning samples on three
consecutive mornings. Microscopy of urine has a
low positive microscopy rate and the yield on
culture is usually less than 40%.62,63 Intravenous
urography (IVU) is a useful radiological
examination, often showing typical features
consistent with a diagnosis of genito-urinary TB.63

Fine-needle aspiration cytology (FNAC) of the
kidney may demonstrate granulomatous changes
and may give positive culture for AFB. Therefore,
it provides a useful means of diagnosing renal TB
in patients with negative urine cultures.64 Renal or
bladder biopsy may give a definite diagnosis, if
granulomatous changes are found on histology
and cultures are positive for M. TB. Of patients
with pulmonary tuberculosis, 5–8% have positive
urine cultures for M. TB even though there are no
signs, symptoms or laboratory data to suggest
genito-urinary tract involvement.65 In contrast,
21% of patients with extrapulmonary TB have
been reported to have positive urine cultures.66
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Spinal tuberculosis
If undiagnosed, spinal TB can cause spinal cord
compression and spinal deformity. Spinal TB may
be detected by plain radiographs or by magnetic
resonance imaging (MRI) of the spine, which is
thought to be useful in early diagnosis of TB
spondylitis.67 Diagnosis can be made by
radiologically guided FNAC. Smears may be
positive for AFB in 50% of cases and positive
cultures have been obtained in 83% of cases.68

Bacteriological and histological yields have been
reported to be similar for surgical biopsy and for
percutaneous needle aspiration and biopsy with
positive cultures rates of 83%.69

Treatment and prevention
Rapid case detection, provision of chemotherapy
and ensuring completion of treatment are
important in reducing infectivity and transmission.
Treatment of TB requires that patients take a
combination of drugs [typically quadruple therapy
with isoniazid (INH), rifampin (RMP),
pyrazinamide and ethambutol or streptomycin] for
at least 6 months (12 months for TB meningitis).5

Failure to adhere fully to the course of treatment
may lead to the emergence of drug-resistant
strains of bacteria. In 1998 in England and Wales,
6.1% of isolates of M. TB were INH resistant and
around 1.3% were multidrug resistant.70 Current
internationally accepted empirical therapeutic
regimens are likely to be successful in the majority
of cases of TB. However increasing rates of drug
resistance, especially RMP mono-resistance and
multidrug resistance world-wide, mean that drug
susceptibility testing is essential for the
implementation of optimal therapeutic regimens. 

Screening for infected contacts to identify LTBI is
currently done using TST and chest radiography.
The intention of chemoprophylaxis is to prevent
infected individuals from developing active TB.
Current recommendations are to give INH for
6–9 months,71 although many clinicans in the UK
give 3 months of INH and rifampicin instead. The
risk of developing active disease after infection
depends on the bacille Calmette–Guérin (BCG)
status, HIV status, whether infection is recent and
a number of other factors, including certain co-
morbidities and iatrogenic immunosuppression.70

The keys to controlling and eradicating TB are
fourfold:

1. Case-finding and treating persons with active
disease.

2. Tailoring therapy to sensitivity, both to achieve
cure in individual patients and to minimise the
development of further resistance.

3. Identifying those persons with greatest risk of
developing active disease (i.e. LTBI) in the
future and providing them with preventive
therapy.

4. BCG vaccination in the UK, although some
primary care trusts with the lowest prevalences
of TB have stopped using it as it provides good
protection against disseminated disease in
newborns and in infancy but only limited
protection against pulmonary disease in adults. 

Tests for the detection of active
tuberculosis
Given the infectious nature, particularly of
pulmonary TB, fast and accurate diagnosis is a
very important element of health measures to
control the disease.72 Current strategies are to
investigate patients presenting with clinical
symptoms using a variety of diagnostic tests,
including radiology and microbiology, to establish
a diagnosis. Specimen collection is a key element
of investigations. For pulmonary TB, respiratory
tract specimens are required. Expectorated sputum
is thought to be the best specimen, but induced
sputum, endotracheal aspiration, bronchial
washings or aspirates taken during bronchoscopy,
laryngeal swabs and gastric lavage may also be
used. Other specimens include cerebrospinal,
pericardial, synovial and ascitic fluids and blood,
bone marrow, urine and faecal specimens. 

Traditional tests for diagnosis of active
TB
Microscopy
Microscopy is used to examine clinical specimens
or cultures for the presence of AFB. A variety of
different stains are available, but the three that are
most commonly used are Ziehl–Neelsen,
auramine–rhodamine fluorochrome2,73 and
Kinyoun74 stains. Microscopy indicates that AFB
are present in the sample, but does not always
indicate viable organisms per se or that the
organism is M. TB. Sputum smears are prepared
by spreading purulent portions of the sputum
specimen on a glass slide. Approximately 40–50%
of patients with pulmonary TB are smear positive1

(sputum must contain as least 5000 bacilli/ml for
them to be detectable by microscopy). It is
estimated that 10% of smear-negative patients are
also culture negative.1 Patients with smear-
negative, culture-positive TB appear to be
responsible for about 17% of TB transmission.44
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Although microscopy is not very accurate, it
remains the most rapid technique and is of value
in identifying the most infectious patients for
hospital and community infection control. In
developing countries, microscopy is often the only
test available for diagnosis of pulmonary TB.
Sputum-negative cases are usually diagnosed on
the basis of clinical and radiological indicators.75

Conventional culture-based techniques 
Traditionally, mycobacteria have been grown on
solid media, containing a cocktail of antimicrobial
agents that permit only mycobacteria to replicate.
The media are either egg-based [e.g.
Lowenstein–Jensen (LJ)76,77 and Ogawa media78]
or agar-based (Middlebrook 7H9, 7H10 and
7H1177). Media are assessed for rate and
appearance of growth of mycobacteria. The
growth of M. TB colonies is distinct, producing
either beige-coloured, rough, dry, corded, flat
colonies with irregular borders or warty, granular
colonies that with time heap into a cauliflower
shape.79

Culture is the most sensitive of currently available
tests (sensitivity rates of up to 98% have been
reported), and also permits identification and
drug sensitivity tests to be made. However, it may
require up to 6–8 weeks for the isolation of M. TB
from a clinical specimen and in 10–20% of cases
the bacillus is not successfully cultured.72 When
material from solid cultures is used, M. TB can
often be distinguished from atypical
mycobacteria.80 Culture is more expensive than
microscopy and requires a high standard of
technical competence.

Serological tests
Numerous serological tests for TB have been
developed over the years using a variety of
antigens to detect certain antibodies in the blood,
including complement fixation tests,
haemagglutination tests, radioimmunoassays and
enzyme-linked immunosorbent assays (ELISAs).81

They have been extensively evaluated in
developing countries, since they are less
expensive, rapid and simple, making them ideal
for use in resource-poor settings.82 It has been
suggested that serological tests might be useful in
combination with other tests in diagnosis of
smear-negative TB in settings, where culture is not
routinely available.83 However, so far none of these
tests have shown adequate accuracy, so they have
not been widely implemented. Antibody responses
are directed against a broad set of antigens,
responses vary individually and sensitivities have
generally been very poor.72,84 Sensitivities of

16–57% and specificities of 62–100% have been
reported.85 It has been estimated that even 30% of
patients with smear-positive pulmonary TB do not
have detectable antibody to any single reagent.81

Since exposure to atypical mycobacteria, BCG
vaccination and HIV prevalence influences results
of serological tests, accuracy reports of these tests
vary in different settings.2

Adenosine deaminase and cytokine assays
Several biochemical markers have been
investigated for their potential in diagnosis of TB.
An enzyme produced by lymphocytes, adenosine
deaminase (ADA), has been studied mainly in the
diagnosis of pleural TB, peritoneal TB and TB
meningitis. Several cytokines have also been
evaluated for the diagnosis of TB, including
interferon-� and TNF-�.

As diagnostic tests, ADA and interferon-� assays
offer several advantages, they are rapid, simple,
non-invasive (especially in diagnosis of pleural
TB) and can be performed in most clinical
laboratories.86 However both tests are thought to
lack accuracy if used alone. For example,
estimation of ADA and interferon-� can be useful
in differentiating malignancy from tuberculous
pleural effusions, but other conditions such as
empyemas are less easy to differentiate.87

New tests for diagnosis of active TB
The traditional mainstay and gold standard of
diagnosis is the combination of rapid
identification of bacilli on direct microscopy
combined with culture for subtype and antibiotic
sensitivity. However, the diagnostic limitations of
microscopy and the length of time required for
traditional culture methods have focused attention
on developing rapid methods for the detection of
M. TB in clinical specimens and the early
identification of mycobacterial isolates.

Rapid liquid culture systems
With traditional culture methods such as the use of
LJ media, the time to detection of mycobacterial
growth may be 4–6 weeks.88,89 Faster culture of
mycobacterial isolates has been achieved with
manual culture systems [Septi-Chek AFB or the
manual mycobacterial growth indicator tube
(MGIT)].90 Compared with automated systems,
however, manual systems have clear disadvantages,
including a longer time to detection of significant
mycobacteria, more technical hands-on time and a
higher contamination rate.90

The time to detection of growth of a mycobacterial
species can be shortened significantly with the use
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of automated or semi-automated liquid culture
systems. Radiometric liquid culture using a 
broth of radiolabelled carbon has been used for
many years. However, because of increasing
problems with handling and disposal of
radioactive waste, use of expensive media and 
staff time, systems that rely on non-radiometric
growth have been developed.91 Nevertheless the
semi-automated radiometric culture BACTEC
460TB system remains the fastest (14–17 days)
and is widely accepted as a reference 
standard.89

Several non-radiometric automated or semi-
automated liquid culture systems have been
introduced, including the MB/BacT or MycoBacT
system, BACTEC 9000MB, Bactec MGIT 960 and
ESP Myco and Accumed/Difco ESPII. These
systems measure changes in gas pressure, carbon
dioxide production or oxygen consumption
fluorimetrically or colorimetrically.92 They allow
continuous monitoring of cultures and there is no
need for further operator input after loading the
specimen.92 Multiple studies have been performed
comparing different media systems. Major
parameters in comparisons between these systems
are recovery rates for mycobacteria, time to
detection and contamination rates. Optimal
recovery is usually achieved through a
combination of rapid automated liquid culture
systems and solid media.77 Nevertheless three
sputa still seem to be required for accurate
diagnosis of TB.93

M. TB often exhibits a characteristic
morphological pattern (serpentine cording) when
grown in liquid media. This has been used for
rapid presumptive identification of M. TB and
other mycobacterial species.74,94 The radiometric
Bactec 460 and also the automated non-
radiometric liquid culture systems also allow
susceptibility testing.95–98 Reductions in
turnaround times from 21 days for LJ-based tests
to 6–12 days for automated liquid culture systems
for susceptibility testing have been reported.98,99

The liquid culture methods are expensive,
however, and require elaborate technology.100 In
addition, skilled and experienced staff are crucial
as contamination rates have been high when
inexperienced and untrained staff have used these
systems.92

Methods for rapid detection and identification
directly in clinical specimens
The slow growth of M. TB has led to the
development of methods to detect M. TB directly
in clinical specimens.

Nucleic acid amplification tests
Nucleic acid amplification tests (NAATs) are
molecular systems which are able to detect small
amounts of genetic material (DNA or RNA target
sequences) from the micro-organism, and based on
repetitive amplication of target sequences. If the
target organism is not present in the sample, no
amplification will occur. A variety of amplification
methods may be used, including amplification of
the target nucleic acid, such as the polymerase
chain reaction (PCR), or amplification of a nucleic
acid probe, such as a ligase chain reaction. 

PCR is the most common of these methods. The
products from the PCR reaction are usually
analysed on an agarose gel, which separates the
DNA products according to size against a
molecular weight marker. This determines
whether the DNA between the two primers in a
particular strain is of the expected size. Detection
of the amplified products can also be done by
DNA sequencing, an enzyme immunoassay format
using probe-based colorimetric detection or by
fluorescence emission technology.101 Molecular
amplification with a probe is usually a two-step
process requiring the amplification of the DNA
region of interest and hybridisation of a DNA
probe to a specific element such as the insertion
sequence IS6110. A hybridisation signal, normally
a colorimetric or fluorescent signal, is then
detected. The genetic material can be used to
identify species and can sometimes be used to
identify the genes that code antibiotic resistance. 

Although the specificity of a well-designed PCR
can be high, the sensitivity is thought to be less
than that of culture, but can be optimised by
performing PCR on high-quality specimens. The
sensitivity of a carefully performed quality-
controlled PCR would be expected to be 90–100%
smear positive and 60–70% on smear-negative,
culture-positive sputum samples.92

Commercially available tests include the Roche
Amplicor® Mycobacterium tuberculosis test102 (PCR
target amplification of part of the 16S rRNA gene,
followed by colorimetric detection of the PCR
product). The Gen-Probe Amplified Mycobacterium
tuberculosis Direct Test (MTD®),103 which is an
isothermal transcription amplification method,
uses rRNA as the target rather than DNA. The BD
ProbeTec (multiplex strand displacement system)
also uses an isothermal amplification but with a
DNA fragment.104

In-house PCR tests have been developed owing to
the high cost of commercial tests. The majority of
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these tests are based on the IS6110 insertion
sequence owing to its presence in multiple copies
in most isolates. Using this technique as a
diagnostic test can lead to PCR false positives as
mycobacteria other than TB contain this insertion
element,105 and to false negatives106 as not all
M. TB isolates contain a copy of the IS6110
element. In addition to IS6110, other target genes
include MBP64, rpob and hsp65. 

PCR reduces the time for identification of M. TB
and may be completed within 3–6 hours after the
receipt of the specimen.102 PCR is not used
routinely, especially in developing countries, in
view of considerable cost and laboratory
equipment and skills required.107 However, PCR
can be carried out on a crude extract directly from
clinical samples; therefore, in resource-poor
settings where culturing is difficult, PCR is often
seen as an attractive alternative.108 Since PCR is
able to detect small numbers of organisms, 
cross-contamination in busy clinical laboratories
might yield significant numbers of false-positive
results.109

Ligase chain reaction (LCx® Tb test) is based on
the amplification of a segment of the
chromosomal gene of M. TB encoding for the
protein antigen b. This gene sequence appears to
be specific of the M. TB complex and has been
detected in all M. TB complex strains examined to
date.110 High sensitivity and specificity of the test
have been reported;111 however the LCx® test has
recently been withdrawn from the market owing to
batch problems. 

Mycobacteriophage-based methods
Mycobacteriophage tests are an alternative to PCR
tests and may be useful for resource-poor
countries where PCR is impractical. Rapid
phenotypic-based methods have been applied
directly to clinical specimens, although greater
success has been achieved with cultured isolates.80

These tests have the advantage of being easy to
perform and present a low-cost means to screen
for antimicrobial resistance.112 Mycobacterial
cultures are infected with mycobacteriophage and
exogenous, non-infecting phage are killed. The
signal is amplified biologically by replication of
the phage within mycobacteria and detected
normally by one of two methods. The simplest of
these is the phage amplified biological (PhaB)
assay, where the phage is plated on to a lawn of
the rapidly growing M. smegmatis, which is also
lysed by the phage and a numerical result is
obtained relating to the number of viable
mycobacteria in the original sample.112,113

Alternatively, a luciferase reporter phage may be
used. When infecting viable mycobacteria, it
produces quantifiable light that is not observed if
drug-sensitive mycobacteria are rendered non-
viable by treatment with active antimicrobials.100

Light can be detected with a Polaroid film box.114

Either of these methods can also be used to
determine drug resistance by incubating the
culture with the relevant antibiotic, as only viable
mycobacteria will be detected by the phage assay. 

Methods for the rapid identification of
mycobacterial species from cultured isolates and
drug susceptibility testing
High-performance liquid chromatography
(HPLC)
HPLC is used to analyse mycolic acids extracted
from an unknown organism with ultraviolet or
fluorescence detection: the HPLC pattern is
compared with a library of known patterns, usually
facilitated by a decision analysis system. HPLC
methods have shown high sensitivity and
specificity.92 However, high equipment costs and
the level of expertise required for the analysis
have restricted its use.115

Bactec NAP test
NAP-selective inhibition of M. TB complex is a
conventional biochemical test used in species
identification that has been adapted for use with
the radiometric Bactec system.116 M. TB and
M. bovis are both susceptible to NAP (a
chloramphenicol-related compound that inhibits
growth), whereas atypical mycobacteria are
resistant to it.117 The Bactec radiometric growth
system can be used for rapid presumptive
identification of M. TB where NAP is used along
with a growth control tube. 

Nucleic acid probes
A nucleic acid probe, such as the AccuProbe
M. TB, has significantly reduced the time required
to isolate and identify M. TB.30,118 The AccuProbe
system can be used for the identification of M. TB
complex, M. avium complex, M. avium,
M. intracellulare, M. kansasii and M. gordonae from
culture.119 The bacterial membranes are lysed,
releasing the DNA into solution. DNA probes
complementary to the bacterial target sequence,
specific to the organism being identified, are used
to identify whether a culture, once grown, is M. TB
or atypical. The AccuProbe is rapid and simple to
perform and takes about 1–2 hours from
culture.120 Although certain of the more clinically
significant atypical mycobacteria can be identified,
such as M. avium complex, a separate test must be
performed for each species which is tested for.121
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Other rapid identification systems include the
LIPA mycobacteria kit, which is a PCR-based
reverse hybridisation line probe assay. The Inno-
LIPA Rif TB identifies 95% of RMP-resistant
isolates.122 Both Accuprobe and LIPA
mycobacteria tests have been reported to have
accuracies above 90%, but the cost of such probes
limits their routine diagnostic use.123,124

Nucleic acid amplication-based methods and
DNA sequencing
In developed countries, PCR-based assays are
often routinely used to identify cultures such as
the Hain DNA strip for the identification of M. TB
complex and non-tuberculous mycobacteria
(NTM) strains125 or the INNO-LIPA assay for
M. TB identification and rifampicin resistance.122

Direct detection of M. TB in respiratory specimens
by DNA sequencing is used to identify drug
resistance.126 RMP resistance is important, since it
is often a surrogate for MDR-TB.127 About 95% of
all M. TB RMP-resistant clinical isolates harbour
specific mutations within a region of the rpoB
gene.128,129 In contrast to RMP, genotypic testing
for INH resistance is much more complex and
alterations in several genes including katG and
inhA have been reported.129 This technique uses
high-cost equipment beyond the reach of most
clinical laboratories except at the reference level.

PCR restriction enzyme analysis
PCR restriction enzyme analysis (PRA) is based on
the PCR amplification of a fragment of the hsp65
gene, followed by restriction.130 It is a simple and
rapid identification method and the turnaround
time may be 24–48 hours.131,132 PRA seems to be
an efficient method for the identification of
mycobacteria to the species level.133 High accuracy
of this method has been reported at relatively low
cost compared with, for example, identification of
M. TB isolates with the Accuprobe.132

Mycobacteriophage-based methods
See the section above.

Current recommendations for rapid
diagnosis
In the UK, the Public Health Laboratory Service
Mycobacterium Reference Unit has proposed a
streamlined model to speed up diagnosis in
smear-positive patients in London and comparable
cities.134 In the normal course of diagnosis,
hospitals perform microscopy and culture (usually
on to solid media but increasingly using liquid
culture media); over 95% of hospitals then refer
these cultures to the reference unit for
identification and drug susceptibility testing. In

the more streamlined model, hospitals send AFB-
positive sputum samples directly to the reference
laboratory for rapid culture. Cultures positive for
AFB would then be analysed using DNA
hybridisation probes or PCR for the identification
of M. TB or M. avium complex. M. TB-positive
specimens would then be inoculated into a rapid
culture system for INH and RMP detection and on
to solid media for detecting resistance to other
first-line drugs. The whole process should be
completed with 30 days. For patients with a high
clinical risk of resistant TB, molecular amplification
methods would be used to identify TB and predict
RMP resistance and these results would be available
in 3–4 days, from taking primary specimens. 

Tests for the detection of LTBI
Available tests for the detection of LTBI are as
follows.

Tuberculin skin test
TST is currently the standard tool to detect latent
TB infection, although it is far from a ‘gold’
standard. TST is based on the detection of
delayed-type hypersensitivity to purified protein
derivative (PPD), a mixture of antigens shared by
several mycobacteria that gives rise to a skin
reaction. Two visits are required for the test, one
for PPD inoculation (the Mantoux technique uses
intracutaneous injection by needle and syringe)
and another after 48–72 hours for interpretation
of the result based on the size of the skin reaction. 

TST is relatively cheap and can be performed
without the need for a specialist laboratory.
Difficulties in test administration and
interpretation often lead to false results. There are
many practical difficulties in conducting TST. The
second of the two visits might pose a compliance
problem for people who live in remote settings
and in some patient groups; for example, in urban
HIV clinics return rates are low.135 The inoculation
induces painful skin inflammation sometimes with
induration136 and scarring at the injection site,
which may be unacceptable to certain population
groups. The test might not be possible in
individuals with skin disorders.

Dose of PPD, method of application and criteria
for interpretation vary between countries. Weak
PPD doses increase the likelihood of false-negative
results and strong doses increase the likelihood of
false-positive results. A 1.5-mm difference of
reaction size may be seen when a 10-tuberculin
unit (TU) dose is compared with a 5-TU dose.137

Background
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The technique for inoculating PPD doses may
cause false results.29 For example, the Heaf test,
used in the UK, is usually less precise than the
Mantoux test, although the two tests generally
correlate.70 Different cut-offs are used for positivity
of TST, as there is no general consensus on this
issue. Criteria of 5, 10 or 15 mm for skin reaction
have been recommended depending on the clinical
situation.138 There can be false TST results from
operator variability in both inoculation and
reading of the test.139 Digit preference, for
example rounding measures of TST induration to
the nearest multiple of 5 mm and interpretation
bias, can significantly affect TST results.140

There are many reasons for false-positive TST
results. PPD contains a poorly defined mixture of
mycobacterial antigens. Because antigens are
shared with other mycobacteria, tuberculin
reactivity leading to a positive TST can result from
BCG vaccination with a live attenuated
mycobacterial strain derived from M. bovis or from
exposure to atypical mycobacteria.141–144 The
effect of BCG vaccination on TST can persist as
long as 15 years after vaccination.145 Reaction due
to BCG vaccination tends to be small, but this is
not always consistent.138 Specificity problems of
PPD can be addressed by simultaneous skin testing
with M. TB PPD and sensitins, which are PPD-like
products derived from atypical mycobacteria. This
approach can help to discriminate patients with
TB from those who are infected with M. avium
complex.72,146,147 Repeated TSTs may induce
booster responses leading to false-positive
results.148 Anergy associated with HIV infection,
disseminated TB or immunosuppression due to
haemodialysis, transplantation or medication can
give rise to false-negative reactions.29,41,149

There have been many responses to the above
problems, none of which are ideal. Some countries
have stopped using either BCG vaccination
altogether, or school-age vaccination, as BCG has
only limited effect on preventing adult
tuberculosis. An alternative strategy (and the
policy of the USA and The Netherlands) has been
to use TST to identify recently infected individuals
and give isoniazid chemoprophylaxis. The British
Thoracic Society no longer recommends
performing TST among BCG-vaccinated people
with recent TB exposure.70

Immune-based blood tests for the rapid
identification of latent tuberculosis
infection: the interferon-� assays 
Interferon-� assays have been developed as tests to
replace TST. In this scenario, blood samples would

be taken from the patient and incubated with
mycobacterial antigens specific for M. TB complex
strains and absent from the BCG vaccine strain. 
T lymphocytes within the blood sample produce
interferon-� as a marker of infection or active
TB.32 Since M. TB is an intracellular pathogen,
assessment of whether a patient’s T cells have
been exposed to and sensitised by antigens
specific to M. TB, may provide an alternative
approach to diagnosis.72

The antigens used to elicit an interferon-�
response define the two main types of the
available tests: assays based on PPD and those
based on RD1-specific antigens including early
secretory antigen target 6 (ESAT-6) and culture
filtrate protein 10 (CFP-10). Various commercial
and in-house tests based on PPD, ESAT-6 and/or
CFP-10 have been evaluated using either an
enzyme-linked immunospot assay (ELISPOT) or
an enzyme-linked immunosorbent assay (ELISA).
The two commercial tests using ELISA are
Quantiferon® (based on PPD) and Quantiferon
Gold®150 (based on ESAT-6 and CFP-10). The 
T SPOT-TB® assay151,152 is an ELISPOT assay and
is also based on RD1-specific antigens.

Interferon-� assays have several advantages over
TST. They involve having a blood test at a single
visit and a return visit might not be needed in
some settings, depending on the test result.
Automated testing has the advantage of reducing
reader bias as interpretation is objective. A booster
phenomenon does not occur and therefore
screening of people who are repeatedly exposed to
TB (e.g. healthcare workers) becomes feasible.
Interferon-� assays might improve diagnostic
accuracy in latently infected people with greatest
risk of progression in whom TST is often false
negative, e.g. people with HIV infection.153

Interferon-� assays also have some limitations.
The need to perform a blood test might not be
desirable to certain patient groups. The blood
often needs to be processed within 12 hours after
collection and laboratories need to gain expertise
in technology like isolation of mononuclear cells.41

The Quantiferon test measures interferon-�
production after in vitro stimulation of whole
blood cells with PPD from M. TB and control
antigens.154,155 It is able to discriminate between
M. TB and M. avium intracellulare complex
infection.156 It responds to multiple antigens
spontaneously.154,157–159 It does not boost
anamnestic immune responses.159 Two key
disadvantages of Quantiferon are that it can give
false-positive results in BCG-vaccinated people
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and that it does not discriminate between most of
the atypical mycobacteria and M. TB.53,160,161

Interferon-� assay based on RD1-specific antigens,
ESAT-6 and CFP-10, can overcome some of the
above disadvantages. Comparative genomics has
identified several genetic regions in M. TB and
M. bovis that are deleted in all tested BCG
strains.162 The identified region, so called RD1
region, is present in M. kansasii, M. szulgai and
M. marinum.163,164 Proteins encoded in these
regions have formed the basis of new specific 
T cell-based blood tests that do not cross-react
with BCG, but only two antigens, ESAT-6 and CFP
10, have been studied in detail in humans.165

ESAT-6 is a secreted antigen that is expressed in
the M. TB complex, but is absent from BCG and
most atypical mycobacteria.163,166 ESAT-6 and
CFP-10 share the same messenger RNA transcript,
which suggest that they may interact with one
another and serve a common function in detection
of M. TB.167 All stimulated T-lymphocytes secrete
interferon-�, but the ESAT-6- and CFP-10-specific
assays can only detect interferon-� secreted from
T-lymphocytes produced as a result of exposure to
ESAT-6 and CFP-10 antigen. In vivo and in vitro
experiments have shown that the combination of
ESAT-6 and CFP-10 has a higher sensitivity and
specificity than PPD in diagnosis of TB
infection.53,160,161

Use of interferon-gamma assays for active TB
infection
Interferon-� assays are being assessed for use in
people with suspected active TB infection.168 The
key problem with their use in this context is that
they detect LTBI and not only active disease.41,72

Where the prevalence of TB is low and clinical
indications are strong, a positive test result may be
assumed to indicate active TB. However, in TB-
endemic countries a positive test result would be
less meaningful, potentially indicating only latent
TB infection.162 However, since M. TB infection is
a necessary prerequisite for active TB disease, a
negative test result can effectively exclude a
diagnosis of TB, if the test has sufficiently high
diagnostic sensitivity. These tests could potentially
serve as useful ‘rule-out’ tests in patients with
suspected TB in low and high prevalence
countries.

Problems in the assessment of
diagnostic tests for TB
The main sources of bias that may be relevant in
the assessment of diagnostic test studies can be

broadly categorised as relating to the study
population, the selection and execution of the
tests, interpretation of the tests and the data
analysis and presentation and in practice with the
quality of the samples submitted. In general,
studies evaluating diagnostic tests fail to address
these issues adequately, although this may in part
be due to poor reporting. In a methodological
review, only one out of seven quality standards (the
avoidance of verification bias) was fulfilled by
more than 50% of the 112 eligible studies
retrieved.169 Empirical evidence for the impact of
many of these quality features on test accuracy is
still limited. Two studies170,171 found several
features that significantly over- or underestimated
test accuracy, including the use of case–control
design with healthy controls and severe cases of
disease, use of different reference tests, selective
inclusion of patients and retrospective data
collection.171

Errors in the design or reporting of TB diagnostic
studies are said to be particularly common,172

including failure to describe methods for selection
and enrolment of patients, inadequate sample size
and declaration of positive and negative predictive
values even when the test population in no way
resembles the population for which the test is
intended. Often inadequate gold standards for
clinical case definition and microbiology are
employed. Failure to state a specific research
question or test indication under study and
routine over-statement of the significance of trial
results or implication of clinical impact not
supported by data can be found in studies
assessing diagnostic tests for TB. Furthermore,
analyses are often performed on a ‘per sample’
basis such that patients from whom several
samples are taken will affect results.102 Post hoc
analyses may be conducted restricting each patient
to no more than three samples, or by using ‘per
patient’ analyses, but interpretation of results is
limited by the need to consider how to resolve
situations in which test results differ in different
samples from the same patient.

Use of an appropriate reference test
Standard techniques for assessing diagnostic tests
assume that a definitive reference test is available,
that is, that the reference test used is as close to
100% accurate as it can be. However, it may be
either that the available test is far from perfect, or
that such a test simply does not exist. The
standard reference test for detection of TB
infection has historically been culture alone.
However, culture may fail to detect mycobacteria
that can be picked up by, for example, nucleic acid
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amplification tests, and will therefore incorrectly
classify patients with TB as false-positive results.173

Serious inaccuracies in the reference test will lead
to over- or underestimation of the true accuracy of
a new test, in this case where the index and
reference test are not conditionally independent,
that is, may make the same errors, the accuracy of
the new test will be overestimated,174 potentially
appearing perfectly accurate regardless of its
association with true disease status.175 Although
there is a role for studies demonstrating ‘proof of
principle’ for new diagnostic systems, the best way
to evaluate how new tests will perform in practice
is to adopt a reference strategy, where the
reference diagnosis is made on the basis of clinical
information in combination with a battery of other
tests.174 It should be borne in mind, however, that
no symptoms are pathognomonic for TB.
Although it is true that for pulmonary TB, clinical
symptoms and radiology may have a high
specificity and sensitivity for diagnosis of TB, this
is not the case for extrapulmonary TB where the
accuracy of clinical diagnosis is more limited and
laboratory culture/histopathology provides
definitive diagnosis. 

The situation for LTBI is even more complex
because the TST was, until recently, the only test
available to detect LTBI. It has therefore been
used as the reference standard world-wide
although it has widely recognised limitations as a
gold standard (as described above). Long-term
follow-up to compare the number of incident cases
in healthy, TB-exposed individuals who are
positive by TST or positive by the new interferon-�
tests, could potentially definitively determine the
accuracy of both tests. However, this approach
would require extremely large numbers of TB-
exposed subjects and many years of long-term
follow-up, would be very expensive and would be
limited by the fact that subsequent exposure to
other active TB cases is impossible to control for.
One potential solution, and the one adopted for
our analysis in Chapter 15, is to evaluate the tests
indirectly. Given that the risk of TB infection is
greatest among those contacts who share a room
with the index case for the greatest length of time,
that is, airborne transmission increases with length
of exposure and proximity to an infectious TB
case,21,176–178 it follows that accuracy of tests for
latent TB infection should be associated with level
of exposure. This can be evaluated in
observational studies that have ascertained
approximate TB exposure in a relevant population
and setting (e.g. outbreak investigations),
performed various index tests of interest in all
eligible subjects and compared test results with

exposure status. It should be noted that length of
exposure alone is not the whole story – it is a
surrogate (albeit a good one) for the two critical
factors: the output of bacilli from a patient and
the length of unprotected exposure to that output
(which is usually greatest for household or
‘household equivalent’ or healthcare workers).
Studies have demonstrated apparently high levels
of infection from very short exposures to highly
infectious cases.44,179,180 This potential
confounding variable does not affect results from
institutional outbreaks arising from a point source
exposure (i.e. a single infectious source case), but
may affect results from community-based studies
where different contacts have been exposed to
different infectious source cases, unless the
infectiousness of each source case has been
individually assessed and incorporated into the
calculation of amount of TB exposure.

Blinding
The interpretation of many diagnostic tests
involves some degree of subjective interpretation.
In clinical practice, test interpretation can be
influenced by both the knowledge of the results of
other tests and the specific clinical characteristics
of the person being tested. To avoid bias in the
evaluation of diagnostic tests, a ‘blinded’ study
should be performed, where both tests are
interpreted without knowledge of the clinical
characteristics or the test results.181 This ensures
that it is only the diagnostic contribution of the
test itself that is being evaluated. 

Study design
Cohort studies assemble patients at risk for a
disease in whom both the new test and the
reference test are performed, whereas case–control
studies assemble patients with the disease and
controls without the disease (on the basis of the
reference test results) and compare the index test
results in both groups.182 Case–control studies
tend to be at higher risk from bias: cases tend to
be selected on the basis of a positive reference test
result and the result of the test under evaluation
ascertained after true disease status is known; the
prevalence of the target disorder tends to be
higher than in cohort studies (or than in practice);
and cases and controls are often selected from
opposite ends of the disease spectrum, for
example, severe cases and healthy controls.183 The
‘best’ cohort studies are prospective in design, with
consecutive recruitment of patients; this allows
evaluation on the full spectrum (see below)
presenting in that setting, the collection of
appropriate baseline information and
implementation of rigorous protocols for testing.
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Clinical heterogeneity
There is some limited evidence that test accuracy
statistics may not be generalisable from diagnostic
test studies to patients in clinical practice as a
result of variations in case mix of participants. The
term ‘spectrum’ refers to the range of
pathological, clinical and co-morbid patient or
disease characteristics in a study sample and
‘spectrum bias’ has been used to describe scenarios
where the accuracy indices obtained in one study
cannot be assumed to apply to other patients in
other contexts and also where test accuracy has
been seen to vary according to subgroups of
patients within the same study. Such characteristics

can be likened to effect modifiers in therapeutic
interventions. 

It is often assumed that indices of test accuracy
such as sensitivity and specificity are fixed (for any
given threshold) and that what varies is the
predictive value between groups with different
disease prevalence, the effect of which is easy to
estimate. However, theoretical examples174,182,184

indicate that where spectrum bias is present, either
sensitivity or specificity would be expected to
change. Variations in case mix, therefore, may
affect the generalisability of a study’s accuracy
results. 

Background
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Aims
We aimed to evaluate the effectiveness of available
rapid diagnostic tests to identify TB infection.

The detection of active tuberculosis
infection
For patients presenting with suspected active TB
infection, of any form, the following questions
were addressed:

● How accurate are nucleic acid amplification
tests at detecting M. TB in clinical samples, and
are the commercial versions superior to
‘inhouse’ versions of the tests?

● How accurate are molecular probe tests at
detecting M. TB in clinical samples?

● How accurate are serodiagnostic and
biochemical tests at diagnosing TB infection?

● How accurate are phage-based tests at detecting
M. TB in clinical samples?

● What is the value of fully automated liquid
culture systems over and above standard culture
using either solid or liquid media?

● What is the most cost-effective way of using
these tests to diagnose active TB?

The detection of latent tuberculosis
infection
For patients with potential LTBI, the following
question was addressed:

● What is the value of interferon-� assay tests over
and above the TST?

Objectives
The objectives were as follows:

1. For each form of active tuberculosis:
(a) to conduct systematic reviews to evaluate

the accuracy of nucleic acid amplification
tests in patients presenting with clinical
signs and symptoms

(b) to conduct systematic reviews to evaluate
the accuracy of molecular probe tests in
patients presenting with clinical signs and
symptoms

(c) to conduct systematic reviews to evaluate
the accuracy of serodiagnostic tests and
other biochemical tests to detect impaired
immunity in patients presenting with
clinical signs and symptoms

(d) to conduct systematic reviews to evaluate
the accuracy of phage-based tests in
patients presenting with clinical signs and
symptoms. 

2. To conduct a systematic review to evaluate how
effective fully automated liquid culture systems
for diagnosing active TB are over and above
standard culture.

3. To conduct a systematic review to evaluate the
use of interferon-� assays for detection of
LTBI.

4. To examine the likely NHS and societal
consequences of the false-positive and false-
negative rates resulting from use of the key
tests for active pulmonary TB or LTBI.
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Research questions addressed





Systematic reviews of diagnostic
tests for detection of active
tuberculosis infection
Inclusion criteria
Population
Studies of adults or children with any form of
active TB were eligible for inclusion. Patients with
any co-morbidity (including HIV infection) were
included. Studies exclusively conducted in patients
with non-tuberculous mycobacterial infection were
excluded on the basis that these infections are rare
and inclusion of them was outwith the resource
constraints of the review. 

For most tests, studies with more than one
specimen per patient were included only where
accuracy data could be extracted on a per patient
as opposed to a per specimen basis or where the
difference in the number of specimens compared
with the number of patients was less than 10%. For
the fully automated liquid culture tests, all relevant
studies were included as none of the studies
provided per patient data, and given the
widespread adoption of this new and expensive
test, we judged it to be important to include this
group of studies. Studies of specimens ‘spiked’
with mycobacteria were excluded as they did not
use clinical samples. 

Diagnostic tests
Any study that compared a rapid test for detection
of active TB with a reference standard was included.
‘Rapid’ tests were defined as those tests for which
a result could be obtained in less than the time
taken for standard culture (on solid or liquid
media). Tests eligible for inclusion were as follows: 

1. fully automated liquid culture techniques
2. all methods for the rapid identification of 

M. TB directly in clinical specimens
(a) nucleic acid amplification tests
(b) molecular probe tests
(c) phage-based tests

3. ‘serodiagnostic’ tests
(a) anti-TB antibody tests

4. other biochemical tests reflecting the local
immune response to M. TB
(a) ADA

(b) antigen tests
(c) cytokine tests
(d) lysozyme tests
(e) miscellaneous other tests.

Studies evaluating tests used for strain typing of
TB were excluded, as these are more of an
epidemiological tool than tests for use in routine
clinical practice. Studies evaluating drug
susceptibility tests were also excluded, as they were
beyond the scope of this project, which was
focused on tests assisting the primary diagnosis of
active TB and LTBI.

Reference standards
Reference standards for tests for detecting active
TB can be defined as follows: 

A: culture and/or microscopy smear test
B: very high clinical suspicion of TB ± response

to therapy
C: clinical suspicion of TB, but it is not certain

one way or the other.

Studies may use one or more of these reference
tests either alone or in combination with each
other as a reference strategy. Strategy A alone,
although previously considered good practice, is
now recognised as an inadequate reference
standard, especially in patients with AFB smear-
negative tuberculosis. Although culture specificity
is high (a positive culture result is highly
indicative of the presence of mycobacteria),
sensitivity is much poorer as culture can miss true
cases of TB. Unfortunately, clinical diagnosis,
although improving sensitivity, has a relatively low
specificity for TB diagnosis, particularly for
extrapulmonary TB. The definition of strategies
B and C can also vary significantly, in terms of
what signs and symptoms are considered to
suggest the presence of TB infection. We accepted
any of these categories as eligible reference tests
and examined any impact on accuracy in the
analyses by designating culture plus high clinical
suspicion with or without additional investigations
as an ideal reference strategy. However, we
recognise that for extrapulmonary TB this
situation is less clear cut and there is no obvious
gold standard.
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Study setting
No restrictions on study setting were applied and
studies from all countries were eligible for inclusion.

Study design
Only ‘cohort’ or case series type studies that
compared a diagnostic test with an established
reference standard in patients suspected of
having tuberculosis were eligible for inclusion in
the review. These could be either prospective or
retrospective in nature. 

‘Case–control’-type studies where the performance
of a test is compared in two or more groups of
patients potentially ranging from those with
confirmed active TB infection through to those
with diseases other than TB or even no known
disease (healthy controls) were excluded. This type
of design is known to be significantly more
susceptible to bias than cohort studies, especially
when healthy control patients are included, the
artificial selection of patients leading to an
unrepresentative case mix of patients. 

Outcome measures
The evaluation of diagnostic tests has largely
focused on the establishment of test accuracy, and
this was the main focus of this review. Studies that
examined the effect of diagnosis on diagnostic
thinking, patient management or subsequent
patient outcomes were also eligible for inclusion,
but none were identified. Studies focusing on the
establishment of technical efficacy alone were
excluded. 

At a minimum, we required accuracy studies to
report sufficient information to allow the
construction of a 2 × 2 contingency table. This
information was used to calculate relevant
accuracy statistics. Studies reporting only summary
accuracy statistics without sufficient raw data to
allow the construction of a 2 × 2 table were
excluded. For studies using discrepant analysis
(where false-positive and/or false-negative results
usually against culture are resolved by examining
clinical data for those patients), pre-discrepant
analysis results were used wherever possible, as
this can be a potential source of bias.185

To account for varying definitions for an abnormal
result between studies, data were extracted at a
variety of cut-off points where possible. In general,
only one data set per test comparison was included
in each analysis; where possible, the study authors’
recommended cut-off was used, otherwise the cut-
off that appeared to give the best result in terms
of joint sensitivity and specificity was selected.

A post hoc amendment was made to this section
following screening of the fully automated liquid
culture (FALC) studies. None of the identified
studies provided 2 × 2 data for the FALC studies
against a reference test for groups of patients
suspected of having TB. Instead, specimens
known to be infected with mycobacteria (identified
via PCR and other biochemical tests) were
cultured using FALC plus at least one other
standard culture method (liquid or solid media).
Therefore, only sensitivity data could be provided
along with time to detection and contamination
rates.

Literature search
Literature was identified from several sources,
including electronic databases and other sources
(see Appendix 1 for a detailed list). A
comprehensive database of relevant articles was
constructed using Reference Manager. All
databases were searched from 1975 to August
2003. Reference lists of included studies and
relevant review articles were scanned to check for
additional studies not identified from other
sources.

In the first instance, searches were not restricted to
English language only as, in principle, all eligible
studies should be included in a systematic review
regardless of language of publication. However,
owing to the volume of non-English language
literature identified and restrictions on translation
due to time-frame and resource constraints, we
were ultimately unable to assess these studies for
inclusion. 

A highly sensitive strategy to identify studies of
tests evaluated in patients with active TB infection
was used. Owing to the high volume of studies in
TB infection, we opted to combine tuberculosis-
related terms first with terms relating to the tests
under evaluation and second in combination with
a sensitive methodological filter developed to
identify diagnostic accuracy studies (Appendix 1).

Study inclusion
Studies were selected for inclusion in the review in
a two-stage process. In the first instance, the
literature search results (titles and abstracts) were
screened independently by two reviewers to
identify all citations that appeared to meet our
inclusion criteria as described in the section
‘Inclusion criteria’ (p. 15). Full manuscripts of all
selected citations were retrieved. Where it was not
possible to determine study eligibility from the title
and/or abstract, the full manuscript was obtained.
A checklist for study inclusion was piloted and
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subsequently completed for every full paper
retrieved (see Appendix 2). Any disagreements
over study inclusion were resolved by consensus or,
if necessary, by arbitration by a third reviewer. 

Quality assessment
The methodological quality of all included studies
was appraised using a formal quality assessment
tool developed by the University of York (also
funded by the HTA programme).51

Use of a formal quality assessment tool allows the
exploration of study design aspects either for
which empirical evidence of bias exists170,171 or
that are generally accepted as important for
diagnostic test studies. Appendix 3 provides a list
of quality assessment criteria used and a guide to
their interpretation. 

Study quality was assessed independently by two
reviewers. Any disagreements were resolved by
consensus or, if necessary, by arbitration by a third
reviewer. 

Data extraction
The extraction of study findings was conducted in
duplicate using a predesigned and piloted data
extraction form to minimise any errors. Data were
recorded on to a Microsoft Access database.
Information on study participants, study design,
tests and reference test details, test performance 
(2 × 2 contingency tables) and potential sources of
bias were extracted (the full data extraction form is
provided in Appendix 4) . Any disagreements
between reviewers were resolved by consensus or, 
if necessary, by arbitration by a third reviewer. 

Data synthesis
In the first instance, studies were grouped
according to:

1. type of TB infection
2. type of test (rapid culture, nucleic acid

amplification in clinical specimen, etc.).

Separate reviews were undertaken for each
combination of the above factors. Individual tests
within a group of tests were evaluated where
sufficient studies are available. Analyses were
performed using STATA version 8. 

For each test comparison, the sensitivity, specificity
and their exact 95% confidence intervals (CIs)
were calculated. Statistical heterogeneity of
sensitivities and specificities was assessed using the
�2 test and by plotting sensitivity against the false-
positive rate (one minus specificity) on a receiver

operating characteristic (ROC) plot and visually
considering the scatter of points. 

Sensitivity and specificity are not independent of
each other as they vary with the threshold for test
positivity. As it is likely that explicit differences in
threshold occurred between some studies when
different cut-points were used to define positives,
and implicit differences may have occurred owing
to differences in case mix, we did not carry out
direct pooling of sensitivity and specificity or
likelihood ratios, but undertook an analysis of
summary receiver operating characteristic (SROC)
curves which allow for variation in threshold. The
method is based on estimating a single summary
measure of test performance per study known as
the diagnostic odds ratio (DOR) (a statistic which
describes the ratio of the odds of a positive test
result in a patient with disease compared with a
patient without disease). A curve can be plotted on
the ROC plot that corresponds with values of
sensitivity and specificity which all have the same
DOR. The resulting SROC curve represents the
overall test performance or DOR, allowing for
variation in threshold. 

We used the method proposed by Moses and
colleagues187 to fit both symmetric and asymmetric
SROC curves. Asymmetric curves allow for an
increasing or decreasing trend in DORs with a
proxy measure of threshold187 (see Appendix 5 for
full details). The method considers the
relationship between the logarithm DOR 
(denoted by D) and a summary measure of
diagnostic threshold (denoted by S). The
parameter S represents that variation in the DOR
due to different thresholds. As a diagnostic
threshold decreases, the numbers of positive
diagnoses (both correct and incorrect) increases,
and the measure of threshold increases. 

In the equations and figures which follow, the
logarithm of the DOR is denoted by D and the
logarithm of the measure of threshold by S. D and
S can be calculated using any of the equivalent
equations:

S = ln[ × ] = logit(TPR) +
logit(FPR)

D = ln(DOR) = ln[ × ] =

ln( ) = logit(TPR) –
logit(FPR)

where the logit indicates the logarithm of the
odds, as used in logistic regression.

LR +ve
LR –ve

(1 – FPR)
FPR

TPR
(1 – TPR)

FPR
(1 – FPR)

TPR
(1 – TPR)
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Moses and colleagues’ method first considers a
plot of D against S calculated for each of the
studies and then computes the best-fitting straight
line through the points on the graph. The
equation of the fitted line is 

D = a + bS

Testing the significance of the estimate of the slope
parameter b indicates whether there is significant
trend in diagnostic performance with threshold.
The parameters D and S can then be combined to
produce an SROC curve (Appendix 5). The value
of a and its associated 95% CIs can be
exponentiated to give the summary DOR and CIs.
For a symmetrical curve, this value applies across
the curve. For an asymmetric curve it is the DOR
where sensitivity = specificity (S = 0). In addition
to determining the DOR, it is helpful to re-express
values from the curve as sensitivities and
specificities. We have chosen to identify the value
on the curve at the mean value of S which lies
somewhere close to the centre of the data. This
value should be indicative of the average
sensitivity and specificity, but does not account for
the variability in values between studies.

Heterogeneity and subgroup analyses
Within each review, sources of heterogeneity were
investigated by adding covariates to the standard
Moses regression model. The exponential of the
resulting coefficients for each of these terms gives
the relative diagnostic odds ratio (RDOR) in each
subgroup relative to the rest, or the ratio of the
DOR in one subgroup of studies compared with
the DOR in the other subgroup(s). Sources of
heterogeneity investigated were as follows: 

1. test used, such as AMTD, Amplicor, LCx,
Amplicis Myco B and in-house for NAAT tests

2. study setting: laboratory versus hospital-based
3. reference standard used: culture plus clinical

suspicion with or without additional tests versus
other reference tests

4. study design: prospective versus retrospective/
unknown

5. quality criteria:
(a) patients representative versus

unrepresentative/unknown
(b) index blinded versus not blinded/unknown
(c) reference blinded versus not blinded/

unknown
6. prevalence of TB:

(a) prevalence <10% versus prevalence 30+%
(b) prevalence 10–20% versus prevalence

30+%
(c) prevalence 20–30% versus prevalence

30+%
7. % patients smear positive: 

(a) <5% smear positive versus >30%
(b) 5–10% smear positive versus >30%
(c) 10–20% smear positive versus >30%
(d) 20–30% smear positive versus >30%.

The overall quality of the specimens examined,
which varies considerably, was not specifically
assessed, principally, for example minimum
volume CSF sample, as there was often little
information provided from which to make an
informed conclusion. 

We used five study design-related criteria to
examine whether accuracy estimates were altered
in the subgroups of studies meeting two or more
of these criteria:

1. studies meeting two design-related criteria
(hospital-based and combined reference
standard used)

2. studies meeting the two design-related criteria
from 1 above, plus index and reference test
blinded, and patient sample judged to be
representative. 

Methods

18



Available systematic reviews
No systematic reviews evaluating the accuracy of
diagnostic tests for the investigation of TB
infection were identified from the literature
searches. Following completion of the searches,
several systematic reviews have been identified:

● one of PCR for detection of smear-negative
pulmonary TB infection188

● one of NAATs for detection of tuberculous
pleuritis59

● one of NAATs for detection of tuberculous
meningitis56

● two of ADAs for detection of TB pleurisy,86,189

one of which also assessed interferon-�86

● one of interferon-� tests for detection of active
and latent TB infection.52

A summary of the five systematic reviews in active
TB infection is provided in Appendix 6. Pertinent
aspects of the results and conclusions of these
reviews are discussed in the relevant results
chapters below.

Available primary studies
The titles and abstracts of 6006 papers were
screened and 2458 potentially eligible studies were
identified. The full texts of 1822 papers from the
electronic searches plus 74 identified from other

sources were retrieved for more detailed
evaluation; 562 papers from the electronic sources
were published in non-English languages and the
decision was taken not to retrieve them. Figure 1
provides a flowchart of the screening process and
reasons for exclusion of 1661 papers.

A total of 215 papers reporting complete 2 × 2
table data from 212 studies were included; these
provided 368 data sets, each comparing an index
test against a reference standard at a given cut-off.
A breakdown of these data sets according to type
of TB investigated and test evaluated is provided
in Table 1. Eight individual types of TB were
investigated using nine different types of test. A
further group of studies investigated the tests in
miscellaneous extrapulmonary samples. The
majority of the data sets pertain to nucleic acid
amplification tests (56%) and more than half of
those (53%) were evaluated for use in suspected
pulmonary TB infection. The next most
commonly investigated single forms of TB
infection were pleural TB and TB meningitis, with
ADA tests and NAAT tests, respectively, the most
commonly evaluated within those TB types.
Further details of the tests evaluated are provided
in the following sections.

A further 20 papers from 19 studies assessing fully
automated liquid culture were included in the
review. 
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Titles/abstracts identified and 
screened for retrieval

6509

Non-English language:  562

Abstracts selected as 
potentially eligible

2458

Full papers retrieved for more
detailed evaluation

1896

Papers reporting 2 × 2 data
215

(reporting 212 studies)

FALC papers
20

(reporting 19 studies)

Excluded:  1661

Reasons for exclusion:
Case–control: 527
Per specimen only: 319
Abstract only: 273
Not test accuracy: 273
Insufficient data: 167
Review/comment paper: 135
Ineligible tests:  124
Latent TB infection: 82
No test evaluated: 60
Case reports only: 31
Not TB infection: 22
Duplicate publication: 7
Unable to obtain papers: 22

Excluded on basis of title: 989

FIGURE 1 Flowchart of screening process (ATB infection)
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We identified a total of 147 test comparisons
for pulmonary TB; 121 tests applied in

respiratory specimens, 22 in serum or peripheral
blood samples, two in pleural fluid and one using
urine specimens (see Table 2) (the two data sets

using pleural fluid specimens have been included
in the pulmonary TB section as the study
authors190 specifically state that “patients
suspected of pulmonary TB” were enrolled and
furthermore they include “pleural effusion” as a
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TABLE 2 Pulmonary TB – summary of data sets identified

All Respiratory Serum Other

Total 146 120 23 3

NAAT tests 110 106a 4 0
Commercial 59 59 0 0

AMTD 23 23 0 0
Amplicor 30 30 0 0
LCx 5 5 0 0
Amplicis (Myco B) 1 1 0 0

In-house 51 47 4 0
IS6110 30 28 2 0
Other targets 21 19 2 0

Molecular probe tests 4 4 0 0
BD ProbeTec 3 3 0 0
In-house 1 1 0 0

Phage tests 5 5 0 0
FastPlaqueTB 4 4 0 0
PhageTek MB 1 1 0 0

Anti-TB antibody tests 21 3 17 1 urine
Commercial 10 2 8 0

Anda TB IgG 2 1 1 0
Anda TB IgM 2 1 1 0
Detect TB 1 0 1 0
EIA Pathozyme TB complex 1 0 1 0
ICT 2 0 2 0
Mycodot 2 0 2 0

In-house 11 1 9 1
14 kDa 1 0 1 0
38 kDa 1 0 1 0
ESAT-6 1 0 1 0
H37Ra 1 0 1 0
LAM 3 0 2 1
PPD 1 0 1 0
Sonicated MTB (unspecified) 3 1 2 0

Adenosine deaminase tests 2 0 2 0
ADA 1 0 1 0
ADA2 1 0 1 0

Antigen tests 1 1 0 0
LAM & H37Rv 1 1 0 0

Cytokine tests 2 0 0 2 pleural fluid
IFN gamma 1 0 0 1
Interleukin 1 0 0 1

Other miscellaneous tests 1 1 0 0
TBSA 1 1 0 0

a Includes two data sets in gastric aspirate only (all Amplicor test).
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(a) NAATs: respiratory specimens (b) NAATs serum samples
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FIGURE 2 Pulmonary TB – ROC plots for each group of tests



respiratory specimen). ROC plots of each
sensitivity and specificity pair for each group of
tests are provided in Figure 2(a–i). 

Nucleic acid amplification tests
Description and quality of included
studies
We included 110 data sets relating to NAATs; 106
applied to respiratory specimens (two used on
gastric aspirates only) and four applied to
peripheral blood samples. A summary of key
characteristics across all data sets is given in 
Table 3, with details per study provided in
Appendix 7 grouped according to evaluation of
commercial or inhouse tests.

Tests
More than half (59/110) of the evaluations related
to commercial NAATs; the remainder were 
‘in-house’ tests, developed and used in individual
laboratories. The commercial test evaluations
were predominantly of the Gen-Probe Amplified
Mycobacterium Direct Test® (AMTD) (n = 23) 
or the Roche Amplicor® MTB test (n = 30), 
with five data sets relating to the Abbott
Laboratories LCx test, which has recently been
discontinued. 

Of the 51 in-house test evaluations, 30 were based
on the IS6110 target sequence. The next most
commonly used target was the gene encoding the
65-kDa antigen (five studies) and then MTP40 or
IS986 (two studies each). 
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Reference tests
Of the 106 data sets on respiratory specimens, 
52% (55/106) used culture alone as the reference
standard, 44% (n = 46) combined culture with
clinical symptoms (with or without an assessment
of response to anti-TB therapy or chest X-ray), two
used culture plus treatment response and three
used clinical diagnosis plus treatment response
only. 

Sample details
Most of the studies in this section (79/106) were
hospital based, that is, recruited referred patients.
A further 26 were ‘laboratory based’ (recruiting
samples rather than patients) and in three cases
the source of the population was not clear. In 40
studies (38%), more than 95% of specimens
analysed were sputum, and in 10 (9%), no sputum
samples were included [samples were gastric

Results: detection of pulmonary tuberculosis disease
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TABLE 3 Diagnostic test evaluations in pulmonary TB – summary of key study characteristics for main tests

NAAT Amplification Phage Anti-TB 
plus probe antibody

Total no. of studies 106 4 5 21
Mean sample size 269 (SD 399); 213 (SD181); 606 (SD 564); 304 (SD 284); 

range 14–3794 range 30–402 range 63–1483 range 54–1000

Commercial 59 3 4 10
Mean sample size 362 (SD 506); 250 (SD 206); 

range 22–3794 range 73–593

In-house 47 1 1 11
Mean sample size 153 (SD 128); 353 (SD344); 

range 14–833 range 54–1000

Reference standard
Culture + clinical diagnosis ± other 46 (43%) 1 (25%) 2 (40%) 8 (38%)
Culture + anti-TB therapy 2 (2%) 1 (25%) 0 0
Culture + other 0 0 0 5 (24%)
Culture alone 52 (49%) 2 (50%) 3 (60%) 5 (24%)
Clinical diagnosis alone 3 (3%) 0 0 3 (14%)

Disease prevalence (mean, SD, range) 29.2% (SD 19.3); 29.7% (SD 19.1); 32% (SD 18); 24% (SD 12); 
range 2–78% range 7–47% range 14–52% range 9–53%

Setting
Hospital-based 77 (73%) 0 3 (60%) 20 (95%)
Clinic 0 0 1 (20%) 0
Laboratory-based 26 (25%) 3 (75%) 1 (20%) 0
Unknown 3 (3%) 1 (25%) 0 1 (5%)

Sample type
>95% sputum samples 40 (38%) 0 5 (100%) 3 (14%)
No sputum samples included 10 (9%) 1 not reported 0 0
Serum 0 0 0 17 (81%)
Urine 0 0 0 1 (5%)

Patients representative?
Yes 62 (58%) 2 (50%) 3 (60%) 14 (67%)
No 14 (13%) 1 (25%) 1 (20%) 2 (10%)
Unclear 30 (28%) 1 (25%) 1 (20%) 5 (24%)

Study design prospective?
Yes 26 (25%) 0 0 14 (67%)
No 8 (8%) 1 (25%) 1 (20%) 0
Unclear 72 (68%) 3 (75%) 4 (80%) 7 (33%)

Index test interpreted blinded?
Yes 29 (27%) 0 1 (20%) 8 (38%)
No 1 (1%) 0 0 0
Unclear 76 (72%) 4 (100%) 4 (80%) 13 (62%)

Reference test interpreted blinded?
Yes 27 (25%) 0 1 (20%) 6 (29%)
No 2 (2%) 0 0 0
Unclear 77 (73%) 4 (100%) 4 (80%) 15 (71%)



aspirate (2), BAL (5), lung aspirate (from
percutaneous transthoracic needle aspiration) (1)]
and in the remaining studies mixed specimens
were included. 

Across all 106 data sets, the mean number of
patients recruited was 269 [standard deviation
(SD) 399; range 14–3794]. The mean was much
lower for the studies of inhouse tests (153, SD 128,
range 14–833) compared to commercial tests 
(n = 362, SD 506; range 22–3794). Mean
prevalence of TB was 29% (SD 19%). 

In 58% (62/106) of studies, we judged the patient
sample to have been representative (i.e. the study
at least stated that patients ‘suspected’ of having
TB were recruited). The sample was judged to be
unrepresentative in 14 studies and was unclear in
30 studies. 

Test interpretation
Index test interpretation was reported as blinded
in 29/106 studies and not blinded in one study
and was unclear in 76 studies. Twenty-six of the
studies were clearly prospective in design and
eight were retrospective. Assuming (based on time
taken to perform PCR compared with culture) that
the index test was interpreted first in the
prospective studies and was therefore to all intents
and purposes ‘blinded’, increases the number of
studies in which the index test was interpreted
blinded to 44. The reference standard was clearly
reported as interpreted blinded in 27 studies, 20
of which also reported blinded index test
interpretation.

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study according to main specimen type is
presented in Figure 3(a) and (b). For the
respiratory specimen studies, there is a
considerable range in both sensitivity and
specificity estimates, for both commercial and in-
house tests. This is confirmed statistically by the
heterogeneity tests reported in Table 4, which were
all statistically significant (p < 0.01) except for
both sensitivity and specificity of the LCx test. 
The ROC plot of the commercial group by test
(Figure 3a) shows that the five LCx data sets are in
fact clustered together in the top left-hand corner
of the plot, so the statistical significance of the
result is unlikely to be due to the low power of the
test in such a small sample of studies. 

This plot also shows that the specificity of the
Amplicor test in most studies is over 90% but the
sensitivity varies to a much greater extent, from
just under 40 to 100%.

Heterogeneity investigation (respiratory
specimens only)
Before pooling all data sets together, we
investigated whether selected variables had any
impact on overall test accuracy by adding
covariates for each variable of interest to a
regression model (Table 5). The results
demonstrate that none of the commercial tests are
significantly more or less accurate than the in-
house tests and, for the in-house tests, the use of
the target sequence IS6110 has no significant
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FIGURE 3 NAAT evaluations in pulmonary TB (respiratory specimens) – ROC plots by test



impact compared with the other target sequences
used. A further regression analysis (not shown)
indicates that the accuracies of the commercial
tests were not significantly different from each
other.

Laboratory-based studies and studies using culture
alone as a reference standard were found to have
significantly higher accuracy than hospital-based
studies (p < 0.01) and studies using combined
reference standards (p = 0.03). The higher

Results: detection of pulmonary tuberculosis disease

28

TABLE 4 NAAT evaluations in pulmonary TB – tests for heterogeneity of sensitivities and specificities 

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All NAAT data sets (respiratory specimens) 106 657 <0.01 1634 <0.01

Commercial tests 59 378 <0.01 1158 <0.01
AMTD 23 85 <0.01 454 <0.01
Amplicor 30 136 <0.01 203 <0.01
LCx 5 5 0.27 8 0.09
Amplicis (Myco B) 1 NA NA

In-house tests 47 245 <0.01 363 <0.01
IS6110 28 172 <0.01 177 <0.01
Other targets 19 65 <0.01 153 <0.01

All NAAT data sets (serum samples) 5 28 <0.01 3 0.35

NA, not applicable.

TABLE 5 NAAT evaluations in pulmonary TB – regression analyses to identify source(s) of heterogeneity

Comparison n (106) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Test type
AMTD vs inhouse 23/47 0.43 0.38 1.54 (0.60 to 3.98)
Amplicor vs inhouse 30/47 0.00 0.99 1.00 (0.37 to 2.69)
LcX vs inhouse 5/47 1.24 0.16 3.45 (0.61 to 19.56)
Amplicis Myco B vs inhouse 1/47 –0.35 0.85 0.70 (0.02 to 29.33)

For in-house only: IS6110 vs other targets 28/19 0.16 0.77 1.17 (0.39 to 3.54)
Institute

Laboratory-based vs hospital-based 26/80 1.84 <0.01 6.28 (2.95 to 13.34)
Reference standard

Culture plus clinical vs culture alone 46/55 –0.83 0.03 0.44 (0.21 to 0.90)
Culture plus other vs culture alone 2/55 –0.93 0.48 0.40 (0.03 to 5.41)
No culture vs culture alone 3/55 –1.36 0.21 0.26 (0.03 to 2.20)

Design
Prospective vs retrospective/unknown 26/80 –0.31 0.46 0.73 (0.32 to 1.69)

Quality factors
Patients representative vs unrepresentative/ 62/44 –0.12 0.74 0.88 (0.43 to 1.82)

unknown
Index test blinded vs not blinded/unknown 29/77 –1.09 0.01 0.34 (0.15 to 0.73)
Reference blinded vs not blinded/unknown 27/79 –1.13 0.01 0.32 (0.15 to 0.71)

TB prevalence
Prevalence <10% vs prevalence 30+% 19/49 0.82 0.13 2.26 (0.79 to 6.49)
Prevalence 10–20% vs prevalence 30+% 21/49 0.68 0.19 1.96 (0.71 to 5.45)
Prevalence 20–30% vs prevalence 30+% 17/49 0.09 0.86 1.10 (0.39 to 3.12)

% patients smear positive 
<5% smear positive vs >30% 22/17 –0.98 0.10 0.37 (0.12 to 4.74)
5–10% smear positive vs >30% 18/17 0.31 0.62 1.36 (0.40 to 4.70)
10–20% smear positive vs >30% 19/17 –0.88 0.14 0.42 (0.13 to 1.34)
20–30% smear positive vs >30% 24/17 –0.60 0.28 0.55 (0.18 to 1.65)

a Relative diagnostic odds ratio, i.e. in one group compared with the other.



accuracy in the laboratory-based studies could be
partially due to the use of culture alone as the
reference standard in 17 of the 26 studies. It seems
likely that the make-up of the populations included
in the laboratory-based studies could additionally
contribute to the difference in accuracy. 

Studies explicitly using blinded index test
interpretation and blinded reference standard
interpretation had significantly lower accuracy
than those that did not report using blinding 
(p < 0.01) (Table 5). Twenty studies blinded both
index and reference test interpretation.

None of the other variables investigated (study
design, patient representativeness, disease
prevalence or prevalence of AFB smear-positive
patients) statistically affected accuracy. 

SROC analysis
Respiratory specimens
The overall pooled analysis indicates that in
respiratory specimens, the DOR is 116.58 (95%
CI: 77.04 to 176.42) with an associated sensitivity
of 85.8% and specificity of 95.9% (Table 6).
Amongst the commercial tests, the highest
accuracy was seen with the LCx test (DOR 544.50,
95% CI: 109.69 to 2702.80), although the number
of studies was small and CIs wide. The Amplicor
test had much lower accuracy than both the
AMTD test and the inhouse tests, primarily owing
to lower sensitivity (73.0% compared with 88.3 and
89.2%, respectively). Figure 4 plots a separate
SROC curve per test. 

Accuracy was lower in each subgroup of studies
meeting each one of five design-related criteria. In
particular, studies reporting blinded reference test
interpretation and studies that were hospital based
as opposed to laboratory based demonstrated
much lower accuracy: DOR 51.95 (95% CI: 31.07
to 86.86) and 77.05 (95% CI: 53.85 to 112.33). 

When more than one of the design-related criteria
was applied together, overall accuracy
progressively dropped. The DOR in studies
meeting two criteria (hospital based and combined
reference standard used) was 67.58 (95% CI: 38.34
to 119.10), and in those meeting all five criteria
was 40.72 (95% CI: 15.23 to 108.84). Associated
sensitivity estimates in these two groups were both
around 79%, but specificity dropped from 95.3 
to 92.8%. 

Respiratory specimens by smear status
Around one-third of the studies provided separate
accuracy data according to the smear status of the

participants; 28 provided data for smear-negative
patients and 25 for smear-positive group (in three
studies, all recruited patients were smear negative).
The individual study data in Appendix 7 show
that several of the studies reporting smear-positive
subgroup data actually included very few smear
positive patients (mean 67, SD 101) and in many
cases this resulted in either no or very few patients
in the reference test negative group (mean 17, SD
65). As a result, a large proportion of studies
reported either 100% sensitivity (n = 8) and/or
100% specificity (n = 7) or 0% specificity (n = 6).
Small numbers of patients mean that when the
zero cell correction (described in the section Data
synthesis. p. 17) is applied, the resulting accuracy
estimates are considerably affected. We therefore
excluded all data sets with less than 10 diseased or
non-diseased patients, leaving three data sets of
smear-positive patients (mean sample size 251, SD
238) (Figure 5a) and 18 from smear-negative
patients (mean sample size 192, SD 188) (Figure 5b).

The DOR from the SROC analysis (Table 7) for the
smear-positive patients was much higher than for
the smear-negative group [828.09 (95% CI: 0.20
to 3,464,261.37) compared with 35.80 (95% CI:
17.68 to 72.51)]. As might be expected, this was
due to significantly lower sensitivity in the smear-
negative subgroup (73.2% compared with 96.8%
for the smear-positive group), confirming that
NAATs are more likely to detect TB cases
accurately when AFB are present in the sample.

Of the individual tests, for smear-positive patients
the AMTD test performed extremely well in the
single study in our sample,191 with 100% 
sensitivity and 98% specificity (before zero cell
correction). The Amplicor test was also shown to
have high specificity (95.3%), but sensitivity was
slightly lower at 89.5% (Table 7). Only one192 of
the three studies met our two main design-related
criteria; the other Amplicor study193 used culture
alone as the reference standard and the AMTD
study191 was laboratory based. Sensitivity and
specificity were 94 and 100%, respectively
(Appendix 7). 

For the smear-negative patients, of the commercial
tests the AMTD test had the highest DOR and
best combination of sensitivity (70.2%) and
specificity (94.6%). The Amplicor test had
similarly high specificity (95.5%) but much lower
sensitivity (57.5%). Sensitivity in the five studies
using in-house tests was much higher than for the
commercial tests (91.0%); however, the mean
sample size was only around half that of the
commercial studies (92 compared with 230) and
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all of the studies used culture alone as the
reference standard which may have contributed to
higher sensitivity estimates. However, of the
commercial test evaluations, nine of the 13 also
used culture alone as the reference standard. Only
three of the smear-negative data sets (all
evaluating the Amplicor test) met our two main
design-related criteria; sensitivity and specificity
were 44.0 and 98.8%, respectively (Appendix 7). 

Serum specimens
NAATs do not appear to perform well when used
on blood samples. The overall DOR across the
four studies was 19.92 (95% CI: 2.09 to 189.61)
with an associated sensitivity of 52.8% and
specificity of 94.7% (Table 8). This result, however,
is dominated by three data sets from the same
study,194 each using a different target sequence but
all of which had sensitivities ranging between 26
and 33%. The other study in this group175 had a
sensitivity of 95% and a specificity of 89% using
the IS6110 target sequence with serum samples,
although the sample size was small (n = 88). 

Summary
The sensitivity and specificity pairs for both
commercial and in-house NAAT tests are generally
all in the top left-hand quadrant of the ROC plot,
but are clearly very heterogeneous. The type of
test or target sequence used does not appear to
explain this heterogeneity. We found the main
explanatory factors for the variability to be the
reference standard used, whether the study was
laboratory or hospital based, and the use of
blinded test interpretation, indicating that study
design-related factors appear to have more impact

on study results than patient- or setting-related
factors. 

Accuracy was significantly higher when culture
alone was used as a reference standard. The
sensitivity of culture is linked to the number of
organisms present in the sample and so, as
expected, positive culture rates will be lower in
microscopy smear-negative sputum compared with
smear-positive specimens; culture remains
arguably the most sensitive laboratory detection
method for active TB, although not all patients
with clinical TB will have positive cultures. 

Higher accuracy in the laboratory-based studies
could be due partially to the greater use of culture
alone as the reference standard in these studies
and also to a bias resulting from the sample
recruited to the study. Hospital-based studies will
include specimens from all patients suspected of
having TB infection, and therefore may include
patients with a wider range of differential
diagnoses, whereas laboratory-based studies tend
to include all specimens submitted to a central
laboratory over a given period – the reasons
underlying referral of these specimens to a
specialist laboratory may be less clear. It may also
be that laboratory-based studies recruit patients
for whom the index of suspicion for TB is much
higher, or that specialist laboratories are simply
better at performing the test.

Blinded interpretation of both index and
reference tests was associated with lower accuracy,
providing further weight to calls for improved
study design and reporting. We would have
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expected to have seen lower accuracy in lower
prevalence studies, but our results suggest that
accuracy was actually higher in lower prevalence
studies (although these results were not statistically
significant). We can only assume that this was due
to confounding, perhaps with better study design
or less laboratory cross-contamination in lower
prevalence studies. 

Overall, test accuracy for NAAT tests is relatively
good. Although the results were not statistically
significant, the AMTD test appears to perform
better than other currently available commercial
tests. The LCx test actually performed the best,
but it is no longer commercially available. When
analyses were restricted to the better designed
studies, overall pooled accuracy was still
reasonably high, although sensitivity in particular
is probably not high enough to permit accurate
ruling out of TB infection (79.4%). The summary
sensitivity for the commercial tests was particularly
poor at only 42.7% for AMTD and 43.4% for
Amplicor; specificities of both, however, were over
99%. The better quality in-house studies,
interestingly, were much better at ruling out TB
(sensitivity 89.7%), but less good at ruling it in
(specificity 78.6%). However, these studies covered
a greater range of different targets and
procedures, so they were more heterogeneous
compared with the commercial test evaluations. 

The regression analyses did indicate that accuracy
was, on the whole, lower in studies with lower
proportions of smear-positive patients, as would
be expected, although the results were not
significant. 

We were able to analyse separately three data sets
restricted to smear-positive patients and 25 to
smear-negative patients. The result for smear-
positive patients indicate very high accuracy, as
would be expected, that is, they can be used to
rule in and rule out TB in most cases. The result
for smear-negative patients demonstrated high
specificity (93.7%) but lower sensitivity (73.4%),
suggesting that NAAT tests can be used to rule in
disease (i.e. a positive NAAT test result is unlikely
to be a false negative), but owing to low sensitivity
cannot be used to rule out disease. 

Our results show that NAAT test accuracy
progressively decreases in sputum smear-negative
patients compared with sputum smear-positive,
and in sputum culture-negative patients compared
with culture-positive patients. Test accuracy and in
particular test sensitivity are therefore related to
the bacterial burden in clinical specimens. As a

result, NAAT diagnostic sensitivity is insufficient to
provide a reliable rapid rule out test in
paucibacillary pulmonary TB, where the clinical
need is greatest owing to the poor sensitivity of
conventional diagnostic tests.

Simultaneous molecular
amplification and probe tests
Description and quality of included
studies
Five data sets evaluating molecular probe tests
directly on clinical respiratory samples were
included. A summary of key characteristics across
all data sets is given in Table 3, with details per
study provided in Appendix 8 grouped according
to evaluation of commercial or in-house tests. 

Tests
Three of the four data sets (75%) evaluated
commercial test BDProbeTec ET, which
simultaneously amplifies and detects samples in a
closed homogeneous assay format (strand
displacement assay).The other study195 developed
an in-house test combining PCR with a non-
radioactive hybridisation technique. Each test was
evaluated in a separate study.

Reference tests
Culture alone was used as the reference strategy in
two of the studies (50%): one of the BDPRObeTec
studies plus the in-house test evaluation. Only one
study used the combination of culture with clinical
TB diagnosis, and the remaining dataset used a
culture plus anti-TB therapy trial. 

Sample details
Three of the four studies were laboratory based;
the study setting in the other was not clear. 
Three studies included a variety of respiratory
samples and one included mixed respiratory and
non-respiratory samples (Appendix 8), although
more than half of included samples were sputum
(52%). 

The mean number of patients recruited to these
studies was 213 (SD 181). The patients were
judged to be representative in 50% of the studies
(2/4).

Test interpretation
It was not possible to judge whether the index
tests or reference standards had been interpreted
blinded in any of the included studies. One study
was retrospective in design and in the others the
design was not clear. 

Results: detection of pulmonary tuberculosis disease

34



Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 2(c). All points are
clustered in the top left-hand corner of the plot,
suggesting reasonable test accuracy. There is
clearly more variation in sensitivity than specificity
estimates and this is confirmed statistically by the
heterogeneity tests reported in Table 9. The
heterogeneity of the sensitivity estimates was
statistically significant (p = 0.03) whereas the
specificity estimates were homogeneous (p = 0.20).
For the BDProbeTec test alone, sensitivity
estimates were more heterogeneous (p = 0.02), but
with only three studies the test has low power.

SROC analysis
The overall pooled analysis (Table 10) gives a DOR
of 437.57 (95% CI: 31.66 to 6046.82) with an
associated sensitivity of 88.1% and a specificity of
98.3%. The DOR for the BDProbeTec test was
much higher at 572.86 (95% CI: 4.98 to 65941.94). 

None of the studies in this group met our two
chosen design-related criteria (hospital based and
combined reference standard used). Owing to the
small number of studies identified, we did not
attempt to investigate further any potential causes
of heterogeneity in this group.

Summary
There is insufficient evidence on which to make any
clear recommendations on the use of molecular
amplification with simultaneous probe tests directly
in clinical specimens. Specificity is generally good,
especially for BD ProbeTec ET, but sensitivity is
more variable. None of the studies used blinded test
interpretation and two of the studies used
inappropriate reference standards, both of which
are factors likely to inflate test accuracy considerably.

Phage tests
Description and quality of included
studies
Five data sets evaluating phage-based tests
reported in five separate studies were included. 

A summary of key characteristics across all data
sets is given in Table 3, with details per study
provided in Appendix 9. 

Tests
Four of the five included studies (80%) evaluated 
the FastPlaque test; the fifth was of the PhageTek
test. 

Reference tests
Culture alone was used as the reference strategy in
60% (n = 3) of the studies (two FastPlaque and
one PhageTek). The remaining two studies
combined culture with clinical TB diagnosis,
treatment response and X-ray. 

Sample details
Only one of the studies was laboratory based, one
was primary care clinic based and three were
hospital based (Table 3). Four studies included only
sputum samples and the fifth included a variety of
respiratory samples, with 75% being sputum
samples (Appendix 9). 

The mean number of patients recruited to these
studies was 606 (SD 564). About 49% (1483/3033)
of the total patients were included in the study of
PhageTekMB. The patients were judged to be
representative in 60% of the studies (3/5).

Test interpretation
It was not possible to judge whether the index
tests or reference standards had been interpreted
blinded in any of the included studies. One study
was retrospective in design and in the others the
design was not clear. 

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 2(d). Specificity was
uniformly high across all five studies but 
sensitivity estimates were much more varied across
the studies. The heterogeneity tests reported in
Table 11 indicate that the sensitivity estimates 
were statistically heterogeneous to p < 0.01, and
the same was true for the FastPlaqueTB studies
alone. 

Health Technology Assessment 2007; Vol. 11: No. 3

35

© Queen’s Printer and Controller of HMSO 2007. All rights reserved.

TABLE 9 Molecular probe evaluations in pulmonary TB – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All molecular probe tests 4 9 0.03 5 0.20
BD ProbeTEc 3 8 0.02 3 0.24
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SROC analysis
The overall pooled analysis (Table 12) gives a high
DOR of 926.88 (95% CI: 5.34 to 106,998.45);
however, despite a high associated specificity of
98.0%, the corresponding sensitivity was only
68.7%. 

Only one study196 of 781 patients met our first two
quality criteria (hospital based and combined
reference standard used); accuracy remained high. 

Owing to the small number of studies identified, 
it was difficult to identify any potential causes of
heterogeneity in sensitivity estimates. One
potential factor could be the proportion of smear-
positive specimens included in the studies. The
two studies196,197 that presented their results
according to smear status (Appendix 9) found
sensitivity to be much lower in smear-negative
patients (49%196 and 67%197) then smear-positive
patients (84% and 87%, respectively). At the same
time, specificity in smear-negative patients was
extremely high in both studies (99%196 and
98%197) and much lower in the smear-positive
groups (89% and 88%, respectively), although
patient numbers in the latter groups were very
small. 

Summary
The identified phage-based tests had very high
specificity when applied directly in clinical
samples, although sensitivity was lower and more
variable. However, only five studies were available,
limiting any conclusions that can be drawn. 

Overall, there did not appear to be any clear
pattern in sensitivity according to overall
percentage of smear-positive patients included.
However, this, along with the reference test used,
could have been factors contributing to varying
sensitivity. The main outlying study (sensitivity
27%) was also the smallest study,198 with only 63
patients included. The authors suggest that
duration of specimen storage and receipt of anti-
TB therapy in the diseased group contributed to
the low sensitivity. The two studies presenting

results according to smear status suggest that the
false negatives in the smear-positive groups were
probably due to low AFB197,199 and in some cases
to the combined presence of M. TB and NTM.197

The main reasons for the variation in sensitivity,
however, will be biological, relating to the 
stability of the phage and the interaction of two
living biological systems (the phage and the
mycobacteria).

Anti-TB antibody tests
Description and quality of included
studies
We included 21 data sets relating to anti-TB
antibody serodiagnostic tests: three in respiratory
specimens, one using urine specimens and 17
using serum samples. The 21 evaluations were
carried out in 13 studies. A summary of key
characteristics across all data sets is given in Table 3,
with details per study provided in Appendix 10
grouped according to evaluation of commercial or
in-house tests. 

Tests
Just under half of the 21 evaluations (48%) were of
commercial anti-TB antibody tests. The Anda TB
IgG and IgM tests along with the ICT and
Mycodot test were evaluated twice (Table 2). In the
in-house test evaluations the most commonly
evaluated (in three studies) antibody was
lipoarabinomannan (LAM). 

Reference tests
Culture alone was used as the reference strategy in
five of the 21 evaluations (24%). Culture was
combined with clinical diagnosis with or without
additional tests in eight studies (38%) and clinical
diagnosis alone used in three studies. 

Sample details
About 95% of studies were reported to be hospital
based and the patient sample was judged to be
representative in 67% (Table 3). In most cases
(17/21), serum samples were tested. 
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TABLE 11 Phage-based test evaluations in pulmonary TB – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All phage-based tests 5 46 <0.01 5 0.26
FastPlaqueTB 4 40 <0.01 4 0.26
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Across all data sets, the mean number of patients
recruited was 304 (SD 284; range 54–1000). The
mean was higher for the studies of in-house tests
(353, SD 344) compared with commercial tests
(250, SD 206). The mean prevalence of TB was
24% (SD 12%). 

Test interpretation
Index test interpretation was reported as blinded
in 38% (8/21) of studies and was unclear in
remainder. Fourteen studies were clearly
prospective in design. Assuming (based on time
taken to perform serodiagnostic tests compared
with culture) that the index test was interpreted
first in the prospective studies and was therefore to
all intents and purposes ‘blinded’, increases the
number of studies in which the index test was

interpreted blinded to 15 (71%). The reference
standard was clearly reported as interpreted
blinded in six studies, four of which also reported
blinded index test interpretation.

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study according to main specimen type is
presented in Figure 2(e). The data sets are clearly
very spread out across the plot. For all data sets
together both sensitivity and specificity are
statistically heterogeneous to p < 0.01 (Table 13)
When separated according to specimen type and
type of test, the studies in serum samples remain
highly heterogeneous (Table 13 and Figure 6a and b)
although the sensitivities of data sets in respiratory
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TABLE 13 Anti-TB antibody test evaluations in pulmonary TB – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All data setsa 21 330 <0.01 380 <0.01

By test
Commercial 9 186 <0.01 65 <0.01
In-house 11 92 <0.01 282 <0.01

By sample
Respiratory 3 5 0.10 10 0.01
Urine 1 NA NA NA NA
Serum 17 284 <0.01 317 <0.01

a Includes three pleural TB data sets, one peritoneal and two in pulmonary TB. 
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FIGURE 5 NAAT evaluations in pulmonary TB (respiratory specimens) – ROC plots by smear status



samples are more homogeneous (Figure 6c). The
plots do not appear to suggest the superiority of
any one test or antibody over any of the others.

Heterogeneity investigation (serum samples 
only)
Before pooling all data sets together, we
investigated whether selected variables had any
impact on overall test accuracy by adding
covariates for each variable of interest to a
regression model (Table 14). Bearing in mind that
only 17 studies were included in these analyses,
thereby reducing the overall power to detect any
effect, the only variables to reach statistical
significance were study design clearly reported as
prospective (RDOR 0.14; 95% CI 0.03 to 0.66)

and reference test clearly reported as interpreted
blinded (RDOR 0.10; 95% CI 0.02 to 0.41), that
is, both groups were found to have significantly
lower accuracy than when these factors were not
clearly reported. 

The commercial tests as a group were not
significantly more or less accurate than the in-
house test group. 

SROC analysis
Serum samples
The overall pooled analysis indicates that the anti-
TB antibody tests are not very accurate at
detecting the presence of TB infection (Table 15),
DOR 6.93 (95% CI: 2.24 to 21.49); associated

Results: detection of pulmonary tuberculosis disease
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sensitivity in particular being very low at 48.3%.
The commercial tests did perform slightly better
than the in-house tests but the difference was very
slight (DOR 7.30 compared with 3.88). 

Results when each of the five design-related
criteria were individually applied is reported in
Table 16. Accuracy was generally reduced in each
higher quality subgroup, except in the group of
studies that were either prospective in design
and/or used blinded index test interpretation
(DOR 11.96; 95% CI: 11.96 to 59.58, sensitivity
still low at 50.4%). 

When more than one of the design-related criteria
was applied together, the overall accuracy
progressively dropped. The DOR in the eight
studies meeting two criteria (hospital based and
combined reference standard used) was 5.42, and
in the single study of Detect TB that met all five
criteria it was 2.60.

Non-serum samples
The anti-TB antibody tests overall performed better
when applied to non-serum samples (Table 17).
The DOR in the three data sets in respiratory
specimens was 17.05 (95% CI: 0.07 to 4187.22)
and in the single data set using urine specimens
(DOR 18.83; 95% CI: 12.92 to 27.46). None of the
studies met the first two design-related criteria. 

Summary
The anti-TB antibody tests were found not to
perform well with either serum samples or
respiratory specimens. When all studies 
were included there was some indication that 
some of them were performing reasonably 
well (sensitivity and specificity pairs in 
the upper left-hand quadrant of the ROC 
plot); however, all of these studies were 
excluded when the quality criteria were 
applied. 

The only factors identified that explained the
heterogeneity of the studies were prospective
design and reference test blinding, both of 
which led to lower accuracy. The number of
studies in this analysis was small, however, 
and it is not surprising that other factors 
were not found to have a significant 
effect. 

Other biochemical tests
Description and quality of included
studies
We included six data sets relating to other tests
that have been used to identify pulmonary
tuberculosis. Summary details per study are
provided in Appendix 10. 
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TABLE 14 Anti-TB antibody test evaluations in pulmonary TB – regression analyses to identify source(s) of heterogeneity (serum
samples only)

Comparison n (17) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Test type
Commercial vs in-house 8/9 0.95 0.29 2.57 (0.41 to 15.99)

Institute
Primary hospital vs referral hospital 7/9 1.14 0.17 3.13 (0.57 to 17.28)

Reference standard
Culture plus clinical vs culture alone 8/3 –1.12 0.37 0.32 (0.02 to 4.44)
Culture plus other vs culture alone 4/3 –2.48 0.06 0.08 (0.01 to 1.18)
No culture vs culture alone 2/3 –0.26 0.86 0.77 (0.03 to 17.59)

Design
Prospective vs unknown 10/7 –1.95 0.02 0.14 (0.03 to 0.66)

Quality factors
Patients not representative vs unknown 11/6 –0.90 0.32 0.41 (0.06 to 2.62)
Index test blinded vs unclear 8/9 –1.35 0.12 0.26 (0.05 to 1.48)
Reference test blinded vs unclear 6/11 –2.32 0.00 0.10 (0.02 to 0.41)

TB prevalence
Prevalence <10% vs prevalence 20+% 1/9 –1.48 0.41 0.23 (0.01 to 9.57)
Prevalence 10–20% vs prevalence 20+% 7/9 –1.28 0.16 0.28 (0.04 to 1.76)

a Relative diagnostic odds ratio, i.e. in one group compared with the other.
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Adenosine deaminase tests
The two ADA tests were evaluated in the same
study200 in serum samples from 110 patients. The
prevalence of TB in the sample was 59%. The
study was prospective and hospital based with a
representative sample of patients. Index and
reference test blinding was not reported and a
combined reference strategy of culture plus clinical
diagnosis was used.

Antigen test
The antigen test study201 evaluated the use of
antibodies targeted against LAM and H37Rv
antibodies in respiratory samples from 62 
patients. TB prevalence was 39%. The patient
sample was judged to be representative but no
information on blinding or study design could be
derived. The reference standard used was culture
alone. 

Cytokine tests
The two cytokine tests were evaluated in the same
study190 in pleural fluid samples from 14 
patients. The prevalence of TB in the sample was
36%. The study was hospital based with a
representative sample of patients. Index and
reference test blinding and study design were
reported. The reference standard used was 
culture alone. 

Other tests
One study202 evaluated the use of tuberculostearic
acid (TBSA) to detect TB in respiratory samples
from 39 patients. The prevalence of TB in the
sample was 54%. The study was hospital based and

prospective with a representative sample of
patients. The index test was reported to be
interpreted blinded, but could not be judged for
the reference test. The reference standard used
was culture plus histology and X-ray. 

Results
The plot of sensitivity against specificity for each
group of tests is presented in Figure 2( f – i). 

Adenosine deaminase tests
Both of the ADA tests perform very poorly for
detection of TB (Table 18), with a pooled DOR of
only 1.25. 

Antigen test
The antigen test evaluated had relatively high
specificity (92.1%) but sensitivity was poor at only
62.5%) (Table 19). 

Cytokine tests
One of the cytokine tests (assessing interferon-�
levels in pleural fluid) performed relatively well,
with a sensitivity of 91.7% and a specificity of
85.0%, but the other (assessing interleukin levels)
performed poorly (Table 20).

Other tests
Based on one study, TBSA does not appear to be a
sensitive indicator of the presence of TB infection
(Table 21). 

Summary
There is no indication that any of these other tests
have a role in the diagnosis of pulmonary TB.
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TABLE 16 Anti-TB antibody test evaluations in pulmonary TB (serum samples only) – effect of individual quality criteria on test
accuracy

na DOR (95% CI)b Test of Sed (%) Spd (%)
symmetryc

All tests 17 6.93 (2.24 to 21.49) 0.42 48.3 84.8
Hospital-based 16 6.11 (1.84 to 20.36) 0.51 46.1 84.8
Culture + clinical reference test 8 5.42 (0.68 to 43.28) 0.86 33.1 90.6
Index test blinded/study prospective 11 11.96 (2.40 to 59.58) 0.06 50.4 77.4
Reference test blinded 6 0.57 (0.06 to 5.08) 0.35 23.4 78.9
Patients representative 11 3.52 (0.70 to 17.65) 0.94 39.4 84.9

a Where <5 studies per subgroup, studies pooled assuming symmetric SROC curve (insufficient power to detect
asymmetry); where only one study per subgroup, actual DOR and sensitivity and specificity (with zero cell correction) are
reported.

b DOR where sensitivity = specificity.
c Test of symmetry indicates whether SROC curve is symmetric or not; if p < 0.05 SROC is asymmetric and indicates

variation in threshold.
d Sensitivity and specificity from SROC curve, i.e. at mean of s.
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Empirical comparisons between
test types
NAAT test comparisons
The result of the comparisons between different
types of test (Table 22) show that the NAAT tests
are superior to all of the other tests analysed,
except in comparison with the simultaneous
combination of molecular amplification with
molecular probe, where the DOR was almost 
three times that of the NAAT group, although 
the results was not significant [ratio of odds 
ratios (ROR) 2.74, p = 0.29]. In the one study
with paired data (i.e. both tests evaluated in 
the same study),203 the DOR for the AMTD test
was 872 compared with 5056 for the BD 
ProbeTec ET test, the former being due to 
a lower sensitivity estimate (85% compared with
94% for the combined amplification with 
probe). 

For most of the other NAAT test comparisons in
the unpaired comparisons the NAATs were 
at least eight times more accurate than the other
tests and this was statistically significant for the
comparisons with ADA tests and with anti-TB
antibody tests. The phage-based tests, although
highly specific, were variable in terms of
sensitivity, and the overall DOR was 0.6 times 
that of the molecular amplification, p = 0.54. 
The two studies with paired data196,198 suggest 
in fact that the DOR of the phage tests is only
0.22 times that of the NAAT tests, although 
again the result is not significant. The much 
lower DOR for the phage tests is due to an
extremely low sensitivity estimate (27%) in 
one study.198

Other test comparisons
A similar pattern of results can be seen for the
other comparisons (Table 22). The amplification
plus molecular probe tests are better than all of
the other tests evaluated, but significantly so only
for the comparison with ADA tests and anti-TB
antibody tests. 

The phage tests are better than all other tests
except for NAAT tests and amplification plus
molecular probe tests.

Summary
Overall ranking of tests appears to be
amplification plus molecular probe tests, NAAT
tests, phage tests. None of the serodiagnostic or
biochemical tests show any promise for diagnosis
of pulmonary TB.

Discussion: test accuracy in
pulmonary TB infection
The tests showing the most promise for diagnosis
of pulmonary TB are NAAT tests, amplification
plus molecular probe tests and possibly phage
tests. However, the overall quality and reporting of
studies were poor, and were similar across all test
types, making the true accuracy of the tests
difficult to estimate with certainty, especially when
small numbers of studies are available. For
example, in over 60% of cases it was impossible to
determine even whether the study design was
prospective or retrospective and whether blinded
test interpretation had been used. Less than half
of studies used our designated ‘ideal’ reference
standard of culture plus high clinical suspicion
with or without other diagnostic interventions.

Patients were judged to be representative in more
than 50% of studies but we only required the study
to state that patients had been ‘suspected’ of
pulmonary TB; no further information on the
demographics, symptoms or clinical features of
disease was required and, in many cases, such
information was in fact not provided. Sample sizes
for the main tests evaluated were at least generally
fairly large with means of 213 and 606, although
in each case the SDs were also large. The mean
prevalence of TB ranged from 29 to 32%. 

There is considerable evidence to support the use
of NAAT tests for the diagnosis of pulmonary TB;
in particular, the AMTD test appears to perform
better than other currently available commercial
tests. However, accuracy was lower in the better
designed and reported studies, reducing the
sensitivity estimate to only 79%. Sensitivity of the
higher quality in-house tests was better (90%), but
specificity was sacrificed considerably (78%).
Although the percentage of smear-positive
patients included in the studies did not
significantly affect accuracy in the heterogeneity
investigations, there was a trend towards higher
accuracy in studies with higher prevalences of
smear-positive patients and indeed the subgroup
analyses according to smear status showed
considerably lower accuracy in smear-negative
patients, especially in studies using a combined
reference standard (sensitivity 46%, specificity 98%
based on three studies of the Amplicor test). 

The main result for smear-negative patients from
our SROC model (DOR 35.80, 95% CI: 17.68 to
72.51) was much lower than that obtained in
another recently published meta-analysis,188 which
produced a pooled DOR of 51.11 (95% CI: 27.56 to
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94.78) from 16 studies giving per patient data.
However, the estimates of sensitivity and specificity
resulting from our model (sensitivity 73.4%,
specificity 93.7%) are very similar to those of
Sarmiento and colleagues,188 who directly pooled
sensitivity and specificity estimates using random
effects methods to give a pooled sensitivity of 72%
and a specificity of 96%. They concluded that PCR
should not be routinely used for diagnosis of smear-
negative pulmonary TB infection. Our results
suggest that NAAT tests can be used to rule in
disease (i.e. a positive NAAT test result is unlikely to
be a false negative); however, due to low sensitivity
cannot be used to rule out disease. Currently, both
Amplicor and the AMTD tests are FDA approved
for use in smear-positive and -negative patients.

In-house NAAT tests performed fairly well, but are
only really relevant to the NHS if they can be
shown as reliable as, but less expensive than, the
commercial tests. A laboratory not currently
providing a service such as NAAT testing will be
primarily interested in cost, accuracy and quality
assurance.

The four studies that combined amplification with
a molecular probe test suggest that this approach
may in fact be superior to using molecular
amplification alone, but none of these studies were
hospital based or used a combined reference
standard, so the true accuracy cannot yet be
determined. The phage tests have been shown to
have high specificity in the five available studies,
but again it is not yet clear whether these tests
have sufficiently high sensitivity in smear-negative
samples to recommend their routine use in
practice. The main reasons for the observed
variation in sensitivity are likely to be biological,
relating to the stability of the phage and the
interaction of two living biological systems (the
phage and the mycobacteria). Sensitivity in smear-
positive patients has so far been shown to be
between 80 and 90%. Phage tests have some
potential advantages over NAAT tests because they
detect only viable mycobacteria and can yield
antibiotic sensitivities within 2–3 days.

None of the other tests evaluated in pulmonary
TB show any real promise for diagnosis. 
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We identified 30 test comparisons, 22
evaluating NAAT tests, six anti-TB antibody

tests and one each molecular probe tests and ADA
tests (Table 23). ROC plots of each sensitivity and
specificity pair for each group of tests are provided
in Figure 7(a – d). 

Nucleic acid amplification tests
Description and quality of included
studies
A summary of key characteristics across all NAAT
data sets is given in Table 24, with details per study
provided in Appendix 11 grouped according to
evaluation of commercial or in-house tests. 

Tests
More than half (13/22) of the evaluations related to
commercial NAAT tests, including seven using the
the Gen-Probe Amplified Mycobacterium Direct
Test (AMTD), four of the Roche Amplicor MTB

test, and one each of the Abbott Laboratories LCx
test and the Amplicis Myco B test. 

Of the nine in-house test evaluations, six used the
IS6110 target sequence. The other studies employed
other gene targets: the 65-kDa (two studies) and
16SrRNA and IS986 (one data set each).
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Chapter 6

Results: detection of miscellaneous extra-pulmonary 
tuberculosis infection

TABLE 23 Miscellaneous extrapulmonary TB samples –
summary of data sets identified

All

Total 30
NAAT tests 22

Commercial tests 13
AMTD 7
Amplicor 4
LCx 1
Amplicis (Myco B) 1

In-house tests 9
IS6110 6
Other targets 3

Molecular probe tests 1
LiPA 1

Anti-TB antibody tests 6
Commercial 4

Anda TB IgG 1
Anda TB IgM 1
ICT 2

In-house 2
H37Rv 1
Sonicated MTB (unspecified) 1

Adenosine deaminase tests 1
ADA 1

TABLE 24 NAAT test evaluations in miscellaneous
extrapulmonary TB – summary of key study characteristics

All samples

Total no. of studies 22
Mean sample size 205 (SD 231; 

range 23–1090)
Commercial 13
Mean sample size 269 (SD 279; 

range 23–1090)
In-house 9
Mean sample size 113 (SD 88; 

range 34–308)
Reference standard

Culture + clinical diagnosis ± other 10 (45%)
Culture + other 3 (14%)
Culture alone 9 (41%)
Clinical diagnosis alone 0

Disease prevalence (mean, SD, range) 22% (SD 25; 
range 3–59%)

Setting
Hospital-based 12 (55%)
Laboratory-based 9 (41%)
Unknown 1 (5%)

Sample type
>20% sputum samples 2 (9%)
No sputum samples included 18 (91%)

Patients representative?
Yes 14 (64%)
No 3 (14%)
Unclear 5 (23%)

Study design prospective?
Yes 2 (9%)
No 2 (9%)
Unclear 18 (91%)

Index test interpreted blinded?
Yes 5 (23%)
No 0
Unclear 17 (77%)

Reference test interpreted blinded?
Yes 5 (23%)
No 1 (5%)
Unclear 16 (73%)



Reference tests
Nine of the 22 data sets (41%) used culture alone
as the reference standard, 10 (45%) combined
culture with clinical symptoms (with or without an
assessment of response to anti-TB therapy or chest
X-ray) and three used culture plus histology 
or X-ray. 

Sample details
Twelve data sets were from hospital-based studies,
that is, recruited referred patients, and nine from
laboratory-based studies (recruiting samples rather
than patients). In the remaining study, the source
of the population was not clear. Twenty studies did
not include any sputum samples; in two less than
20% of samples were sputum (these datsets were
included in this section as the samples studies
were predominantly extrapulmonary). 

Across all 22 data sets, the mean number of
patients recruited was 205 (SD 231; range
23–1090). The mean was much lower for the
studies of in-house tests (113, SD 88) compared
with commercial tests (n = 269, SD 279). Mean
prevalence of TB was 22% (SD 25%). 

In 64% (14/22) of studies we judged the patient
sample to have been representative (i.e. the study
at least stated that that patients ‘suspected’ of
having TB were recruited). The sample was judged
to be unrepresentative in three studies and was
unclear in five. 

Test interpretation
Index test interpretation was reported as blinded
in 5/22 studies and could not be determined in
the rest. Two studies were clearly prospective in
design and two were retrospective. The reference
standard was clearly reported as interpreted
blinded in five studies, three of which also
reported blinded index test interpretation.

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 7(a), and according to
test and/or target sequence in Figure 8. There is a
considerable range in both sensitivity and
specificity estimates, for both commercial and in-
house tests, although visually specificity varies less
for the commercial tests. The heterogeneity tests
reported in Table 25 are all statistically significant
(p < 0.01) except for sensitivity of the AMTD test.
The ROC plot of the commercial group by test
(Figure 8a) confirms that the AMTD data sets are
predominantly clustered together in the top left-
hand corner of the plot. 

Heterogeneity investigation
The results of the heterogeneity investigations
(Table 26) demonstrate that none of the
commercial tests are significantly more or less
accurate than the in-house tests and, for the in-
house tests, the use of the target sequence IS6110
has no significant impact compared with the other
target sequences used.

The only two variables to reach statistical
significance were prospective design reported
(accuracy 17 times higher than in
retrospective/unknown design, p = 0.02) and
blinded reference test interpretation (accuracy
significantly lower than not blinded or blinding
not reported, p = 0.01). Accuracy was also higher
in laboratory-based studies and in studies with
higher prevalence, but this did not reach statistical
significance. 

SROC analysis
The overall pooled analysis produces a DOR of
54.22 (95% CI: 16.06 to 183.03) with an associated
sensitivity of 78.1% and a specificity of 95.8%
(Table 27). Accuracy appears slightly better for the
commercial tests than the in-house tests in terms
of DORs; although they have lower sensitivity, the
specificity is much higher. Individually, the AMTD
test has the highest summary sensitivity and
specificity (85.6 and 97.7%, respectively) (Figure 9).

When studies were limited to hospital based and
those using a combined reference standard,
sensitivity dropped considerably (to 63%) and
specificity also fell (to 89%). Individually, the
AMTD test still had the best performance with
sensitivity and specificity of 88 and 97%,
respectively. 

Summary
NAAT test performance is clearly highly variable
in extrapulmonary samples, but our results
indicate that it potentially has a role to play in the
diagnosis of extrapulmonary TB.

Other tests
Amplification with simultaneous
molecular probe tests
One study of the Inno-LiPA test in mixed
extrapulmonary specimens from 75 patients 
was included204 (Appendix 12). It was a hospital-
based study using a combined reference 
standard of culture plus clinical TB diagnosis.
Index test interpretation was apparently blinded
(amplification and probe tests were carried 
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out at another site with final diagnoses established
at a later date). TB prevalence was 68%. The
sensitivity of the test was found to be 59% and 
the specificity 100%. 

Anti-TB antibody tests
Four studies provided six data sets evaluating anti-
TB antibody tests, four of commercial tests and
two of the in-house tests (Appendix 12). All
evaluations were carried out with serum samples.
A combined reference standard was used in three
of the four commercial test evaluations. Two
studies reported using blinded index test
interpretation, one of which also reported blinded
reference test interpretation. One study was
prospective in design and in two we judged the
patient sample to have been representative.

The SROC results presented in Table 28 show that
none of the tests performed well. Although
specificity was reasonably high for the commercial
test evaluations (92.5%), sensitivity was less 
than 50%.

Adenosine deaminase tests
Makhlouf and colleagues205 evaluated ADA in 90
patients. The reference standard used was culture
plus histology, and none of the study design-
related criteria could be determined from the study
report. Sensitivity was 100% and specificity 85%.205

Summary
Insufficient data are available on which to base any
recommendations regarding these studies in the
evaluation of extrapulmonary TB.
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TABLE 25 Miscellaneous extrapulmonary TB samples – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All NAAT comparisons 22 104 <0.01 247 <0.01
Commercial tests 13 61 <0.01 104 <0.01

AMTD 7 11 0.10 16 0.01
Amplicor 4 21 <0.01 58 <0.01
LCx 1
Amplicis (Myco B) 1

In-house tests 9 43 <0.01 74 <0.01
IS6110 6 37 <0.01 30 <0.01
Other targets 3 1 0.59 33 <0.01

Anti-TB antibody tests
All data sets 6 75 <0.01 78 <0.01
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FIGURE 9 NAAT tests in extrapulmonary TB – separate SROC regression curves per subgroup of studies



Discussion: test accuracy in
miscellaneous extrapulmonary
samples
The NAAT tests are the only group of tests for
which there is a reasonable amount of evidence in
mixed extrapulmonary samples. Accuracy varies
considerably, but a number of studies

demonstrating high specificity and relatively high
sensitivity are available. However, there are a
number of quality concerns regarding these data.
A high proportion of the studies (41%) used
culture alone, known to perform poorly with fluid
samples, as the reference standard. Blinded test
interpretation was not reported in over 70% of
studies and the study design was unknown in 91%.
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TABLE 26 Miscellaneous extrapulmonary TB samples – regression analyses to identify source(s) of heterogeneity

Comparison n (22) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Test type
AMTD vs in-house 7/9 0.86 0.40 2.36 (0.28 to 19.70)
Amplicor vs in-house 4/9 –1.93 0.14 0.14 (0.01 to 2.04)
LcX vs in-house 1/9 0.59 0.78 1.81 (0.02 to 152.59)
Amplicis Myco B vs in-house 1/9 –4.03 0.07 0.02 (0.00 to 1.42)
For in-house only: IS6110 vs other targets 6/3 1.23 0.42 3.42 (0.11 to 107.11)

Institute
Laboratory-based vs hospital-based 9/13 1.59 0.10 4.88 (0.74 to 32.37)

Reference standard
Culture plus clinical vs culture alone 9/12 0.26 0.79 1.29 (0.18 to 9.53)
Culture plus other vs culture alone 3/12 2.86 0.06 17.42 (0.89 to 342.64)

Design
Prospective vs retrospective/unknown 2/20 3.63 0.02 37.54 (1.72 to 821.22)

Quality factors
Patients representative vs unrepresentative/ 14/9 0.56 0.63 1.76 (0.16 to 18.96)

unknown
Index test blinded vs not blinded/unknown 5/17 –1.24 0.28 0.29 (0.03 to 2.96)
Reference test blinded vs not blinded/ 5/17 –2.92 0.01 0.05 (0.01 to 0.38)

unknown
TB prevalence

Prevalence <10% vs prevalence 30+% 2/6 –1.52 0.43 0.22 (0.00 to 11.48)
Prevalence 10–20% vs prevalence 30+% 5/6 –1.23 0.39 0.29 (0.02 to 5.48)
Prevalence 20–30% vs prevalence 30+% 9/6 –0.13 0.91 0.88 (0.07 to 11.03)

% patients smear positive 
<5% smear positive vs >30% 3/2 4.33 0.02 75.95 (2.07 to 2791.17)
5–10% smear positive vs >30% 3/2 0.99 0.45 2.68 (0.16 to 45.28)
10–20% smear positive vs >30% 5/2 2.46 0.09 11.71 (0.65 to 211.23)
20–30% smear positive vs >30% 2/2 3.97 0.02 52.78 (2.60 to 1070.79)

a Relative diagnostic odds ratio, i.e. in one group compared with the other. 
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We identified 97 test comparisons in pleural
TB: 76 in pleural fluid specimens, 11 in

serum samples and 10 using pleural/serum ratio
(see Table 29). ROC plots of each sensitivity and
specificity pair for each group of tests are provided
in Figure 10(a–g). 

Nucleic acid amplification tests
Description and quality of included
studies
We included 20 data sets relating to NAATs, all of
which used pleural fluid specimens. These
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Chapter 7

Results: detection of pleural tuberculosis infection

TABLE 29 Pleural TB – summary of data sets identified

All PF Serum Other

TOTAL 100 79 11 10
NAAT tests 20 20 0 0

Commercial 6 6 0 0
AMTD 3 3 0 0
Amplicor 2 2 0 0
Amplicis (Myco B) 1 1 0 0

In-house 14 14 0 0
IS6110 9 9 0 0
Other targets 5 5 0 0

Adenosine deaminase tests 42 36 2 4 p/s
ADA 31 27 2 2
ADA2 1 1 0 0
ADA/ADA1 1 1 0 0
ADA/lysozyme 1 0 0 1
ADA/total protein 1 1 0 0
2′-Deoxyadenosine deaminase 1 1 0 0

Anti-TB antibody tests 7 4 3 0
Commercial 6 3 3 0

Anda TB IgG 2 1 1 0
Anda TB IgM 2 1 1 0
ICT 2 1 1 0

In-house 1 1 0 0
Antigen tests 1 1 0 0

MTB 1 0 0 0
Cytokine tests 13 10 3 0

Interferon-� 5 5 0 0
Interleukin 4 2 2 0
TNF 3 2 1 0
Total protein 1 1 0 0

Lysozyme tests 11 4 1 6 p/s
Lysozyme 10 3 1 6
Lysozyme/total protein ratio 1 1 0 0

Other miscellaneous tests 6 4 2 0
CA125 1 1 0 0
Interferon-� response (PPD) 2 1 1 0
TBSA 1 1 0 0
Lymphocytes 2 1 1 0

PF, pleural fluid; p/s, pleural/serum.



evaluations were carried out in 17 separate
studies. A summary of key characteristics across 
all data sets is given in Table 30, with details 
per study provided in Appendix 13 grouped
according to evaluation of commercial or 
in-house tests. 

Tests
Most (70%) of the NAAT studies evaluated used
in-house tests rather than commercial tests and
predominantly used the IS6110 target sequence
(9/14). Of the commercial evaluations, three
datasets related to the AMTD test, two to
Amplicor and one evaluated Amplicis Myco B.

Reference standards
A combined reference standard of culture plus
clinical diagnosis (with or without additional tests
such as assessment of response to anti-TB therapy)
was used in 55% (11/20) of studies (Table 30).
Culture alone was the reference standard in a
further 35% (7/20) and culture combined with a
therapy trial in another. The remaining study did
not include culture as part of the reference standard
but used histology, therapy trial and X-ray. 

Sample details
About 75% of studies were hospital based, four
(20%) were laboratories reviewing submitted
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TABLE 30 Diagnostic test evaluations in pleural TB – summary of key study characteristics for main tests

NAAT Adenosine Cytokine Lysozyme
deaminase

Total no. of studies 20 42 13 11
Mean sample size 81 (SD 83; 166 (SD 104; 100 (SD 29; 182 (SD 80; 

range 9–375) range 39–405) range 39–145) range 92–276)
Commercial 6

Mean sample size 82 (SD 144; 
range 9–375)

In-house 14 42 13 11
Mean sample size 80 (SD 46; 

range 14–140)
Reference standard

Culture + clinical diagnosis ± other 11 (55%) 18 (43%) 2 (15%) 9 (82%)
Culture + anti-TB therapy 1 (5%) 5 (12%) 2 (15%) 0
Culture + other 0 15 (36%) 9 (69%) 2 (18%)
Culture alone 7 (35%) 0 0 0
No culture 1 (5%) 4 (10%) 0 0

Disease prevalence (mean, SD, range) 32% (SD 19; 36% (SD 19%; 39% (SD 19; 24% (SD 10; 
range 2–68%) range 2–68%) range 19–95%) range 7–44%)

Setting
Hospital-based 15 (75%) 42 (100%) 13 (100%) 11 (100%)
Clinic 0 0 0 0
Laboratory-based 4 (20%) 0 0 0
Unknown 1 (5%) 0 0 0

Sample type
Pleural fluid 20 (100%) 36 (86%) 9 (69%) 4 (36%)
Serum 0 2 (5%) 4 (31%) 1 (9%)
P/s 0 4 (10%) 0 6 (55%)

Patients representative?
Yes 8 (40%) 0 0 4 (36%)
No 5 (25%) 21 (50%) 7 (54%) 1 (9%)
Unclear 7 (35%) 21 (50%) 6 (46%) 6 (55%)

Study design prospective?
Yes 7 (35%) 10 (24%) 3 (23%) 0
No 1 (5%) 2 (5%) 0 7 (64%)
Unclear 12 (60%) 30 (71%) 10 (77%) 4 (36%)

Index test interpreted blinded?
Yes 7 (35%) 8 (19%) 1 (8%) 1 (9%)
No 0 2 (5%) 0 0
Unclear 13 (65%) 32 (76%) 12 (92%) 10 (91%)

Reference test interpreted blinded?
Yes 4 (20%) 5 (12%) 0 3 (27%)
No 2 2 (5%) 0 0
Unclear 14 (70%) 35 (83%) 13 (100%) 8 (73%)



samples and in one study the setting was not clear.
All samples tested in these studies were pleural
fluid samples. 

Overall, the mean number of patients recruited
was 81 (SD 83; range 9–375), and there was little
difference between the numbers of patients
evaluated in in-house and commercial studies,
although the range was wider for the commercial
studies (Table 30). The mean prevalence of TB was
32% (SD 19%). 

We judged the patient sample to have been
representative (i.e. the study at least stated that
patients ‘suspected’ of having TB were recruited)
in 40% (8/20) of studies. The sample was judged
to be unrepresentative in five studies and was
unclear in the remaining 12. 

Test interpretation
Index test interpretation was reported as blinded
in 35% (7/20) of studies and was not clearly
reported in the rest. Seven studies were also
clearly prospective in design and one was
retrospective. Assuming (based on time taken to
perform PCR compared with culture) that the
index test was interpreted first in the prospective
studies and was therefore to all intents and
purposes ‘blinded’ increases the number of studies
in which the index test was interpreted blinded to
12 (60%). The reference standard was clearly
reported as interpreted blinded in four studies, all
of which also reported blinded index test
interpretation.

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 10(a). Both sensitivity
and specificity are highly variable, especially
sensitivity, which ranges from just under 20 to
100%. The tests for heterogeneity for both indices
were statistically significant at p < 0.01 (Table 31).
The points remain heterogeneous when split
according to commercial or in-house tests 
(Figure 11); although the test for heterogeneity of
sensitivities for the commercial tests is non-
significant (p = 0.15), this is probably due to the
low power of the test with such a small number of
studies. 

Heterogeneity investigation
The heterogeneity investigations (Table 32)
indicate that only two variables tested had a
significant impact on test accuracy. Accuracy was
almost 10 times greater in laboratory-based than
hospital-based studies (RDOR 9.96; 95% CI: 1.24

to 80.06), and was significantly lower in studies
reporting index test blinding (RDOR 0.16; 95%
CI: 0.03 to 0.91). In general, once again, accuracy
appeared higher in lower prevalence studies,
although the impact was not significant. 

SROC analysis
SROC curves are shown in Figure 12. The overall
pooled analysis suggests that the NAAT tests have
reasonably high specificity but generally poor
sensitivity, regardless of test (Table 33).
Individually, the AMTD test appears to perform
the best, but once two of the five quality criteria
are applied, its sensitivity drops from 76 to 33%.
Of the hospital-based studies using a combined
reference standard (two quality criteria), the 
in-house tests using the IS6110 target sequence
were far superior to any of the commercial tests,
although sensitivity was still only 63%. None of the
20 studies met all five study design-related
criteria. 

Summary
Overall, the studies in this section were not well
reported, making it impossible to judge whether
certain quality criteria had been met. Study design
and blinding of test interpretation were
particularly poorly interpreted. This, along with
the small number of studies included, may have
made it difficult to detect any impact on test
accuracy of the various study design features.
Nevertheless, those studies that did meet at least
two quality criteria demonstrate that the specificity
of the NAAT tests with pleural fluid is relatively
high (89%), especially when the IS6110 target
sequence is used, but sensitivity was almost
uniformly poor, indicating that these tests cannot
be used reliably to rule out TB infection. 

Adenosine deaminase tests
Description and quality of included
studies
We included 42 data sets from 36 published
studies relating to evaluation of ADA tests. A
summary of key characteristics across all data sets
is given in Table 30, with details per study
provided in Appendix 14. 

Tests
The most commonly used test was ADA (in 89% of
evaluations). Tests used in the remaining
evaluations (each test used in one study) included
ADA2, ADA/ADA1 ratio, ADA/lysozyme ratio,
ADA/total protein and 2′-deoxyadenosine
deaminase. 
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FIGURE 10 Pleural TB – ROC plots for each group of tests



Reference standards
A combined reference standard of culture plus
clinical diagnosis (with or without additional tests
such as assessment of response to anti-TB therapy)
was used in less than half (17/42) of studies;
culture alone as a reference standard was not used
in any of the studies in this group. Twenty studies
used culture plus a trial of anti-TB therapy (n = 5)
or culture plus histology (n = 15); in four studies
culture was not included in the reference standard
(Table 30). 

Sample details
All of the ADA studies were hospital based, but
none were judged to have recruited a
representative patient spectrum. This is because of
our requirement that studies recruited patients
‘suspected’ of having TB; most of the studies in
this group recruited patients with pleural effusion
(i.e. TB was one of the differential diagnoses but
not necessarily the main one). Thirty-six studies
evaluated pleural fluid samples, two used serum
samples and four used both pleural fluid and
serum (Table 30).

Overall, the mean number of patients recruited
was 166 (SD 104; range 39–405) and mean
prevalence of TB was 36% (SD 19%). 

Test interpretation
Index test interpretation was reported as blinded
in 19% (8/42) of studies, was not blinded in two
studies and was not clearly reported in the
remainder. The reference standard was clearly
reported as interpreted blinded in five studies
(14%), all of which also reported blinded index
test interpretation. Ten studies were clearly
prospective in design and two were retrospective.

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 10(b). The sensitivity
and specificity pairs are predominantly clustered
in the top left-hand quadrant of the graph, with a
few outlying studies in terms of both sensitivity
and specificity. The tests for heterogeneity for
both indices were statistically significant at 
p < 0.01 (Table 34). The heterogeneity remains
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TABLE 31 NAAT tests in pleural TB – tests for heterogeneity of sensitivities and specificities 

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All NAAT comparisons 20 56 <0.01 103 <0.01
Commercial tests 6 8 0.15 13 0.02

AMTD 3 4 0.14 1 0.57
Amplicor 2 1 0.35 3 0.07
Amplicis (Myco B) 1 NA NA NA NA

In-house tests 14 48 <0.01 72 <0.01
IS6110 9 30 <0.01 23 <0.01
Other targets 5 12 0.02 9 0.06
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FIGURE 11 NAAT evaluations in pleural TB – ROC plots by test
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TABLE 32 NAAT tests in pleural TB – regression analyses to identify source(s) of heterogeneity

Comparison n (20) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Test type
AMTD vs in-house 3/14 1.02 0.44 2.78 (0.18 to 42.69)
Amplicor vs in-house 2/14 –0.46 0.80 0.63 (0.01 to 26.89)
Other commercial vs in-house 1/14 –0.69 0.74 0.50 (0.01 to 38.28)

Institute
Laboratory-based vs hospital-based 4/16 2.30 0.03 9.96 (1.24 to 80.06)

Reference standard
Culture plus clinical vs culture alone 11/7 –1.18 0.22 0.31 (0.04 to 2.21)
Culture plus other vs culture alone 1/7 1.55 0.53 4.72 (0.03 to 786.00)
No culture vs culture alone 1/7 0.67 0.75 1.95 (0.02 to 155.05)

Design
Prospective vs retrospective/unknown 7/13 0.22 0.82 1.24 (0.16 to 9.37)

Quality factors
Patients representative vs unrepresentative/ 7/13 –0.32 0.73 0.73 (0.11 to 4.95)

unknown
Index test blinded vs not blinded/unknown 7/13 –1.84 0.04 0.16 (0.03 to 0.91)
Reference test blinded vs not blinded/unknown 4/16 –0.26 0.82 0.77 (0.07 to 7.95)

TB prevalence
Prevalence <10% vs prevalence 30+% 4/11 0.98 0.42 2.67 (0.21 to 33.26)
Prevalence 10–20% vs prevalence 30+% 1/11 –1.67 0.44 0.19 (0.00 to 16.97)
Prevalence 20–30% vs prevalence 30+% 4/11 0.75 0.54 2.11 (0.17 to 26.38)

% patients smear positive 
<5% smear positive vs >30% 6/4 –0.56 0.70 0.57 (0.02 to 14.62)
5–10% smear positive vs >30% 3/4 0.24 0.89 1.27 (0.03 to 53.59)

a Relative diagnostic odds ratio, i.e. in one group compared with the other.
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FIGURE 12 NAAT evaluations in pleural TB – SROC curves by test
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TABLE 34 Adenosine deaminase evaluations in pleural TB – tests for heterogeneity of sensitivities and specificities 

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All adenosine deaminase data sets 42 200 <0.01 358 <0.01
By test

ADA 37 182 <0.01 278 <0.01
ADA2 1 NA NA
ADA/ADA1 1 NA NA
ADA/lysozyme 1 NA NA
ADA/total protein 1 NA NA

2′-Deoxyadenosine deaminase 1 NA NA
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FIGURE 13 Adenosine deaminase evaluations in pleural TB – ROC plot by sample

TABLE 35 ADA tests in pleural TB – regression analyses to identify source(s) of heterogeneity

Comparison n (36) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Sample type
Pleural/serum vs pleural fluid 3/32 –0.68 0.61 0.51 (0.04 to 7.25)
Pleural/serum vs pleural fluid 1/32 –1.69 0.36 0.18 (0.00 to 7.42)
Serum vs pleural fluid 3/32 –1.79 0.19 0.17 (0.01 to 2.47)

Institute
Hospital setting vs non-hospital 36/0

Reference standard
Culture plus other vs culture plus clinical 19/16 0.38 0.54 1.46 (0.42 to 5.11)
No culture vs culture plus clinical 2/16 –0.96 0.48 0.38 (0.02 to 5.97)

Design
Prospective vs retrospective/unknown 9/27 –1.27 0.06 0.28 (0.07 to 4.06)

Quality factors
Patients not representative vs unknown 19/18 1.16 0.05 3.20 (1.01 to 10.20)
Index test blinded vs not blinded/unknown 8/29 –0.59 0.42 0.56 (0.13 to 2.36)
Reference test blinded vs not blinded/unknown 5/31 –0.94 0.30 0.40 (0.07 to 2.32)

TB prevalence
Prevalence <10% vs prevalence 30+% 1/22 –0.31 0.87 0.74 (0.02 to 34.67)
Prevalence 10–20% vs prevalence 30+% 2/22 0.11 0.94 1.11 (0.07 to 17.87)
Prevalence 20–30% vs prevalence 30+% 12/22 0.33 0.63 1.39 (0.36 to 5.34)

a Relative diagnostic odds ratio, i.e. in one group compared with the other.



when the tests are restricted to ADA only. The
same ROC plot is presented in Figure 13 according
to type of sample; test performance appears best
in pleural fluid samples and worst in serum
samples.

Heterogeneity investigation
The heterogeneity investigations restricted to
evaluations of the ADA test (Table 35) indicate that
the only variable to approach statistical
significance was whether or not the sample was
judged to be representative. Samples that were
clearly unrepresentative had three times higher
accuracy than those in which sample
representativeness was judged ‘unclear’ (RDOR
3.20; 95% CI: 1.01 to 10.20, p = 0.04). Studies
that were prospective in design had DORs one-
fifth of those of retrospective or unknown designs
(RDOR 0.28; 95% CI: 0.07 to 4.06, p = 0.06).

SROC analysis
The overall pooled analysis suggests that the ADA
tests have reasonably high sensitivity and
specificity, although specificity drops slightly when
studies are reduced by applying two of the quality
criteria (Table 36). Looking at only the ADA
studies, summary sensitivity and specificity when
two design-related criteria are applied are 92.4
and 86.5%, respectively. None of the studies met
all five design-related criteria. Specificity appears
higher in the other tests in the ADA group, but as
only one data set per test is available no strong
conclusions can be drawn from this. 

Table 37 shows a restricted analysis for the ADA
test in different clinical samples. ADA performs
better in pleural fluid than in any of the other
samples or sample combinations. Results for
subgroups according to each of the five selected
study design-related criteria are given in Table 38.
The DOR was higher in studies using a combined
reference standard but lower in those reporting
blinded test interpretation. 

Summary
Overall, the studies in this section were not well
reported, especially in terms of test interpretation
blinding and study design, making an accurate
evaluation of how good the tests are difficult.
Lack of blinding of test interpretation in
particular can lead to overestimation of accuracy.
However, all were hospital based and those using
a combined reference standard demonstrated
reasonably good accuracy. The impact of using
unrepresentative samples perhaps was surprising
given that none of the other regression analyses
have found studies with representative samples to

be significantly less accurate than other studies.
However, the pleural TB studies were particularly
likely to recruit patients with a particular clinical
feature (in this case pleural effusion) rather than
patients with a given set of signs and symptoms
suggestive of TB infection. The data for the
subgroup of ADA studies with unrepresentative
samples indicates that most of the impact from
this factor is on specificities, that is, it is the
make-up of the control groups of the studies that
differs. Although we have no representative
studies with which to make a comparison, it may
be that the ADA test is less accurate when applied
to groups of patients specifically suspected of
pleural TB infection. 

Other serodiagnostic and
biochemical tests
Description and quality of included
studies
We included 35 data sets relating to other tests
that have been used to detect the presence of TB
infection (Table 29). A summary of study
characteristics for the cytokine and lysozyme tests
are provided in Table 30 with a further breakdown
of the cytokine tests in Table 39. Summary details
per study are provided in Appendix 15. 

Anti-TB antibody tests 
The seven anti-TB antibody test evaluations were
carried out in three studies, two evaluating two
commercial tests in two different samples and one
of an in-house test to detect antibodies to the A60
antigen (Appendix 15). Sample sizes in the three
studies were between 81206 and 125207 and TB
prevalence ranged from 56%208 to 70%.207 The
commercial tests (ICT,208 Anda TB IgG207 and
Anda TB IgM207) were each evaluated in serum
and in pleural fluid samples. The in-house test
evaluation206 was carried out with pleural fluid
samples only. The ICT study was laboratory based
and the Anda TB and in-house test studies were
hospital based (although patients were not judged
to be representative in the latter). All three studies
used culture plus histology as the reference
standard; the in-house test study also included an
anti-TB therapy trial. Study design and test
interpretation were not clearly reported apart
from index test blinding in the ICT study.208

Antigen tests
One study of an antigen test (using M. TB) was
identified.209 The study was small with only 36
patients, but was otherwise of high quality. A
combined reference standard was used; it was
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TABLE 38 ADA test in pleural TB – effect of individual quality criteria on test accuracy

na DOR (95% CI)b Test of Sed (%) Spd (%)
symmetryc

All tests 36 61.25 (33.12 to 113.28) <0.01 91.8 87.7
Hospital-based 36 61.25 (33.12 to 113.28) <0.01 91.8 87.7
Culture + clinical reference test 16 68.33 (23.60 to 197.873) 0.59 92.4 86.5
Index test blinded/study prospective 11 39.83 (10.32 to 153.82) 0.42 89.6 84.3
Reference test blinded 5 26.88 (1.13 to 638.72) 0.62 81.0 85.0
Patients representative 0
Patients not representative 19 102.59 (47.50 to 221.9) <0.01 92.0 90.9

a Where <5 studies per subgroup, studies pooled assuming symmetric SROC curve (insufficient power to detect
asymmetry); where only one study per subgroup, actual DOR and sensitivity and specificity (with zero cell correction) are
reported.

b DOR where sensitivity = specificity.
c Test of symmetry indicates whether SROC curve is symmetric or not; if p < 0.05 SROC is asymmetric and indicates

variation in threshold.
d Sensitivity and specificity from SROC curve, i.e. at mean of s.

TABLE 39 Cytokine evaluations in pleural TB – summary of key study characteristics

Interferon-� Interleukin TNF

Tests (n; mean sample size, SD, range) 5 4 3
93.4 (SD 46; 97 (SD 4; 107 (SD 17; 
range 39–145) range 93–102) range 97–127)

Reference standard
Culture + clinical diagnosis ± other 1 (20%) 0 1 (33%)
Culture + anti-TB therapy 1 (20%) 0 0
Culture + other 3 (60%) 4 (100%) 2 (67%)
Culture alone 0 0 0
Clinical diagnosis alone 0 0 0

Disease prevalence (mean, SD, range) 38% (SD 14; 29% (SD 7; 33% (SD 1; 
range 24–59%) range 19–34%) range 32–34%)

Setting
Hospital-based 5 (100%) 4 (100%) 3 (100%)
Laboratory-based 0 0 0
Unknown 0 0 0

Sample type
Pleural fluid 5 (100%) 2 (50%) 2 (67%)
Serum 0 2 (50%) 1 (33%)

Patients representative?
Yes 0 0 0
No 2 (40%) 3 (75%) 2 (67%)
Unclear 3 (60%) 1 (25%) 1 (33%)

Study design prospective?
Yes 2 (40%) 0 0
No 0 0 0
Unclear 3 (60%) 4 (100%) 3 (100%)

Index test interpreted blinded?
Yes 1 (20%) 0 0
No 0 0 0
Unclear 4 (80%) 4 (100%) 3 (100%)

Reference test interpreted blinded?
Yes 0 0 0
No 0 0 0
Unclear 5 (100%) 4 (100%) 3 (100%)



prospective in design and blinded index and
reference test interpretation was reported
(Appendix 15). It was not possible to judge
whether the patients were representative or not.

Cytokine tests
Twelve cytokine studies were identified, including
five on interferon-�, four on interleukin and three
evaluating TNF (Table 39). 

The five interferon-� evaluations each came from
separate studies (Appendix 15). All were carried
out on pleural fluid and all were hospital based.
The mean sample size was 93 (SD 46) and TB
prevalence was 38% (SD 14%) (Table 39). A
combined reference standard of culture plus
clinical diagnosis and other diagnostic tests was
used in only one study; the others used culture and
histology, one also including anti-TB treatment
outcome. Two of the studies were prospective in
design, one used blinded index test interpretation
and none reported blinded reference test
interpretation. Patient samples were judged to be
clearly unrepresentative in three studies. 

The four interleukin evaluations were carried out
in three separate studies (Appendix 15). The
specific tests evaluated were IL-1 in pleural fluid
and in serum (97 patients), IL-1B in pleural fluid
(102 patients) and IL-2R in serum (93 patients).
The mean sample size was 97 (SD 4) and TB
prevalence was 29% (SD 7%) (Table 39). All studies
used culture plus histology as the reference
standard, all were hospital based and none
reported blinded test interpretation or study
design information. The patient samples were
judged to be unrepresentative in all three studies. 

The three TNF evaluations were carried out in two
separate studies, one using pleural fluid samples
only and the other reporting results for both
pleural fluid and serum samples (Appendix 15).
The mean sample size was 107 (SD 17) and TB
prevalence was 33% (SD 1%) (Table 39). One study
used culture plus histology as the reference

standard whereas the other used a combined
reference standard that included culture and
clinical diagnosis. Neither reported blinded test
interpretation or study design information. The
patient samples were judged to be unrepresentative
in one study and not clear in the other. 

Lysozyme tests
Eleven lysozyme evaluations, carried out in seven
studies, were identified (Appendix 15). 

Four evaluations were carried out using pleural
fluid (Table 30). Mean sample size was 193 (SD 92)
and TB prevalence was 24% (SD 8%). All studies
were hospital based and three used a combined
reference standard of culture plus clinical diagnosis
and other diagnostic tests. One study used blinded
reference test interpretation, but otherwise design-
related criteria were not well reported. Patient
samples were judged to be clearly unrepresentative
in three of the four studies. 

Six evaluations were carried out in both pleural
fluid and serum (pleural/serum lysozyme ratio)
(Table 30). The mean sample size was 160 (SD 74%)
and TB prevalence was 25% (SD 13%). Five of the
six studies used a combined reference standard and
the remaining one used culture plus histology. All
were hospital based; one was prospective and
reported both index and reference test blinding.
One further study also reported blinded reference
test interpretation. The patient samples were judged
to be clearly unrepresentative in four studies. 

The single study evaluating lysozyme in serum
alone used a combined reference standard and was
hospital based. The patient sample was judged to
be unrepresentative but none of the other study
design features could be determined from the
study report. 

Miscellaneous other tests
The studies evaluating miscellaneous other tests
(Appendix 15) were generally small and poorly
reported. Sample sizes in the four studies ranged
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TABLE 40 Serodiagnostic and biochemical test evaluations in pleural TB – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

Anti-TB antibody tests 7 81 <0.01 31 <0.01
Antigen tests 1 NA NA
Cytokine tests 13 65 <0.01 79 <0.10
Lysozyme tests 11 34 <0.01 336 <0.01
Other miscellaneous tests 6 12 0.04 9 0.11



from 19 to 40 with prevalences of TB from 37 to
52%. All were hospital based, none used a
combination of culture plus clinical diagnosis as a
reference standard and it was not possible to judge
the study design or whether or not blinded test
interpretation had been used. In one study, the
patient sample was clearly unrepresentative.

Results
The plot of sensitivity against specificity for each
group of tests is presented in Figure 10(c–g). Table
40 provides the results of the heterogeneity tests of
sensitivities and specifities in each group of tests.

Anti-TB antibody tests
The anti-TB antibody tests generally performed
poorly (Table 41) with a summary DOR of 6.72
(95% CI: 1.05 to 43.10). For the most part,
sensitivity was poor and specificity slightly higher,
although this was reversed for the in-house test,
which had higher sensitivity (91%) and lower
specificity (56%). None of the studies met the first
two design-related criteria that we applied: hospital
based and combined reference standard used.

Antigen test
The antigen test evaluated had relatively high
sensitivity (80%) but specificity was very poor at
only 38.1% (Table 42). 

Cytokine tests
The best performing cytokine test was interferon-�
(Table 43), with a DOR of 817.48 (95% CI: 32.93
to 20,296.20) and associated sensitivity and
specificity of 94.5 and 97.3%, respectively. Only
one of the five evaluations met two of our design-
related criteria and sensitivity was much lower at
just 77.6%. None of the studies met all five design-
related criteria.

Interleukin and TNF were generally not found to
be good indicators of TB infection (Table 43). One
study210 of Il-2R in 93 patients did achieve
sensitivity of 74% and specificity 94%, but no
blinding of test interpretation was reported and the
patient sample was judged not to be representative. 

Lysozyme tests
Of the lysozyme evaluations, those estimating the
pleural/serum lysozyme ratio were the most
accurate, producing both sensitivity and specificity
estimates of just over 90% (Table 44). Five of the
six studies in this group were both hospital based
and used an appropriate combined reference
standard. The summary DOR for these studies was
87.11 (95% CI: 4.51 to 1683.27), with a sensitivity
of 93.8% and a specificity of 90.7%. None of the

studies met the remaining three design-related
criteria. Lysozyme estimation in pleural fluid
samples and in serum were not found to be good
indicators of TB infection.

Miscellaneous other tests
The remaining tests were each evaluated in only
one or two studies, and none appear to offer a
great deal of promise for detecting TB infection
(Table 45). The highest specificity was seen in the
study assessing lymphocytes in pleural fluid (96%),
with a corresponding sensitivity of 80%,211 but
with only 40 patients, a potentially inadequate
reference standard and no blinded test
interpretation reported, this is unlikely to be a
true representation of its true accuracy. 

Summary
Two of the tests covered in this section may
potentially have some role in the diagnosis of
pleural TB infection: interferon-� in pleural fluid
and the pleural/serum lysozyme ratio. The
number of reasonable quality studies in both cases
was small, and none reported using index or
reference test blinding, which, if not implemented,
can inflate test accuracy. Specificity of the
interferon-� test was particularly high at 97.5%.

Empirical comparisons between
test types
NAAT test comparisons
The results of the unpaired comparisons between
different types of test (Table 46) suggest that the
NAAT tests are superior in accuracy to the anti-TB
antibody tests, antigen tests and cytokine tests,
inferior to adenosine deaminase tests and
equivalent to the lysozyme tests, although the
result was significant only for the unpaired
comparison between NAAT tests and anti-TB
antibody tests (p = 0.02). 

Paired data (more than one test type evaluated in
the same study) are available for two of the NAAT
test comparisons and in both cases the result
conflicts with the unpaired comparison result. 

First, the paired data appear to show that the
NAAT tests actually perform better than the ADA
tests. The two studies212,213 providing these data
both evaluated an in-house NAAT test using the
IS6110 target sequence compared with the ADA
test to give direct comparisons of four NAAT data
sets (one study213 reported three separate
molecular amplification results) with two ADA data
sets. The ADA test performed particularly poorly

Results: detection of pleural tuberculosis infection
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in one of these studies,212 with sensitivity and
specificity both at 55% (Appendix 14). This study
was prospective in design and used blinded test
interpretation; however, it was also small with only
60 patients and the reference test used was
histological findings, smear status or suggestive
chest X-ray plus response to treatment. The
second study213 was larger (140 patients), also
prospective in design and used a combined
reference standard of culture plus histology,
clinical diagnosis and response to treatment,
although blinding was not described, but
sensitivity and specificity were higher at 87 and
86%, respectively. The conflicting results from
these two studies make it difficult to draw any
definite conclusion regarding the superiority of
the ADA test; however, it is notable that once
studies are restricted to those that are hospital
based and used a combined reference standard,
the DOR for the remaining ADA studies is 68.33
(Table 37) compared with 27.77 (Table 33) for the
in-house NAAT tests, suggesting that in fact the
ADA tests are superior in performance. 

The paired data also appear to show that the
cytokine tests actually perform better than the
NAAT tests (ROR 9.37, p = 0.01) (Table 46). These
data came from a single study213 also reported
above, which compared three separate molecular
amplification results with the interferon-� test.
The interferon-� test was superior to all of the
NAAT test evaluations in terms of both sensitivity
and specificity. On the basis of a single study it is
difficult to draw any stronger conclusion regarding
test superiority; however, if we look at the results
for the five interferon-� test evaluations separately
from the cytokine group as a whole, the individual
SROC DOR is 817.48 (Table 43) compared with
78.17 for the nine in-house IS6110 NAAT
evaluations (Table 33), suggesting that the former
test is in fact superior in accuracy.

Finally, the NAAT tests appear to perform
equivalently to the group of lysozyme tests
(ROR > 0.99), with individual summary DORs of
33.18 and 34.67, respectively (Tables 33 and 44).
The estimated summary sensitivities and
specificities from these DORs, however, are very
different: for the NAAT tests they are 72.6 and
93.7% and for the lysozyme tests 86.4 and 94.6%.
Although the tests appear equivalent, the most
appropriate test may depend on whether the goal
is sensitivity or specificity maximisation.

Adenosine deaminase test comparisons
From the unpaired test comparisons, the ADA
group appears to be superior in accuracy to all of

the other test groups except for the cytokine tests,
which appear almost equivalent in accuracy,
although the result is significant only for the
comparison with anti-TB antibody tests (p = 0.02)
and antigen tests (p = 0.02). The available paired
data disagree with this position for the comparison
with the NAAT tests (discussed above) and for the
comparison with cytokine tests. 

The paired adenosine deaminase versus cytokine
test comparisons suggest that the ADA tests
(n = 9) are more accurate than the cytokine tests
(n = 8); however, on closer inspection of
individual test comparisons, it appears that
although this is true for the groups overall, the
ADA test is actually less accurate than interferon-�
cytokine test (unpaired ROR for interferon-� in
comparison with ADA 15.68, p < 0.01; paired
ROR 8.33, p = 0.06).

Cytokine test comparisons
As a group, the cytokine tests are more accurate
than anti-TB antibody tests, antigen tests and
lysozyme tests, equivalent to the ADA tests and
less accurate than the NAAT tests. However, when
the data for the interferon-� cytokine tests are
examined separately from the rest, it actually
appears to be more accurate than the NAAT tests
and the ADA test, but there are only five studies
overall, only one of which used a combined
reference standard and none using blinded test
interpretation, therefore further research is
required to evaluate fully its place for diagnosis of
pleural TB infection.

Summary
Overall ADA tests, interferon-� and NAAT tests
appear to perform with approximately equivalent
performance when one considers the likely
limitations of study design for different tests,
although owing to insufficient numbers of studies
the analyses do not specifically take account of
study design. In particular, none of the ADA
evaluations or the cytokine evaluations were
considered to have recruited a representative
sample of patients, whereas eight of the 20 NAAT
evaluations did (Table 30). The non-NAAT test
evaluations appeared more likely to have simply
recruited a group of patients with pleural effusion
rather than patients specifically suspected of
having TB. NAAT test studies were also more
likely to be prospective in design and to report
blinded test interpretation. At the same time, the
NAAT test evaluations were on average smaller
than the other test groups (Table 30), over one-
third used culture alone as the reference standard
and 20% were laboratory based. It is impossible to
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know the extent to which the combination of these
factors will have affected test accuracy. 

Discussion: test accuracy in
pleural TB infection
Our review of tests for the detection of pleural TB
infection reveals a different picture to that for
pulmonary TB infection. In the first instance, the
NAAT tests do not perform as well for pleural TB
detection as they did for pulmonary infection
(DOR 33.18 compared with 116.58). The main
problem appears to be with the sensitivity of the
tests, presumably due to difficulties in obtaining
plural fluid samples with sufficient mycobacteria to
allow amplification. Tests that do not rely on
detection of mycobacteria, especially ADA tests
and tests measuring interferon-� levels, appear to
have performed very well in comparison (DOR
78.54 and 817.48), although the body of evidence
for the latter test is very small. 

Similarly to the pulmonary TB studies, the quality
of reporting is poor, with a large proportion of
studies not reporting blinding, study design or
sufficient data on which to judge the
representativeness of the patients included.
However, as discussed in the previous section, the
quality of the available studies does vary between
groups. The NAAT test studies on average were
smaller and were more likely to report the
presence of key study design features such as
blinding.

Overall, the sensitivity and specificity of the NAAT
tests were found to be 72.6 and 93.7%,
respectively. A previous meta-analysis of NAAT
tests in pleural TB by Pai and colleagues,59 using
an alternative methodology to that which we
adopted and including case–control studies and
per specimen data, estimated the sensitivity and
specificity of the commercial tests at 62 and 98%,
respectively (based on 14 studies). We found no

significant differences in accuracy between the
commercial and in-house tests, and in fact found
in-house tests using the IS6110 target sequence to
have comparable test accuracy to that of the
AMTD test. Pai and colleagues recommended that
commercial NAAT tests do have a role in
confirming pleural TB, a recommendation which
our results confirm (specificity 97.1%). 

The evidence for ADA tests, however, suggests 
that when performed with pleural fluid samples
they are at least as reliable at ruling in disease as
the NAAT tests and may be of use in ruling out
TB infection (specificity 88.4% and sensitivity
92.9%). Paired data from two studies did suggest
that in a direct comparison the NAAT tests were
more accurate than ADA, but this was
predominantly influenced by a single, small study
using an inadequate reference standard, which
produced very low sensitivity and specificity
estimates for ADA.212

Two previous meta-analyses assessing ADA for
detection of pleural infection also found ADA to
perform well (Q-points of 93% from 31 studies86

and 92.2% from 40 studies189). Both reviews
included case–control studies and per specimen
data. The corresponding Q-point (point of
maximum joint sensitivity and specificity) from
our analysis discussed above was 89.4%. Both
authors conclude, as we do, that ADA estimation
has a potential role in the diagnosis of pleural TB
infection.

There is also some suggestion for a potential role
for interferon-� or lysozyme measurement, but the
available data are much more limited. In
particular, interferon-�, based on five studies, had
a summary sensitivity of 94.5% and a specificity of
97.3%. The lysozyme studies, especially those
estimating the pleural/serum ratio, gave sensitivity
and specificity of 91.5 and 90.6%, respectively.
The place of these tests in the diagnosis of pleural
TB requires further investigation. 

Results: detection of pleural tuberculosis infection
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Nucleic acid amplification tests
We identified a total of 26 NAAT test evaluations
in TB meningitis (Table 47). ROC plots of each
sensitivity and specificity pairs for each group of
tests are provided in Figure 14(a–e). 

Description and quality of included
studies
The 26 comparisons were carried out in 21
separate studies, all using all CSF specimens. 
A summary of key characteristics across all data
sets is given in Table 48, with details per study
provided in Appendix 16 grouped according to
evaluation of commercial or in-house tests. 

Tests
Half of the NAAT evaluations were of commercial
tests and half of in-house tests (Table 48). Of the
in-house tests, 53% (n = 7) used the IS6110 target
sequence and the others each used different target
sequences including IS986, MPB64, and TRC4;
three studies did not report the target sequence
used. Of the commercial evaluations, six data sets
evaluated the AMTD test, five used Amplicor and

LCx and Amplicis Myco B were each evaluated in
one study. 

Reference standards
A combined reference standard of culture plus
clinical diagnosis was used in 54% (14/26) of
studies (Table 48). Culture alone was the reference
standard used in a further 42% (11/26). The
remaining study did not include culture as part of
the reference standard but relied on clinical
diagnosis, histology and an anti-TB therapy trial. 

Sample details
About 58% (15/26) of studies were hospital based
and the remainder laboratory based. All samples
tested in these studies were CSF samples. 

Overall, the mean number of patients recruited
was 89 (SD 89; range 6–402) and there was little
difference between the numbers of patients
evaluated in in-house and commercial studies,
although the range was wider for the commercial
studies (Table 48). The mean prevalence of TB was
29% (SD 19%). 

We judged the patient sample to have been
representative (i.e. the study at least stated that
that patients ‘suspected’ of having TB were
recruited) in 77% (20/26) of studies. The sample
was judged to be clearly unrepresentative in two
studies and was unclear in the remaining four. 

Test interpretation
Index test interpretation was reported as blinded
in 27% (7/26) studies and was not clearly reported
in the rest. Nine studies were also clearly
prospective in design and two were retrospective.
Assuming (based on time taken to perform PCR
compared with culture) that the index test was
interpreted first in the prospective studies and
was therefore to all intents and purposes
‘blinded’, increased the number of studies in
which the index test was potentially interpreted
blinded to 14 (54%). The reference standard was
clearly reported as interpreted blinded in two
studies (all of which also reported blinded index
test interpretation), was not blinded in two 
studies and not clearly reported in the remainder
(Table 48).
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Chapter 8

Results: detection of tuberculous meningitis

TABLE 47 TB meningitis studies – summary of data sets
identified

All (CSF)

Total 42
NAAT tests 26

Commercial tests 13
AMTD 6
Amplicor 5
LCx 1
Amplicis Myco B 1

In-house tests 13
IS6110 7
Other targets 6

Adenosine deaminase tests 8
ADA 7
ADA2 1

Anti-TB antibody tests 4
In-house tests 4

BCG 2
H37Rv 2

Antigen tests 2
Other miscellaneous tests 2

Bromide partition test 2
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Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 14(a). Overall,
sensitivity and specificity are highly variable; the
tests for heterogeneity for both indices were

statistically significant at p < 0.01 (Table 49). When
studies are split according to whether they are
commercial or in-house tests, the ROC plots and
heterogeneity tests (Figure 15 and Table 49)
indicate that sensitivity varies for both groups
(p < 0.01), but specificity estimates are far less
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TABLE 48 Diagnostic test evaluations in TB meningitis – summary of key study characteristics for main tests

NAAT Adenosine deaminase

Total no. of studies 26 8
Mean sample size 89 (SD 89; range 6–402) 86 (SD 39; range 33–136)

Commercial 13
Mean sample size 97 (SD 120; range 6–402)

In-house 13 8
Mean sample size 82 (SD 42; range 15–146)

Reference standard
Culture + clinical diagnosis ± other 14 (54%) 5 (63%)
Culture + anti-TB therapy 0 1 (13%)
Culture + other 0 0
Culture alone 11 (42%) 2 (25%)
No culture 1 (4%) 0

Disease prevalence (mean, SD, range) 29% (SD 19; range 1–70%) 29% (SD 21; range 4–60%)
Setting

Hospital-based 15 (58%) 8 (100%)
Clinic 0 0
Laboratory-based 8 (31%) 0
Unknown 0 0

Sample type
CSF 26 (100%) 8 (100%)

Patients representative?
Yes 20 (77%) 0
No 2 (8%) 5 (63%)
Unclear 4 15%) 3 (38%)

Study design prospective?
Yes 9 (35%) 3 (38%)
No 2 (8%) 1 (13%)
Unclear 15 (58%) 4 (50%)

Index test interpreted blinded?
Yes 7 (27%) 3 (38%)
No 0 0
Unclear 19 (73%) 5 (63%)

Reference test interpreted blinded?
Yes 2 (8%) 1 (13%)
No 2 (8%) 0
Unclear 22 (85%) 7 (88%)

TABLE 49 NAAT evaluations in TB meningitis – tests for heterogeneity of sensitivities and specificities 

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All NAAT comparisons 26 124 <0.01 143 <0.01
Commercial tests 13 26 0.01 17 0.15

AMTD 6 17 <0.01 4 0.51
Amplicor 5 3 0.54 7 0.12

In-house tests 13 97 <0.01 67 <0.01
IS6110 7 46 <0.01 17 0.01
Other targets 6 51 <0.01 35 <0.01



variable for the commercial tests and the
heterogeneity test becomes non-significant
(p = 0.15). The statistical tests for heterogeneity
for individual commercial tests suggest that
sensitivity estimates for the Amplicor test vary less
than for the AMTD test; however, the number of
studies is small (n = 5) and it can be seen from

Figure 15(a) that sensitivity still ranges from just
over 20 to almost 70%. 

Both sensitivities and specificities of the in-house
tests vary considerably and heterogeneity remains
when subdivided by the target sequence used
(IS6110 compared with other).

Results: detection of tuberculous meningitis
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TABLE 50 NAAT evaluations in TB meningitis – regression analyses to identify source(s) of heterogeneity

Comparison n (26) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Test type
AMTD vs in-house 6/13 1.88 0.06 6.53 (0.94 to 45.29)
Amplicor vs in-house 5/13 0.38 0.73 1.46 (0.16 to 13.41)
LcX vs in-house 1/13 1.39 0.49 4.01 (0.07 to 242.79)
Amplicis Myco B vs in-house 1/13 –2.17 0.28 0.11 (0.00 to 6.54)

Institute
Laboratory-based vs hospital-based 8/18 2.32 <0.01 10.19 (2.39 to 43.33)

Reference standard
Culture plus clinical vs culture alone 14/11 –0.05 0.95 0.95 (0.18 to 5.05)
No culture vs culture alone 1/11 –2.51 0.31 0.08 (0.00 to 11.54)

Design
Prospective vs retrospective/unknown 9/17 –0.37 0.69 0.69 (0.10 to 4.61)

Quality factors
Patients representative vs unrepresentative/ 20/6 0.09 0.92 1.09 (0.16 to 7.54)

unknown
Index test blinded vs not blinded/unknown 7/19 –1.42 0.11 0.24 (0.04 to 1.38)
Reference test blinded vs not blinded/unknown 2/24 –1.80 0.23 0.17 (0.01 to 3.43)

TB prevalence
Prevalence <10% vs prevalence 30+% 5/11 1.74 0.08 5.72 (0.80 to 41.15)
Prevalence 10–20% vs prevalence 30+% 4/11 1.96 0.07 7.11 (0.83 to 60.57)
Prevalence 20–30% vs prevalence 30+% 6/11 2.56 0.01 12.97 (1.86 to 90.52)

% patients smear positive
<5% smear positive vs >30% 8/5 –0.52 0.70 0.59 (0.03 to 10.43)
10–20% smear positive vs >30% 3/5 –1.03 0.56 0.36 (0.01 to 14.58)

a Relative diagnostic odds ratio, i.e. in one group compared with the other.



Heterogeneity investigation
The heterogeneity investigations (Table 50)
indicate that the only design-related variable to
have a significant impact on test accuracy was
whether studies were hospital based or not:
accuracy was more than 10 times greater in
laboratory-based than hospital-based studies
(RDOR 10.19; 95% CI: 2.39 to 43.33). Reference
standard used and prospective/retrospective design
had no impact on accuracy. Test performance was
lower in studies using index or reference test
blinding, but neither of these reached statistical
significance. Accuracy again was higher in lower
prevalence studies and the difference reached
statistical significance for one comparison
(Table 50). 

SROC analysis
The overall pooled analysis suggests that the
NAAT tests have high specificity in CSF specimens
but generally poor sensitivity, regardless of test
(Table 51). Individually, the AMTD test appears to
perform the best (sensitivity 74% and specificity
98%). The other commercial tests demonstrated
consistently low sensitivity. Neither the sensitivity
nor specificity of the inhouse tests in general was
sufficiently high to justify their recommendation
for use in diagnosis of TB meningitis. None of 
the 26 studies met all five study design-related
criteria. 

Summary
Overall, the studies in this section were not well
reported, especially in terms of study design and
blinding of test interpretation. This, along with
the small number of studies included, may have
made it difficult to detect any impact on test
accuracy of the various study design features. The
AMTD test was considerably superior to the
others, especially in terms of its specificity. NAAT
tests provide a reliable means of ruling in the
presence of TB meningitis. 

Serodiagnostic and biochemical
tests for detection of tuberculous
meningitis
Description and quality of included
studies
We included 16 data sets relating to other tests
that have been used to detect the presence of TB
infection (Table 47). A summary of study
characteristics for the ADA-related tests is
provided in Table 48. Summary details per study
are provided in Appendix 17. 

Adenosine deaminase tests
The eight ADA tests were evaluated in seven
studies (Appendix 17); all evaluated ADA with one
also assessing ADA2214 for the detection of TB
infection. The mean sample size was 86 (SD 39%)
and TB prevalence was 29% (SD 21%) (Table 48).
All studies were hospital based; five used a
combined culture plus clinical diagnosis reference
standard, two used culture alone and one used
culture plus histology. The study design was clearly
prospective in four studies, retrospective in one
and could not be determined for the others. Index
test interpretation was blinded in three studies,
one of which also reported blinded reference test
interpretation. The patient samples were judged
to be unrepresentative in five of the eight
evaluations and were unclear for the others.

Anti-TB antibody tests 
The four anti-TB antibody tests evaluations were
all carried out in a single study215 evaluated in two
studies, each evaluating two tests in two different
samples (Appendix 17). Two antigens were used
(BCG and H37Rv) and each was evaluated in two
different concentrations of CSF (1:200 and 1:500).
The study sample size was relatively large (n =
260) and TB prevalence was 10%. A combined
culture plus clinical diagnosis reference standard
was used and index test interpretation was
blinded. None of the other design-related
characteristics could be assessed. 

Antigen tests
Two antigen tests were evaluated in two separate
studies (Appendix 17). Both were relatively small
in size (n = 41 and 53) and we were not able to
determine whether key study design features were
present.

Other miscellaneous tests
The bromide partition test was assessed in two
studies. Both were retrospective in design, with
less than 100 patients each (Appendix 17). We
could not determine whether blinded test
interpretation was implemented. Patients were
judged to be representative in one of the studies.

Results
The plot of sensitivity against specificity for each
group of tests is presented in Figure 14(b–e) and
results of the tests for heterogeneity for both
indices in Table 52.

Adenosine deaminase tests
The seven data sets were very heterogeneous for
both sensitivity and specificity (p < 0.01). The
overall summary DOR was 65.63 (95% CI: 11.39
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to 378.22) with associated sensitivity of 86.5% and
specificity of 90.5% (Table 53). Four of the eight
studies (all using ADA) were both hospital based
and used combined reference standards; test
accuracy in this group increased to give a 
summary sensitivity of 87% and specificity of 88%.
None of the studies met all five design-related
criteria.

Anti-TB antibody tests 
We did not carry out any pooling of the anti-TB
antibody data sets as they all came from the same
study. Figure 14(c) shows that regardless of CSF
concentration used, the presence of anti-TB
antibodies to the HR37Rv antigen were more
sensitive but less specific than the BCG antigen for
the diagnosis of TB infection.

Antigen tests
The two antigen tests evaluated were found to
have high sensitivity and specificity in two separate
studies (Table 54). The combined result gives a
sensitivity of 96.5% and a specificity of 90.2%.
Both studies met our first two design-related
criteria, but none met all five. 

Other miscellaneous tests
The two bromide partition test evaluations
identified also had fairly high sensitivity and
specificities (Table 55). Both studies were hospital
based and used a combined reference standard;
summary sensitivity was 91.5% and specificity
92.8%. Neither met all five design-related criteria. 

Summary
Three groups of tests demonstrated reasonably
high sensitivity and specificity for the detection of
TB meningitis: ADA tests, antigen tests and
bromide partition tests. However, many of the
studies in these groups had small sample sizes,
none reported having used blinded test
interpretation and in only one216 was the patient
sample judged to be representative. These factors
combined mean that the evidence for the accuracy
of these tests in detecting TB infection is not yet
proven.

Empirical comparisons between
test types
For the TB meningitis test comparisons (Table 56),
the unpaired comparisons suggest that ADA tests
were more accurate than the NAAT tests and both
were apparently less accurate than the antigen
tests; none of the comparisons were statistically
significant. However, this does not take into
account the effect of any potential confounding
on accuracy. For example, similarly to the pleural
TB studies, none of the adenosine deaminase
data sets were from patient samples that were
judged to be representative, whereas 20 of the 26
NAAT test evaluations were representative. Other
factors including blinding of test interpretation
and reference standard used may also
considerably affect the overall comparison.
Nevertheless further research is needed to
establish the role of adenosine deaminase in the
diagnosis of TBM. 

The two antigen tests also appear superior in
accuracy to both the NAAT tests and the ADA
tests, but both studies included few patients (less
than 55 each) and study design details were not
clear.

Discussion: test accuracy in TB
meningitis
The majority of the data for tests for TB
meningitis are for the use of NAAT tests where a
similar picture to that for pleural TB emerges
(DOR 26.72 compared with 33.18). Again, the
problem appears to be with the low sensitivity of
the NAATs, also presumably due to the
mycobacterial load typically present in CSF
samples in TB meningitis. Again, the ADA tests,
which do not rely on direct detection of
mycobacteria, have much higher accuracy (DOR
65.63), although the body of evidence is very
small. The unpaired comparisons between groups
suggest that the ADA tests were considerably more
accurate than the NAAT tests. 
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TABLE 52 Serodiagnostic and biochemical test evaluations in TB meningitis – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

Adenosine deaminase tests 8 25 <0.01 27 <0.01
Anti-TB antibody tests 4 8 0.05 6 0.12
Antigen tests 2 0 0.63 3 0.07
Bromide partition tests 2 1 0.32 1 0.29
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Overall, the ADA tests actually appear superior in
quality to the NAAT tests. Mean sample sizes were
similar but a higher proportion of ADA studies
used a combined reference test, were prospective
in design and reported blinded test interpretation,
although overall these proportions were still low.
The patients included in the NAAT test studies
were, however, more likely to be considered
representative. 

Comparing the summary sensitivity and specificity
estimates between the two groups of tests shows
that although the ADA tests have a better
combined sensitivity and specificity (86.5 and
90.5%, respectively), the NAAT tests are greatly
superior in terms of specificity (sensitivity 58.6%
and specificity 96.2%). This suggests that NAAT

tests should in fact be the first-line test for ruling
in TB meningitis, but that it needs to be 
combined with the result of other tests in order 
to rule out disease. This conclusion is similar to
that of a previous meta-analysis despite 
differences in study inclusion and review
methodology.56

Surprisingly, two other tests (antigen tests and the
bromide partition test), both evaluated in two
studies, were each found to have high sensitivity
and specificity. However, both were small in size,
and it is not clear whether these tests are worthy of
further investigation. 

The anti-TB antibody tests performed poorly in
the single study included. 
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TABLE 56 TB meningitis – comparisons between test typesa

NAATs (n = 26) Adenosine deaminase 
(n = 8)

Adenosine deaminase 26/8 ROR = 2.02, p = 0.43 ←
0/0 –

Antigen test 26/2 ROR=10.85, p = 0.14 ← 8/2 ROR = 3.59, p = 0.44 ←
0/0 – 0/0 –

ROR, relative odds ratio – ratio of DORs.
a ↑, ←, arrows point towards test with higher DOR. Upper cells indicate unpaired comparisons; lower cells indicate results

from paired comparisons.





We identified 18 test comparisons in lymphatic
TB (Table 57). ROC plots of each sensitivity

and specificity pair for each group of tests are
provided in Figure 16(a–c).

Nucleic acid amplification tests
Sixteen NAAT test evaluations in pleural TB
carried out in 14 separate studies were included. 
A summary of key characteristics across all 
data sets is given in Table 58, with details per 
study provided in Appendix 18 grouped 
according to evaluation of commercial or 
in-house tests.

Description and quality of included
studies
Tests
More than half of the NAAT evaluations (9/16)
were of commercial tests; four of AMTD, four
Amplicor and one of the LCx test. Of the in-house
tests, three (43%) used the IS6110 target sequence,
two used 65 kDa and the others used MPB64 and
TRC4 (Appendix 18).

Reference standards
A combined reference standard of culture plus
clinical diagnosis was used in only one study 
(Table 58). Culture alone was relied upon in seven

studies (44%) and culture plus anti-T therapy
treatment, histology or X-ray in six studies. 
The remaining two did not include culture 
as part of the reference standard but relied on
cytology alone34 or histology plus an anti-TB
therapy trial.217

Sample details
About 75% (12/16) of studies were hospital based,
three were laboratory-based and in one the setting
was not clear. All samples tested in these studies
were lymph node biopsy specimens. 

Overall, the mean number of patients recruited
was 50 (SD 31; range 4–113) and there was very
little difference between the numbers of patients
evaluated in in-house compared with commercial
studies (Table 58). The mean prevalence of TB was
53% (SD 15%). 

We judged the patient sample to have been
representative (i.e. the study at least stated that
that patients ‘suspected’ of having TB were
recruited) in 75% (12/16) of studies. 

Test interpretation
Index test interpretation was reported as blinded
in one study218 and was not clearly reported in the
rest. None of the studies appeared to be
prospective in design and three were retrospective.
The reference standard was clearly reported as
interpreted blinded in one study, was not blinded
in one and not clearly reported in the remainder
(Table 58).

Results
Sensitivity and specificity
The plot of sensitivity against specificity for each
study is presented in Figure 16(a) and statistical
tests for heterogeneity in Table 59. Overall,
specificity in particular is highly variable
(p < 0.01), but sensitivity estimates are less so
(p = 0.05). When studies are split according to
whether they are commercial or in-house tests,
the ROC plots (Figure 17) demonstrate that it is
the specificity of the in-house tests that appears to
be causing much of the variation. In particular,
two of the IS6110 studies and the study using
TRC4 as the target sequence have especially low
specificity. 
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Chapter 9

Results: detection of lymphatic tuberculosis infection

TABLE 57 Lymphatic TB studies – summary of data sets
identified 

All

TOTAL 18
NAAT tests 16

Commercial tests 9
AMTD 4
Amplicor 4
LCx 1

In-house tests 7
IS6110 3
Other targets 4

Anti-TB antibody tests 1
In-house test 1

H37Ra 1
Antigen tests 1

MTB 1



Heterogeneity investigation
None of the variables investigated had any
significant impact on test accuracy (Table 60).

SROC analysis
The overall pooled analysis suggests that the
NAAT tests have relatively high specificity in
lymph node specimens but sensitivity is less 
good (Table 61). Specificity was generally 
higher for the commercial tests (DOR 21.82; 
95% CI: 2.28 to 208.67; sensitivity 79.6%,
specificity 95.7%) compared with the in-house 
tests (DOR 30.77; 95% CI: 6.23 to 152.01;
sensitivity 83.3, specificity 74.5). This was
primarily due to the AMTD and LCx tests, 

which performed much better than the 
Amplicor test. 

Only one study with only four patients was
hospital based and used a combined reference
standard.219 None of the 16 studies met all five
study design-related criteria. 

Summary
Overall, the studies in this section were very
poorly reported, especially in terms of study
design and blinding of test interpretation. 
This, along with the small number of studies
included, may have made it difficult to detect
any impact on test accuracy of the various study

Results: detection of lymphatic tuberculosis infection
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design features. There is currently insufficient
evidence on which to recommend use of 
this test.

Other serodiagnostic and
biochemical tests
Description and quality of included
studies
We included two data sets relating to serodiagnostic
and other tests to detect lymphatic TB infection
(Table 57). Summary details per study are provided
in Appendix 19. 

Anti-TB antibody tests
The anti-TB antibody test study used the H37Ra
antigen to detect anti-TB antibodies.220 A total of
126 patients were included and TB prevalence was
23%. The reference standard was culture plus
histology. We judged the patients sample to be
representative but could not determine the study
design or whether the test interpretation had been
blinded. 

Antigen tests
The antigen test aimed to detect the M. TB
antigen.221 A total of 124 patients were included
and TB prevalence was 77%. The reference
standard was culture alone. Again, we judged the
patients sample to be representative but could not
determine the study design or whether the test
interpretation had been blinded. 

Results
The plot of sensitivity against specificity for each
group of tests is presented in Figure 16(b) and (c)
and results in Appendix 19.
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TABLE 58 NAAT evaluations in lymphatic TB – summary of key
study characteristics

All studies

Total no. of studies 16
Mean sample size 50 (SD 31; 

range 4–113)

Commercial 9
Mean sample size 44 (SD 27; 

range 28–113)

In-house 7
Mean sample size 57 (SD 36; 

range 4–101)

Reference standard
Culture + clinical diagnosis ± other 1 (6%)
Culture + anti-TB therapy 2 (13%)
Culture plus other (histology, X-ray, 4 (25%)

etc.)
Culture alone 7 (44%)
No culture 2 (13%)

Disease prevalence (mean, SD, range) 53% (SD 15; 
range 22–76%)

Setting
Hospital-based 12 (75%)
Laboratory-based 3 (19%)
Unknown 1 (6%)

Patients representative?
Yes 12 (75%)
No 0
Unclear 4 (25%)

Study design prospective?
Yes 0
No 3 (19%)
Unclear 12 (75%)

Index test interpreted blinded?
Yes 1 (6%)
No 0
Unclear 15 (94%)

Reference test interpreted blinded?
Yes 1 (6%)
No 1 (6%)
Unclear 14 (88%)

TABLE 59 NAAT evaluations in lymphatic TB – tests for heterogeneity of sensitivities and specificities 

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All NAAT comparisons 16 25 0.05 72 <0.01
Commercial tests 9 15 0.07 18 0.02

AMTD 4 1 0.73 9 0.03
Amplicor 4 7 0.08 4 0.24
LCx 1 NA NA NA NA

In-house tests 7 10 0.11 18 0.01
IS6110 3 2 0.42 9 0.01
Other targets 4 4 0.24 8 0.04



Anti-TB antibody tests
The study demonstrated high specificity (95%) but
very low sensitivity (55%) for the detection of TB
infection.220 The sample size was relatively small
and it was not possible to judge the quality of the
study.

Antigen tests
The study demonstrated high sensitivity (92%)
and relatively good specificity (86%) for the
detection of TB infection.221 The sample size was
relatively small and prevalence very high and it
was not possible to judge the quality of the study.

Results: detection of lymphatic tuberculosis infection
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FIGURE 17 Lymphatic TB – ROC plots for NAAT evaluations by test or target

TABLE 60 NAAT evaluations in lymphatic TB – regression analyses to identify source(s) of heterogeneity

Comparison n (16) Model parameters (95% CI) and p-value

Coefficient p-Value RDORa

Test type
AMTD vs in-house 4/7 0.03 0.98 1.03 (0.09 to 12.03)
Amplicor vs in-house 4/7 –1.68 0.22 0.19 (0.01 to 3.16)
LcX vs in-house 1/7 0.29 0.89 1.34 (0.01 to 124.56)

Institute
Laboratory based vs hospital-based 3/13 1.79 0.10 5.98 (0.66 to 54.61)

Reference standard
Culture plus clinical vs culture alone 1/7 1.00 0.61 2.72 (0.04 to 175.35)
Culture plus other vs culture alone 6/7 0.39 0.71 1.47 (0.16 to 13.50)
No culture vs culture alone 1/7 –0.87 0.54 0.42 (0.02 to 8.58)

Design
Prospective vs retrospective/unknown 0/16

Quality factors
Patients representative vs unrepresentative/ 12/4 –0.41 0.73 0.66 (0.06 to 7.97)

unknown
Index test blinded vs not blinded/unknown 1/15 3.09 0.05 21.97 (0.99 to 486.89)
Reference test blinded vs not blinded/unknown 1/15 3.09 0.05 21.97 (0.99 to 486.89)

TB prevalence
Prevalence 20–30% vs prevalence 30%+ 1/15 1.03 0.55 2.80 (0.07 to 104.92)

% patients smear positive 
5–10% smear positive vs 20%+ 3/2 –3.37 0.10 0.03 (0.00 to 2.24)
10–20% smear positive vs 20%+ 5/2 –1.97 0.23 0.14 (0.00 to 5.05)

a Relative diagnostic odds ratio, i.e. in one group compared with the other.
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Summary
There is insufficient evidence on which to
recommend use of these tests.

Discussion: test accuracy in
lymphatic TB
Evidence for the detection of lymphatic TB is
significantly less prolific than for the types 
of TB discussed previously. The largest group 
of tests are the NAAT tests, for which the 
summary DOR was 20.09. In this instance,
however, it is the specificity of the test that is 
more variable than the sensitivity, perhaps because
the tests were generally performed in lymph
biopsy specimens as opposed to body fluid. The

summary sensitivity was 81.3% and specificity
90.1%. The in-house tests in this case provided
most of the variation in accuracy and also
demonstrated the presence of threshold effect 
(test of symmetry p = 0.04). When restricted to
commercial tests only, sensitivity was 79.6% and
specificty 95.7%. 

One anti-TB antibody test was evaluated in
lymphatic TB; specificity was found to be high but
sensitivity very low at 55%. The antigen test,
similarly to the case for TB meningitis, showed
surprisingly high accuracy (sensitivity 92%,
specificity 86%). It was not possible to judge the
quality of these studies and it is difficult to say
whether there is any case for further examination
of them in future studies. 

Results: detection of lymphatic tuberculosis infection
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We identified 14 test comparisons in peritoneal
TB (Table 62). ROC plots of each sensitivity

and specificity pair for each group of tests are
provided in Figure 18(a–d) and SROC curves for
the ADA and cytokine tests in Figure 19(a, b).

Description and quality of
included studies
The 14 test evaluations were carried out in seven
studies; summary details per study are provided in
Appendix 20.

Nucleic acid amplification tests
One study evaluating a NAAT test in ascitic fluid
was included222 (Appendix 20). An in-house test
using the IS6110 target sequence was evaluated in
seven patients. 

Adenosine deaminase tests
Six studies provided eight data sets evaluating the
ADA test in ascitic fluid samples (n = 6), serum
samples (n = 1) or both (ascitic/serum ratio, n = 1).
Three studies (five data sets) used a combined
culture plus clinical diagnosis reference standard.
Five of the six studies were prospective in design,
but only one reported using blinded test
interpretation. None of the study samples were
judged to have been representative. 

Cytokine tests
Two studies evaluated cytokine tests (Appendix
20); one using total protein223 and one evaluated
interferon-�.224 Less than 100 patients were
included in each study; both were prospective in
design but the patient samples were judged to be
unrepresentative. Blinded test interpretation was
not reported. 

Miscellaneous other tests
One study evaluated three other miscellaneous
tests: LDH, lymphocytes and lymphocyte
proliferation.223 Forty-four patients were included
and TB prevalence was 18%. The reference
standard used was culture plus histology. The
study was prospective in design but the patient
sample was again judged to be unrepresentative.
Blinded test interpretation was not reported. 

Results
Nucleic acid amplification tests
The single evaluation of a NAAT test included
only seven patients and therefore no conclusions
can be drawn regarding its accuracy.

Adenosine deaminase tests
The sensitivity and specificity pairs for the eight
ADA evaluations were all clustered in the top 
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Chapter 10

Results: detection of peritoneal tuberculosis 
infection

TABLE 62 Peritoneal TB – summary of data sets identified

All Ascites Serum Other

Total 14 12 1 1
NAAT tests 1 1 0 0

In-house 1 1 0 0
IS6110 1 1 0 0

Adenosine deaminase tests 8 6 1 1 a/s ratio
ADA 8 6 1 1 a/s ratio

Cytokine tests 2 2 0 0
Interferon-� 1 1 0 0
Total protein 1 1 0 0

Other miscellaneous tests 3 3 0 0
Lactate dehydrogenase (LDH) 1 1 0 0
Lymphocytes 2 2 0 0

a/s, ascites/serum.



left-hand quadrant of the ROC plot (Figure 18b),
although specificty estimates were still found 
to be statistically heterogeneous (p = 0.01) 
(Table 63). The test performed particularly well
when applied to ascitic fluid samples (summary
sensitivity 95.3% and specificity 93.2%) 

(Table 64). None of the data sets met all five
design-related criteria; however, it is notable 
the single study that used blinded test
interpretation reported much lower accuracy
(sensitivity 83% and specificity 81%)225

(Appendix 20). 

Results: detection of peritoneal tuberculosis infection
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FIGURE 18 Peritoneal TB – ROC plots

TABLE 63 Peritoneal TB: tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

Adenosine deaminase tests 8 7 0.42 19 0.01
Cytokine tests 2 2.1 0.15 11.0 <0.01
Miscellaneous other tests 3 10 0.01 5 0.09



Cytokine tests
Of the two cytokine test evaluations, interferon-�
was far superior at detecting TB infection, with
both sensitivity and specificity of 100%224

(Figure 18b). The study was both hospital based
and used a combined reference standard, but did
not use blinded test interpretation, nor were
patients considered to be representative. Total
protein was not found to be a good marker of TB
infection (Appendix 20).

Miscellaneous other tests
Brant and co-workers223 found LDH and
lymphocyte proliferation to be highly sensitive for
detecting TB infection but specificity was poor
(Appendix 20 and Figure 18d). 

Discussion: test accuracy in
peritoneal TB
Of all the tests evaluated, there is some indication
that ADA in ascitic fluid may be a good indicator
of TB infection. However we were not able to
determine test accuracy in studies using blinded
test interpretation as this information was rarely
reported. Other tests, including NAATs and
interferon-�, have not been evaluated in a
sufficient number of quality studies to be able to
make any comment on their potential use.
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We identified seven test comparisons in
pericardial TB (Table 65). ROC plots of each

sensitivity and specificity pair for each group of
tests are provided in Figure 20(a–c).

Description and quality of
included studies
The seven test evaluations were carried out in six
studies; summary details per study are provided in
Appendix 21.
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Chapter 11

Results: detection of pericardial tuberculosis 
infection

1.0

0.8

0.6

0.4

0.2

0

Se
ns

iti
vi

ty

1.0 0.8 0.6 0.4 0.2 0
Specificity

1.0

0.8

0.6

0.4

0.2

0

Se
ns

iti
vi

ty

1.0 0.8 0.6 0.4 0.2 0
Specificity

1.0

0.8

0.6

0.4

0.2

0

Se
ns

iti
vi

ty

1.0 0.8 0.6 0.4 0.2 0
Specificity

(a) NAAT tests (b) ADA

Roche Amplicor

IS6110

(c) Cytokine tests

IFN-�

FIGURE 20 Pericardial TB – ROC plots

TABLE 65 Pericardial TB – summary of data sets identified

All

Total 7
NAAT tests 2

Commercial 1
Amplicor 1

In-house 1
IS6110 1

Adenosine deaminase tests 4
ADA 4

Cytokine tests 1
Interferon-� 1



Nucleic acid amplification tests
Two studies evaluated NAAT tests in pericardial
fluid were included, one using the Amplicor test226

and the other an in-house test using IS6110 target
sequence.222 The Amplicor study was large and of
better quality than the IS6110 study (Appendix 21,
Pericardial TB – study characteristics). It included
67 patients, used a combined reference standard
and reported blinded index test interpretation.
The IS6110 evaluation included only seven
patients and prevalence was high at 57%. 

Adenosine deaminase tests
Four evaluations of the ADA test were included.
Three used a combined culture plus clinical
diagnosis reference standard and two were
prospective in design (Appendix 21). Two studies
were judged to have included an unrepresentative
patient sample. 

Cytokine tests
One study assessed interferon-� in pericardial
fluid from 30 patients.227 The study was
prospective and used a combined reference
standard but blinded test interpretation was not
reported and prevalence was high at 63%. 

Results

Nucleic acid amplification tests
The IS6110 test performed very poorly but only
seven patients were tested. Specificity of the
Amplicor test was 100% and sensitivity 75%
(Appendix 21 and Figure 20).

Adenosine deaminase tests
The specificity estimates for the four ADA
evaluations were found to be statistically
heterogeneous (p = 0.01), but sensitivities were
homogeneous (Table 66). The summary DOR from
the SROC model was fairly high at 53.85, giving a
summary sensitivity of 92% and a specificity of
82% (Table 67 and Figure 21b). None of the data
sets met all five design-related criteria; however,
the two that reported blinded test interpretation
had lower sensitivity estimates than the other two
studies (Table 66). 

Cytokine tests
The interferon-� evaluation227 reported 100%
sensitivity and specificity; however, given the
reservations regarding study quality noted above,
not much weight can be put on this result. 

Results: detection of pericardial tuberculosis infection
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TABLE 66 Pericardial TB – tests for heterogeneity of sensitivities and specificities

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

Adenosine deaminase tests 4 3 0.38 11 0.01

TABLE 67 Pericardial TB – SROC models

All studies Studies meeting two design-related criteria

Comparison na DOR (95% CI)b Test of Sed Spd na DOR (95% CI)b Test of Sed Spd

symmetryc (%) (%) symmetryc (%) (%)

NAAT tests 2 30.06 (0.00 to NA 51.9 96.5 1
>1,000,000)

Adenosine deaminase tests
ADA 4 53.85 (6.22 to NA 92.1 82.2 3 27.88 (10.33 to NA 88.5 78.4

466.51) 75.23)

a Where <5 studies per subgroup, studies pooled assuming symmetric SROC curve (insufficient power to detect
asymmetry); where only one study per subgroup, actual DOR and sensitivity and specificity (with zero cell correction) are
reported.

b DOR where sensitivity = specificity.
c Test of symmetry indicates whether SROC curve is symmetric or not; if p < 0.05 SROC is asymmetric and indicates

variation in threshold.
d Sensitivity and specificity from SROC curve, i.e. at mean of s.



Discussion: test accuracy in
pericardial TB
Of all the tests evaluated, there is some suggestion
that ADA may be a good indicator of TB infection.
However, when blinded index test interpretation

was used, test accuracy was much lower. Further
evaluation is needed before the test can be
recommended for use. Other tests, NAAT tests
and interferon-�, have not been evaluated in a
sufficient number of quality studies to make any
comment on their potential use.
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We identified 10 test comparisons in genito-
urinary TB (Table 68). ROC plots of each

sensitivity and specificity pair for each group of
tests are provided in Figure 22(a) and (b).

Description and quality of
included studies
The 10 test evaluations were carried out in eight
studies; a summary of key characteristics across all
the NAAT tests is given in Table 69, with study
characteristics for all test evaluations provided in
Appendix 22. 

Nucleic acid amplification tests
Of the nine NAAT test evaluations, five were of
commercial tests and four of in-house tests 
(Table 68). The mean sample size across all data
sets was 267 (SD 416), owing to one study228

(providing two data sets) of 1000 patients; the
remaining studies all had less than 100 patients
each. TB prevalence was 30% (SD 24) (Table 69).
Three of the nine data sets were from laboratory-
based studies and one229 used a combined culture
plus clinical diagnosis reference standard. Two
studies reported using blinded test interpretation;

this information was not reported in the others.
The study design could not be determined in any
of the studies. The patient samples were judged to
be representative in seven data sets.

Antigen tests
The single evaluation of an antigen test used the
H37Rv antigen in 50 patients.229 The sample was
judged to be unrepresentative and binding and
study design could not be determined. TB
prevalence was 70%. 

Chapter 12

Results: detection of genito-urinary tuberculosis 
infection

TABLE 68 Genitourinary TB – summary of data sets identified

All Urine Serum

Total 10 9 1
NAAT tests 9 9 0

Commercial tests 5 5
AMTD 3 3
LCx 1 1
Amplicis (Myco B) 1 1

In-house tests 4 4
16SrRNA 1 1
IS6110 2 2
MPB64 1 1

Antigen tests 1 0 1
H37Rv 1 0 1
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Results
Nucleic acid amplification tests
Almost all of the NAAT test comparisons had high
specificity estimates (Figure 22) and more variable
sensitivity estimates. Both statistical tests for
heterogeneity were statistically significant
(p < 0.01) (Table 70). The overall DOR was 89.05
(95% CI: 2.60 to 3048.87), but sensitivity was low
at 76.9%. Test performance was much better in the
in-house tests (DOR 484.60; 95% CI: 85.66 to
2741.60), giving an associated sensitivity of 91.3%
and specificity of 97.9% (Table 71). The single
study meeting all five design-related criteria229

found an in-house NAAT using the MPB64 target
sequence to have a sensitivity of 94% and a
specificity 86%, but only 42 patients were included
and prevalence was high (83%) (Table 71).

Antigen tests
The antigen test evaluation230 reported low
sensitivity (40%) and higher specificity (93%) using
the H37Rv antigen (Table 72). 

Discussion: test accuracy in
genito-urinary TB
NAAT tests potentially have some role to play in
the diagnosis of urinary TB infection. Most of the
studies demonstrated high specificity, but few of
these reported using blinded test interpretation.
Further evaluation is needed before the test can be
recommended for use. There is no evidence to
support the use of antigen tests for detecting
urinary TB.
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Results: detection of genito-urinary tuberculosis infection

TABLE 69 NAAT test evaluations in genitourinary TB –
summary of key study characteristics

Respiratory samples

Total no. of studies 9
Mean sample size 267 (SD 416; 

range 22–1000)
Commercial 5

Mean sample size 55 (SD 23; 
range 22–73)

In-house 4
Mean sample size 531 (SD 541; 

range 42–1000)
Reference standard

Culture + clinical diagnosis ± 2 (22%)
other

Culture + anti-TB therapy 3 (33%)
Culture alone 4 (44%)
Clinical diagnosis alone 0

Disease prevalence (mean, SD, 30.4% (SD 24.4; 
range) range 2–83%)

Setting
Hospital-based 6 (67%)
Laboratory-based 3 (33%)
Unknown 0

Sample type
Urine 9 (100%)

Patients representative?
Yes 7 (78%)
No 0
Unclear 2 (22%)

Study design prospective?
Yes 0
No 0
Unclear 9 (100%)

Index test interpreted blinded?
Yes 2 (22%)
No 0
Unclear 7 (78%)

Reference test interpreted blinded?
Yes 2 (22%)
No 0
Unclear 7 (78%)

TABLE 70 NAAT tests in genito-urinary TB – tests for heterogeneity of sensitivities and specificities 

Sensitivity Specificity

Comparison n Q statistic p-Value Q statistic p-Value

All NAAT comparisons 9 56 <0.01 55 <0.01
Commercial tests 5 4 0.43 21 <0.01

AMTD 3 2 0.29 0 0.86
In-house tests 4 16 <0.01 6 0.09
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Only one data set in skeletal TB was identified
(see Appendix 23 and Figure 23). 

Nucleic acid amplification tests
Van der Spoel van Dijk and colleagues231

evaluated an in-house NAAT test using the IS6110
target sequence on spinal biopsy samples from 45
patients. TB prevalence was 29% and the patient
sample was judged to be representative. The
reference standard used was clinical diagnosis plus
histology. Blinded test interpretation was not
reported and the study design was not clear. Test
sensitivity was 79% and specificity 89%.
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Methods
The methods used for the fully automated liquid
culture studies are as described in Chapter 3,
apart from the following. 

Inclusion criteria
Per specimen data
For the fully automated liquid culture tests, per
specimen data were included, as none of the
studies identified provided results on a per patient
basis. Given the widespread adoption of this new
and expensive group of tests, we judged it to be
important to include a review of these studies
despite this problem. There are possibilities of bias
in estimates if the number of times an individual is
tested and included in the data set is directly or
indirectly related to their test results.

Diagnostic tests
Studies evaluating fully automated liquid culture
techniques were included if a standard culture on
liquid or solid media had also been performed in
the same study or a comparison with the BACTEC
460 radiometric method had been performed. 

Identification methods
A sample was determined to be a positive isolate
if, in addition to at least one of the tested methods
indicating growth (i.e. culture on solid media,
BACTEC 460 or an automated system), some form
of amplification or molecular probe test such as
Accuprobe confirmed the isolate. 

Study design and outcome measures
These studies only provide estimates of
sensitivities. None of the studies identified verified
all samples with a reference standard such as DNA
hybridisation systems and biochemical and
cultural tests to give 2 × 2 data – only those
positive by at least one method were verified. 
A post hoc amendment was made to this section
following screening of the FALC studies so that
these studies could be included within the review.
The performance of each method was determined
by estimating the proportion of total isolates and
of MTB isolates identified by each method (i.e.

test sensitivity). Mean time to detection and
contamination rates were also extracted. 

Data synthesis
We compared culture methods by computing the
relative false-negative rates between pairs of
methods within each study and pooled them using
a random effects model. As it is likely that studies
that evaluated more tests missed fewer positive
samples and reported lower sensitivities for each
method, it is essential that comparisons are first
made between the methods within studies and
then pooled across studies. We opted to use
relative false-negative rates rather than relative
sensitivities to reduce heterogeneity and to avoid
the bounding problem with relative proportions 
(if the sensitivity of solid culture is 80%, the
highest ratio of sensitivities will be is bounded to a
maximum value of 1.25). 

For contamination rates, a similar meta-analysis
was undertaken, comparing the relative proportion
of contaminated specimens by each method. 

Inadequate data were presented to be able to
undertake a proper meta-analysis of detection
times. Instead, the mean and range of times for
each method and the mean time difference and
range of time differences for each method are
given. It is not possible to judge whether these
differences are statistically significant.

Results
Description and quality of included
studies
We identified 19 studies evaluating a FALC
method plus at least one standard culture method.
A matrix of the test comparisons performed is
provided in Table 73, with details of the
comparisons per study in Table 74. Study details
are given in Appendix 24. 

Tests
Four FALC methods were evaluated in the
included studies (Table 74). The two main ones in
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current use are the BACTEC MGIT 960 (six
studies) and the MB/BacT method (10 studies).
The BACTEC 9000 (one study) and ESP II (three
studies) are either early ‘test-bed’ systems or are
not in widespread use. 

The FALC methods have variously been compared
with the radiometric liquid culture BACTEC 460
or with culture on solid media, predominantly LJ
but also Middlebrook 7H11 or non-specified egg-
based media (Table 73). 

Reference tests
None of the studies used an independent
‘reference test’ per se; instead, the number of
isolates identified by each individual culture
method was compared with the total number of
isolates identified by all methods, both fully
automated and more standard methods (i.e. the

reference standard was the maximum number of
isolates cultured). 

Identification of isolates
The cultured isolates were identified as M. TB or
other mycobacteria primarily using the Accuprobe
test and biochemical and cultural tests. In eight
studies Accuprobe was performed only on AFB-
positive samples. One study120 used PCR
restriction fragment length polymorphism analysis
on all isolates and one76 used the AMTD test. 

Sample details
All studies bar one232 included mixed respiratory
and non-respiratory samples. One study did not
report the proportion of samples that were
respiratory, but for the remainder, the mean
proportion that were respiratory was 72% (SD
11%, range 56–100%). Thirteen studies reported

Systematic review of fully automated liquid culture tests
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TABLE 73 Matrix of test comparisons for detection of all isolates/MTB isolates

‘Standard’ culture methods

Fully automated liquid culture methods BACTEC 460 LJ All solid

MGIT 960 4/4 4/4 7/7
MB/BacT 8/8 6/6 8/9
BACTEC 9000 0/1 1/1 1/1
ESP II 2/2 1/1 3/3

TABLE 74 Fully automated liquid culture tests – summary of data sets identified

Study Fully automated liquid culture methods ‘Standard’ culture methods

MGIT 960 MB/BacT BACTEC ESP II BACTEC 460 LJ Other 
9000 solid

Alcaide, 2000120 ✓ ✓ ✓ ✓
Benjamin, 1998457 ✓ ✓
Brunello, 1999458 ✓ ✓ ✓
Gil-Setas, 200476 ✓ ✓
Hanna, 199977 ✓ ✓ ✓
Harris, 2000460 ✓ ✓ ✓
Idigoras, 2000232 ✓ ✓
Kanchana, 2000455 ✓ ✓ ✓
Lu, 2002456 ✓ ✓
Palacios, 1999461 ✓ ✓
Piersimoni, 2001462,463 ✓ ✓ ✓
Roggenkamp, 1999464 ✓ ✓ ✓
Rohner, 1997465 ✓ ✓ ✓
Somoskovi, 2000466 ✓ ✓ ✓
Tortoli, 1998468 ✓ ✓ ✓
Tortoli, 199989 ✓ ✓ ✓
Van Griethuysen, 1996467 ✓ ✓
Williams-Bouyer, 2000469 ✓ ✓ ✓
Woods, 1997470 ✓ ✓ ✓

Total no. of studies 7 10 1 3 13 11 7



the proportion of all isolates grown that were AFB
positive: mean 51% (SD 17, range 25–88%).
Eleven studies reported the proportion of samples
growing M. TB that were AFB positive: mean 62%
(SD 14, range 35–84%). The mean proportion of
total samples growing non-tuberculous
mycobacteria across the 19 studies was 3.3% (SD
1.9, range 1–7%).

Results
False-negative rates
Each of the four automated methods (BACTEC
9000, ESP II, MB/BacT and MGIT 960) was
compared with all solid culture, LJ culture and
BACTEC 460 to evaluate their relative sensitivities.
Comparisons were first made for the detection of
any isolate and second for MTB isolates only.
Results are shown in Table 75 and Figure 24 for
comparisons with solid culture and BACTEC 460.
Results against LJ alone were similar to those
against all solid culture and are not shown.

All methods were significantly better at detecting
isolates than solid culture or LJ culture, roughly

halving the number of missed positive results. The
comparison of the BACTEC 9000 system with
culture was based on only one study. The BACTEC
9000, MB/BacT and MGIT methods also
significantly reduced the number of missed MTB
isolates, and the ESP II method was not
significantly better than solid culture.

No method was significantly better than the
BACTEC 460 method for detection of either any
isolate or MTB isolates only. No data were
available for this comparison for the BACTEC
9000 system. Although not statistically significant,
the direction of the estimates suggests that the
ESP II and MB/BacT methods may be less
accurate than the BACTEC 460 method.

Time to detection
Mean time to detection of any isolate and MTB
isolates for the four systems are given in Table 76
compared to solid culture, and in Table 77
compared with the BACTEC 460. All studies
reported faster detection times with the automated
method compared with solid culture, with average
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TABLE 76 Comparison of time to detection with solid media

Method Time to detection (days)

Automated method: Solid media: Difference: 
n mean [min., max.] mean [min., max.] mean [min., max.]

All isolates
BACTEC 9000 1 17.6 [–, –] 29.4 [–, –] –11.8 [–, –]
ESP II 3 16.2 [13.1, 18.1] 21.6 [17.8, 27.8] –5.4 [–9.7, –2.3]
MB/BacT 9 14.3 [11.7, 17.5] 23.3 [15.6, 26.8] –10.0 [–2.2, –15.1]
MGIT 960 7 12.5 [11.1, 13.3] 22.1 [19.2, 15.7] –8.9 [–6.1, –12.4]

TB isolates
BACTEC 9000 0 – – –
ESP II 3 17.9 [15.5, 19.1] 22.0 [18.3, 28.6] –4.1 [–0.5, –9.5]
MB/BacT 9 16.2 [13.3, 18.1] 23.9 [18.9, 35.8] –7.7 [–3.1, –21.5]
MGIT 960 7 13.1 [10.5, 14.4] 20.2 [13.0, 25.2] –7.4 [–0.3, –14.7]

TABLE 75 Comparisons of false-negative rates with solid culture and BACTEC 460

Method Detection of any isolate Detection of MTB isolates

Comparison with Comparison with Comparison with Comparison with
all solid culture BACTEC 460 all solid culture BACTEC 460

n RFN (95% CI) n RFN (95% CI) n RFN (95% CI) n RFN (95% CI)

BACTEC 9000 1 0.20 (0.09 to 0.47) 0 – 1 0.10 (0.02 to 0.40) 0 –
ESP II 3 0.57 (0.40 to 0.82) 2 1.15 (0.42 to 3.19) 3 1.20 (0.67 to 2.17) 2 3.09 (0.75 to 12.68)
MB/BacT 8 0.52 (0.32 to 0.86) 8 1.57 (0.98 to 2.52) 9 0.40 (0.25 to 0.64) 8 1.50 (0.72 to 3.12)
MGIT 960 7 0.50 (0.33 to 0.76) 4 0.88 (0.57 to 1.35) 7 0.53 (0.33 to 0.85) 4 0.74 (0.40 to 1.36)

RFN, relative false-negative rate.
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Bactec 9000 compared to all solid media – TB isolates

 Relative False Negative Rates
0.01  0.02  0.05  0.1  0.2  0.5  1  2  5

Study
  Risk ratio
 (95% CI)

 No. of events
 BACTEC 9000  all solid  % Weight

van Griethuysen 1996B   0.10 ( 0.02, 0.40)  100.0  2/127  21/127

Overall   0.10 ( 0.02, 0.40)  100.0  2/127  21/127

No studies compared BACTEC 9000
with BACTEC 460

ESP II compared to all solid media – TB isolates

 Relative False Negative Rates
0.01 0.02  0.05 0.1 0.2 0.5  1  2  5

Study
  Risk ratio
 (95% CI)

 No. of events
 ESP II  all solid  % Weight

 Tortoli 1998   0.86 ( 0.49, 1.52)  44.9  19/129  22/129

 Williams-Bouyer 2000   2.13 ( 0.99, 4.57)  33.3  17/65  8/65

 Woods 1997   1.00 ( 0.34, 2.90)  21.8  6/53 6/53

Overall   1.20 ( 0.67, 2.17)  100.0  42/247  36/247

ESP II vs BACTEC 460 – TB isolates

 Relative False Negative Rates
0.1 0.2 0.5  1  2  5  10  20  50

 Study
  Risk ratio
 (95% CI)

 No. of events
 ESP II  BACTEC 460  % Weight

 Tortoli 1998   6.33 ( 1.92, 20.88)  50.2  19/129  3/129

 Woods 1997   1.50 ( 0.45, 5.01)  49.8  6/53 4/53

 Overall   3.09 ( 0.75, 12.68)  100.0  25/182  7/182

MB/BacT compared to all solid media – TB isolates

 Relative False Negative Rates
0.01 0.02 0 .05 0.1 0.2 0.5  1  2  5

Study
  Risk ratio
 (95% CI)

 No. of events
 MB/BacT  all solid  % Weight

 Alcaide 2000   0.42 ( 0.22, 0.81)  16.3  11/96  26/96
 Brunello 1999   0.50 ( 0.05, 5.44)   2.4  1/114  2/114
 Gil-Setas 2004   0.44 ( 0.23, 0.85)  16.0  11/111  25/111
 Harris 2000   0.25 ( 0.03, 2.07)   3.0  1/23 4/23
 Palacios 1999   0.14 ( 0.08, 0.27)  16.4  10/257  70/257
 Piersimoni 2001   0.36 ( 0.12, 1.06)   9.1  4/47 11/47
 Roggenkamp 1999   0.61 ( 0.34, 1.08)  17.9  14/71  23/71
 Rohner 1997   0.57 ( 0.26, 1.27)  13.1  8/67 14/67
 Somoskori 2000   0.20 ( 0.05, 0.87)   5.7  2/55 10/55

Overall   0.37 ( 0.25, 0.55)  100.0  62/841  185/841

MB/BacT vs BACTEC 460 – TB isolates

 Relative False Negative Rates
 0.1  0.2  0.5  1  2  5  10  20  50

 Study
  Risk ratio
 (95% CI)

 No. of events
 MB/BacT  BACTEC 460  % Weight

 Alcaide 2000   0.61 ( 0.31, 1.22)  26.3  11/96  18/96
 Benjamin 1998   3.00 ( 0.13, 70.16)   4.7  1/24 0/24
 Brunello 1999   3.00 ( 0.12, 72.88)   4.6  1/114  0/114
 Harris 2000   3.00 ( 0.13, 70.02)   4.7  1/23 0/23
 Piersimoni 2001   2.00 ( 0.38, 10.40)  12.6  4/47 2/47
 Roggenkamp 1999   7.00 ( 1.65, 29.68)  14.7  14/71  2/71
 Rohner 1997   1.60 ( 0.55, 4.64)  19.9  8/67 5/67
 Somoskori 2000   0.50 ( 0.10, 2.62)  12.5  2/55 4/55

 Overall   1.50 ( 0.72, 3.12)  100.0  42/497  31/497

MGIT 960 compared to all solid media – TB isolates

  Relative False Negative Rates
 0.01 0.02 0.05  0.1  0.2  0.5  1  2  5

 Study
  Risk ratio
 (95% CI)

 No. of events
 MGIT 960  all solid  % Weight

 Alcaide 2000   0.46 ( 0.25, 0.86)  15.5  12/96  26/96

 Hanna 1999   1.11 ( 0.70, 1.76)  17.7  30/132  27/132

 Idigoras 2000   0.29 ( 0.17, 0.51)  16.3  14/201  48/201

 Kanchana 2000   0.56 ( 0.20, 1.56)  10.5  5/59 9/59

 Lu 2002   0.24 ( 0.08, 0.66)  10.4  4/65 17/65

 Tortoli 1999   0.44 ( 0.27, 0.72)  17.4  20/169  45/169

 Williams-Bouyer 2000   1.25 ( 0.53, 2.97)  12.3  10/65  8/65

 Overall   0.53 ( 0.33, 0.85)  100.0  95/787  180/787

MGIT 960 vs BACTEC 460 – TB isolates

 Relative False Negative Rates
0.1 0.2 0.5  1  2  5  10  20  50

 Study
  Risk ratio
 (95% CI)

 No. of events
 MGIT 960  BACTEC 460  % Weight

 Alcaide 2000   1.50 ( 0.76, 2.94)  28.5  18/96  12/96

 Hanna 1999   0.43 ( 0.24, 0.79)  30.5  13/132  30/132

 Kanchana 2000   0.40 ( 0.08, 1.98)  11.1  2/59 5/59

 Tortoli 1999   0.80 ( 0.43, 1.49)  30.0  16/169  20/169

 Overall   0.74 ( 0.40, 1.36)  100.0  49/456  67/456

FIGURE 24 Forest plots for relative false-negative rates



reductions of between 2 and 15 days for any
isolates and between 1 and 21 days for detected
MTB. As the studies poorly reported statistical
analyses of time to detection, it is not possible to
investigate formally whether these differences are
statistically significant, or to make comparisons
between the four methods. Again, only one study
reported detection times for the BACTEC 9000
system, and then only for all isolates and not for
MTB isolates.

Comparison of detection times with the BACTEC
460 system generally showed comparable times,
some studies suggesting that the BACTEC 460 was
faster and others reporting that it took longer, but
the magnitude of the differences was small.

Contamination rates
The relative contamination rates are presented in
Table 78 for comparison with solid culture and in
Table 79 for comparison with the BACTEC 460
system. There was no significant difference between
the BACTEC 9000, MB/BacT and MGIT 960
methods and solid culture media in contamination
rates, but the ESP II system more than doubled
the number of contaminated samples.

In comparison with the BACTEC 460 method,
contamination rates with ESP II, MB/BacT and
MGIT 960 were all significantly higher, with
doublings of the number of contaminated
samples. No data were available to compare the
BACTEC 460 and BACTEC 9000 methods.
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TABLE 77 Comparison of time to detection with BACTEC 460

Method Time to detection (days)

Automated method: BACTEC 460: Difference: 
n mean [min., max.] mean [min., max.] mean [min., max.]

All isolates
BACTEC 9000 0 – – –
ESP II 2 15.8 [13.1, 18.1] 16.2 [14.4, 17.8] –0.4 [-1.3, 0.3]
MB/BacT 8 14.3 [11.7, 17.5] 11.9 [9.2, 14.3] 2.3 [0.5, 4.2]
MGIT 960 4 12.2 [11.1, 13.3] 12.8 [11.3, 14.8] –0.6 [–1.5, 0.6]

TB isolates
BACTEC 9000 0 – – –
ESP II 2 17.4 [15.5, 19.1] 17.7 [16.6, 18.6] –0.2 [–1.1, 0.5]
MB/BacT 8 16.0 [13.3, 18.1] 13.3 [9.6, 16.6] 2.7 [–2.3, 4.2]
MGIT 960 4 13.4 [10.5, 14.4] 14.1 [11.8, 16.0] –0.7 [–5.5, 1.2]

TABLE 78 Comparison of contamination rates with solid media

Method Contamination rates (%)

Automated method: Solid media: Relative rate 
n mean [min., max.] mean [min., max.] (95% CI)

BACTEC 9000 1 6 [–, –] 6.5 [–, –] 0.92 (0.68 to 1.26)
ESP II 3 12.4 [7.9, 18.9] 7.4 [0.8, 11.0] 2.44 (1.05 to 5.69)
MB/BacT 7 7.3 [3.0, 10.0] 4.7 [1.2, 6.7] 1.34 (0.93 to 1.92)
MGIT 960 5 11.5 [3.3, 17.1] 8.8 [2.1, 17.1] 1.36 (0.76 to 2.42)

TABLE 79 Comparison of contamination rates with BACTEC 460

Method Contamination rates (%)

Automated method: BACTEC 460: Relative rate 
n mean [min., max.] mean [min., max.] (95% CI)

BACTEC 9000 0 – – –
ESP II 2 8.2 [7.9, 8.6] 4.0 [4.0, 4.0] 2.05 (1.74 to 2.42)
MB/BacT 8 5.3 [3.0, 7.0] 2.9 [1.6, 4.9] 1.79 (1.41 to 2.27)
MGIT 960 4 8.1 [3.3, 10.0] 4.0 [1.6, 4.9] 2.10 (1.44 to 3.05)



Discussion
Fully automated liquid culture methods are of
value in terms of their speed and their precision
for the detection of isolates compared to solid
media. Although the BACTEC 460 radiometric
method also has the same benefits, it is
radiometric and therefore requires disposal of
radioactive waste and also requires more staff time
than the fully automated methods. 

MGIT 960 and MB/BacT have demonstrated their
superiority to solid culture in terms of reducing
false-negative rates and detection times for MTB
isolates. They have higher contamination rates
than the BACTEC 460 radiometric method, but

appear comparable in terms of detection times
and detection rates. Although the ESP II method
showed reductions in time to detection, it also had
significantly higher contamination rates and
showed no increase in accuracy over solid culture.
There were insufficient data to evaluate the
BACTEC 9000, with no data available that
reported results separately for MTB isolates. Data
on contamination rates may be somewhat
outdated, as recent developments such as the
addition of antibiotics during the process may
have reduced them. We cannot comment from the
studies we located on the incremental benefit of
using more than one method (such as a rapid
method and solid culture).
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Methods
A systematic review was conducted to evaluate if a
particular type of interferon-� assay is superior in
the diagnosis of latent M. TB infection. For this
review, it was hypothesised that the association
between the interferon-� assay results and
tuberculosis exposure will be stronger than that
between TST results and exposure. The review
also explored whether TST was more strongly
associated with BCG vaccination than interferon-�
assays and if assays were less likely to cause false-
negative results in HIV co-infected individuals
than TST.

Identification of studies
The electronic searches targeted all diagnostic
evaluations of interferon-� assays in TB. Studies
were identified from various sources. MEDLINE
(1966–March 2004), EMBASE (1980–March 2004)
and CAB Abstracts (1973–March 2004) were
searched electronically. The search term
combination evaluated the following concept:
interferon-� assays AND M. TB AND adapted
sensitive diagnostic search filter233–235

(Appendix 25). For completeness, individual
experts with an interest in this field and the authors
of relevant studies were contacted to uncover grey
literature. Reference lists of known reviews and
primary articles and related websites were also
checked to identify cited articles not captured by
electronic searches and personal contacts.

Study selection and data extraction
procedures
The study selection criteria were (i) testing for
LTBI, (ii) comparison between TST and
interferon-� assays based on ESAT-6 and CFP-10
including ELISPOT and whole blood ELISA and
(iii) information on TB exposure or BCG
vaccination or HIV status. Studies were selected in
a two-stage process. First, the electronic searches
were scrutinised and full texts of all citations that
were likely to meet the predefined selection
criteria were obtained. Second, final inclusion or
exclusion decisions were made on examination of
these texts. In cases of duplicate publication, the

most recent and complete versions were selected.
There were no language restrictions. 

Information was extracted from each selected
article on study characteristics, quality and results.
Study characteristics consisted of patients’
classifications and test characteristics including
TST and interferon-� assays based on PPD- or
RD1-based antigen assays (ESAT-6, CFP-10). Data
were used to construct contingency tables of test
results according to TB exposure, BCG vaccination
status and HIV status. When there were several
categories of TB exposure, the information on a
gradient or ‘dose–response’ was extracted from the
reported analyses. In order to make comparisons
between studies in the review, data were collapsed
into two categories, one of higher exposure and
another of lower exposure, to generate the 2 × 2
tables. 

Assessment of methodological features
All publications meeting the selection criteria were
assessed for their methodological features.
Methodological quality was defined as the
confidence that the study design, conduct and
analysis minimised bias236 in the estimation of
association of the test with disease exposure. Using
currently available checklists and texts on
evaluation of observational studies,236–244 a study
was considered to be of good quality if it used the
following features: a prospective design,
consecutive enrolment of participants, adequate
test description (to allow replication by others),
blinding of the interferon-� assay from TST result
and vice versa and detailed assessment for
exposure status. However, to quantify precisely
exposure to active TB is often very difficult.
Studies that were able to define exposure in an
outbreak setting accurately were considered better
for this review than those using comparison of
household contacts with healthy controls, because
outbreak investigations confirm the diagnosis
among cases, capture all contacts and evaluate
closeness and length of time spent with cases
among contacts in detail. Studies that satisfied
more than two-thirds of the quality features were
considered to be of high quality.
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Data synthesis
The main analysis examined whether interferon-�
assays were more strongly associated with high
versus low TB exposure than TST. Data were
synthesised separately for studies on various types
of assays (PPD-based assays and those based on
ESAT-6 or CFP-10) and the corresponding
findings of TST. ORs were calculated for the
association between test results and exposures
from each study along with their 95% CIs using
Review Manager 4.2 software.245 Where 2 × 2
tables contained zero cells, 0.5 was added to allow
the calculations. Plots of ORs and their CIs were
used to examine heterogeneity, the differences
between test performances among studies. 

The primary analysis examined whether
interferon-� assays or TST were more strongly
associated with high versus low TB exposure.
Within each study, the OR value for one test was
divided by that for another to produce a ratio of
odds ratios (ROR). When comparing the
interferon-� assay with TST, an ROR value >1
meant that the assay was more strongly associated
with TB exposure than TST, whereas an ROR
value <1 meant that the assay was less strongly
associated with TB exposure than TST. Both OR
and ROR, in this context, reflect test performance
and provide an approach to evaluating tests in the
absence of a gold standard.246 OR is a function of
test sensitivity and specificity and increases as one
or both of these measures increase. Statistically 
OR = [sensitivity/(1 – specificity)] / [(1 – sensitivity)/
specificity]. When ROR > 1, the OR value for
interferon-� assay will be higher than that for TST,
which means that either sensitivity or specificity or
both associated with interferon-� assay will be
higher than those associated with TST. 

We used results from individual studies to
generate pooled RORs (meta-analysis) for
comparing RD1-specific antigen-based assays with
PPD-based assays, RD1-specific antigen-based
assays with TST and PPD-based assays with TST.
The log(ROR)s weighted according to the inverse
of their variances were used to produce summary
log(ROR)s and the output was exponentiated. The
variance of log(ROR)s was generated using the
equation247

Var[ln(ROR)] = Var[ln(OR1)] + Var[ln(OR2)] – 
————————————

2r√Var[ln(OR1)]Var[ln(OR2)]

which took into account the correlation between
tests, r. We assumed r = 0.5, which allowed us to
produce conservative estimates. The square root of
the variance gave the standard error, from which

the 95% CIs were calculated for each ROR value.
We used a random effects model for pooling
results considering the heterogeneity. 

A number of prespecified secondary analyses were
performed. These included an assessment of
whether the observed association varied according
to study quality, test type, TB prevalence, BCG
vaccination and immunosuppression (HIV
infection). The last two analyses explored whether
interferon-� assays produced more accurate results
than did TST in latent M. TB infection among
patients with BCG vaccination and HIV infection.
Using 2 × 2 tables of test results and BCG or HIV
status, ORs were calculated for the tests. To
measure the degree to which false results were
more likely with one or another test, RORs were
produced followed by meta-analysis in the same
manner as that explained above. In the BCG
vaccination analysis, when comparing interferon-�
assay with TST, ROR < 1 meant that false-positive
results were less likely with the assay compared
with TST. Conversely, in the HIV infection
analysis, when comparing interferon-� assay with
TST, ROR > 1 meant that false-negative results
were less likely with the assay compared with TST. 

The findings of these analyses were used to
determine differences in performance
characteristics between interferon-� assay types
(assays based on PPD- and RD1-specific antigens).
To aid in interpretation, the findings of the
subgroups of highest quality studies included in
the review were examined along with overall
results.

Results
Selection of studies
There were 627 citations in the electronic searches
excluding duplicates (Figure 25). Of the 168
citations in CAB abstracts, 115 were duplicates of
MEDLINE and EMBASE searches. Scanning
through the titles and abstracts (where available)
of the electronic searches, 63 citations were
considered potentially relevant. Their full texts
were obtained and scrutinised. Many papers did
not meet several of the study selection criteria.
The bibliography of a recent systematic review52

revealed six potentially relevant references,248–253

which had to be excluded as they did not meet our
inclusion criteria. A list of excluded studies with
reasons is available.254 One relevant citation177 was
identified by contact with authors. In total, 13
studies153–155,158,166,177,178,255–260 were included in
the review. 
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Characteristics and quality of studies
Five153,166,177,178,258 studies used assays based on
ELISPOT (n = 1461), seven154,155,158,255–257,259

used whole blood interferon-� ELISA (n = 2516)
and one260 used an unspecified interferon-�
assay [peripheral blood mononuclear cells 
(PBMC) ELISA] (n = 58), including a total of
4035 subjects (Figure 25, Appendix 27). Four
studies provided no information on TB
exposure.153,255,257,259 Useful information to allow
planned secondary analyses on BCG vaccination
and HIV status was available in five154,158,166,177,178

and four studies,153,255,257,259 respectively. The
performance of interferon-� assays had been
examined comparing test results among groups
with high and low TB exposure in nine
studies.154,155,158,166,177,178,256,258,260 Four of the
studies153,255,258,260 (n = 1578) were carried out in
high TB prevalence countries.

The methodological quality of studies was variable
(Appendix 28). Although most studies seem to be
prospective in design, only two recruited
participants consecutively. Studies generally
described the tests and their thresholds in
sufficient detail. However, it was often not clear if
staff were blinded to test results. Some studies
reported blinding to either TST or interferon-�
assay, but not both. Ascertainment of TB exposure
was adequate in only five of the
studies.166,177,178,256,258 These included three
studies based on outbreak investigation.177,178,256

In another study,166 part of the sample included
patients from an outbreak investigation.

Performance of the tests
The association of tests with TB exposure
The performance of interferon-� assays was
examined, comparing test results among groups
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Total citations identified from electronic 
searches of MEDLINE, EMBASE and CAB: n = 627
(removing identical duplicates) 

Primary articles retrieved for detailed evaluation: n = 70
• From electronic search n = 63
• From reference lists n = 6
• From contact with authors n = 1 

Studies on whole blood  ELISA: n = 7
Evaluations of assays based on
• RD1-specific antigens: n = 1
• PPD: n = 6

Studies on ELISPOT: n = 5
Evaluations of assays based on
• RD1-specific antigens: n = 5
• PPD: n = 4

Studies on unspecified assay*: n = 1
Evaluations of assays based on
• RD1-specific antigens: n = 1
• PPD: n = 1
*ELISA on peripheral blood 
  mononuclear cells

Primary articles included in systematic review: n = 13

Citations excluded after screening titles and/or abstracts:   n = 564 

Articles excluded:
• Not a study of latent tuberculosis
• No comparative data on TST
• No comparative data on interferon-� assay test
• Incomplete comparative data on TST
• Interferon-� assay not compliant with selection criteria
• Exposure not determined
• Not possible to construct 2 × 2 table
• Correspondence only
• Review article

n = 57
n = 13
n = 12
n = 1
n = 2
n = 2
n = 8
n = 14
n = 2
n = 3

FIGURE 25 Study selection process for systematic review of interferon-� assays for latent tuberculosis



with high and low TB exposure in nine
studies.154,155,158,166,177,178,256,258,260 Three of the
studies177,178,256 assessed TB exposure to an 
index case in an outbreak investigation, one166

partially in an outbreak investigation, two166,258

exposure among contacts of active TB cases 
and four154,155,158,260 compared high- with 
low-risk community groups. Some studies
contained information on more than one type 
of assay. There were seven comparisons of
interferon-� assay based on PPD, three166,177,258

using ELISPOT, three154,155,158 using whole 
blood interferon-� ELISA , and one260 using an
unspecified interferon-� assay, with TST. There
were two comparisons of interferon-� assay 
based on ESAT-6, one166 using ELISPOT, and
one260 using an unspecified interferon-� assay,
with TST. There were four comparisons of
interferon-� assay based on ESAT-6 and 
CFP-10 antigens, three177,178,258 using ELISPOT
and one256 using whole blood ELISA, 
with TST. 

Figure 26 shows that RD1-specific antigen-based
assays had an association with exposure in 6/6
studies, PPD-based assays had an association in
2/7 studies and TST had an association in 7/9
studies, with 95% CI of OR excluding 1.0. Four
studies166,177,178,258 provided detailed information
on the gradient of ‘dose–response’ relating degree
of TB exposure to test results using tests for linear
trends. Of these, two178,258 studies showed a
statistically significant relationship of exposure
with TST, two177,258 with PPD-based assays and all
four166,177,178,258 with RD1-specific antigen-based
assays. Comparison of these gradients in one
study178 conducted in a low prevalence setting
showed that an RD1-specific antigen-based assay
was statistically significantly better than TST.

As shown in Figure 27, RD1-specific antigen-based
assays were as strongly associated with TB
exposure as TST overall (ROR 1.24; 95% CI: 0.66
to 2.34, p = 0.49), a finding that was based on a
heterogeneous meta-analysis of studies from high
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Assays based on PPD

Odds ratio (95% CI)0.1 1 10 100

Not associated with
TB exposure

Associated with 
TB exposure

  3.78 (1.05 to 13.68)    

  9.82 (2.68 to 35.93)    
  5.01 (3.18 to 7.91)      

  2.37 (1.70 to 3.30)      
  2.11 (0.20 to 22.00)    

11.25 (3.43 to 36.93)  

  3.25 (0.27 to 38.81)    
  1.20 (0.88 to 1.65)      
  3.78 (0.97 to 14.80)    
  0.73 (0.46 to 1.15)      
  3.38 (1.62 to 7.08)      
11.61 (3.44 to 39.11)  
  0.51 (0.11 to 2.37)      

14.96 (3.66 to 61.16)  
  8.65 (2.01 to 37.24)    

Lalvani et al.ad

Hill et al.acd

Riceldi et al.abd

Pottumarthy et al.
Mazurek et al.
Fietta et al.
Vekemans et al.cd

Tuberculin skin test
Lalvani et al.ad

Hill et al.acd

Riceldi et al.abd

Pottumarthy et al.
Mazurek et al.
Fietta et al.
Vekemans et al.cd

Ewer et al.ab

Brock et al.ab

  0.94 (0.60 to 1.46)      

ELISPOT 

Whole blood ELISA 

Unspecified assay 

Assays based on RD 1-specific antigens
61.67 (3.35 to 1133)   
  5.83 (1.88 to 18.10)    
  6.91 (4.33 to 11.03)    
  1.58 (1.11 to 2.24)      
  8.05 (2.25 to 28.84)    
21.71 (4.67 to 101.1)  

Lalvani et al.ad

Vekemans et al.cd

Ewer et al.ab

Hill et al.acd

Riceldi et al.abd

Brock et al.ab

ELISPOT ( ESAT-6) 
Unspecified assay ( ESAT-6)
ELISPOT (ESAT-6 and CFP-10) 

Whole blood ELISA (ESAT-6 and CFP-10)

CFP, culture filtrate protein; ESAT, early secretory antigen target; PPD, purified protein derivative.
ORs and CIs generated using RevMan 4.2 software.245

Solid black squares represent point estimates of high-quality studies; grey squares indicate studies with moderate quality.
a Studies with adequate ascertainment of exposure.
b Studies investigating an outbreak.
c Studies in high TB prevalence country.
d RD1 specific antigen-based assays more strongly associated with TB exposure than PPD-based assays in direct comparison.

FIGURE 26 Association of interferon-� assays and TSTs with exposure to tuberculosis



and low prevalence countries. RD1-specific
antigen-based assays were positively associated
with exposure in low TB prevalence countries
(ROR 2.07; 95% CI: 95 to 4.53, p = 0.07) but
negatively associated with exposure in a high
prevalence country (ROR 0.66; 95% CI: 0.47 to
0.92, p = 0.01). RD1-specific antigen-based assays
were more strongly associated with TB exposure
than were PPD-based assays (summary ROR 3.65;
95% CI: 1.06 to 12.61, p = 0.04). Compared with
TST, PPD-based assays were negatively associated
with TB exposure overall (ROR 0.5; 95% CI: 0.27
to 0.91, p = 0.02), a finding that tended to be
consistent in low (ROR 0.73; 95% CI: 0.41 to
1.29, p = 0.28) and high prevalence countries
(ROR 0.18; 95% CI: 0.02 to 1.67, p = 0.13). This
meant that RD1-specific antigen-based assays
were likely to be more accurate, that is, have 
false-positive or false-negative results, less often
than TST- and PPD-based assays in LTBI in a

resource-rich, low TB prevalence setting, an
inference supported by four studies of high
quality that ascertained exposure
adequately.166,177,178,256 Studies in high TB
prevalence countries258,260 did not show
interferon-� assays (based on RD1-specific
antigens or PPD) to be better than TST. 

The association of tests with BCG vaccination
To explore which tests can distinguish better
between LTBI and BCG vaccination, the
association between interferon-� assays and BCG
vaccination was compared with that between TST
and BCG vaccination in five studies.154,158,166,177,178

Figure 28 shows that PPD-based assays had a
significant association with BCG vaccination in 1/3
studies, RD1-specific antigen-based assays had an
association in 0/3 studies and TST had an
association in 3/5 studies, with 95% CI of OR
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FIGURE 27 Comparison between interferon-� assays and TSTs concerning association with exposure to tuberculosis in detecting
latent tuberculosis



excluding 1.0. TST showed some of the strongest
associations followed by PPD-based assays. 

When the OR point estimates for the tests in
Figure 29 were compared, RD1-specific antigen-
based assays were less strongly associated with
BCG vaccination than were PPD-based assays
(ROR 0.21; 95% CI: 0.03 to 1.42, p = 0.11).
Compared with TST, RD1-specific antigen-based
assays were less strongly associated (ROR 0.23;
95% CI: 0.05 to 1.12, p = 0.07), whereas PPD-
based assays were as strongly associated (ROR
0.86; 95% CI: 0.22 to 3.38, p = 0.83) with BCG
vaccination. These findings suggest that assays
based on RD1-specific antigens were likely to
distinguish better between LTBI and BCG than
PPD-based assays or TST, that is, they had false-
positive results less often than did PPD-based
assays or TST in BCG vaccination, findings

supported by studies of high quality in a resource-
rich, low TB prevalence setting.166,177,178

The association of tests with HIV status
The association between interferon-� assays and
HIV infection was compared with that between
TST and HIV infection to assess the impact of
anergy due to immunosuppression in four
studies.153,255,257,259 Figure 28 shows that the OR
point estimates of the tests tended to be negatively
associated with HIV infection; the negative
association was statistically significant in three
studies of PPD-based assays and three studies of
TST, whereas it was not statistically significant in
the one study of the RD1-specific antigen-based
assay. Figure 29 shows that compared with TST, 
the RD1-specific antigen-based assay was less
negatively associated (ROR 2.47; 95% CI: 0.66 to
9.33, p = 0.18), whereas PPD-based assays were
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FIGURE 28 Association of interferon-� assays and TSTs with BCG vaccination status and HIV status among those exposed to
tuberculosis



more negatively associated (ROR 0.48; 95% CI:
0.33 to 0.7, p = 0.005) with HIV infection. This
meant that RD1-specific antigen-based interferon-
� assays were likely to be more accurate, that is, to
have false-negative results less often than TST- or
PPD-based assays in HIV-positive patients. This
finding was supported by one study of high quality
that was performed in a resource-poor, high TB
prevalence setting.153

Discussion
Main findings
This review highlighted that interferon-� assays
have been evaluated in diverse clinical and
epidemiological settings in the developing and
developed world. The performance of these tests
has been compared with TST in groups with high
and low ascertained exposures to M. TB infection.
Assays based on RD1-specific antigens, ESAT-6 or

CFP-10, correlate better with intensity of exposure,
and therefore are more likely to detect LTBI
accurately than TST- and PPD-based assays. An
additional advantage is that they are more likely to
be independent of BCG vaccination status and
HIV status. Studies directly comparing various
interferon-� assays,166,177,260,261 those with high-
quality features166,177,178,256,258 and those in low-
prevalence countries underpinned these findings.
Apart from detecting LTBI well in HIV-positive
individuals in one study, interferon-� assays did
not perform particularly better than TST in two
studies from The Gambia, where only limited data
were available. 

Strengths and weaknesses of the
systematic review
The literature search of this review was exhaustive,
but only a relatively small number of eligible
studies were identified. Methodological features of
the studies included in this review were variable,
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FIGURE 29 Comparison between interferon-� assays and TSTs concerning test performance in relation to BCG vaccination status and
HIV infection among those exposed to tuberculosis



but there were sufficient high-quality data to
generate inferences. 

Among the included studies in this review, assays
and tests were conducted and interpreted in
different ways; particularly various forms of TST
with different doses of tuberculin and different
methods of application and interpretation were
used. Some of this may be due to the different
purposes or populations where different strengths
of tuberculin are used and so different cut-offs
would be appropriate. A 1.5-mm difference in
reaction size may be seen when 10 TU are used
compared with 5 TU.137 Weak doses increase the
likelihood of false-negative results and strong
doses increase the likelihood of false-positive
results. Methods other than the Mantoux
technique of intracutaneous injection by needle
and syringe deliver inaccurate doses of tuberculin
and may cause false results.29 Only studies in the
UK166,178 used the Heaf test, a method which
approximates with the Mantoux test, used in other
countries. Although Heaf test reading is usually
less precise, the two tests generally correlate well
with each other.70 Different cut-offs were used for
positivity of TST, as there is no general consensus
on this issue. When interpreting tuberculin
reactions, criteria of 5, 10 or 15 mm have been
recommended, depending on the clinical
situation.138 Differences in dosages, techniques
and interpretation of TST may provide one
explanation for the different results observed
among the included studies. 

In the review, the statistical analysis was limited in
a number of ways. First, owing to the small
number of studies, the play of chance cannot be
confidently ruled out as an explanation for the
findings. Tests and exposures to TB were
measured in different ways, making it difficult to
combine results in a pooled analysis. Differences
in exposure status between outbreak investigations
and risk comparisons (contacts versus controls)
also produce heterogeneity. Analyses used in this
review collapsed several exposure categories to
generate 2 × 2 tables (see Appendix 27), which
inevitably results in loss of information and
impinges on the interpretation of summary
findings in this review.

A recent non-quantitative systematic review52

compiled results of studies on interferon-� assays.
It purported to study the sensitivity and specificity
of interferon-� assays, but employed TST results
as a gold standard to assess the value of tests in
latent TB infection, which is inappropriate. The
inadequacies of TST as a reference test mean that

such sensitivities and specificities are not true
reflections of the performance of the interferon-�
assays. The review also provided results on
agreement between interferon-� assays and TST,
which is useful inasmuch as TST has been used for
several decades, but again does not give a real
indication of test accuracy for the reasons
described above. Moreover, the review suffered
from a number of methodological deficiencies,
including lack of a specific a priori research
question, limitation of searches to one language,
absence of study quality assessment and lack of
duplicate checks on data extraction. 

Our review has many limitations, but its strength is
that it provides the current best summary of the
evidence exploring differences between studies’
characteristics, quality and results, which leads to a
deeper insight into the topic than that afforded by
individual studies and non-quantitative reviews. 

Interpretation of the review’s findings
The ideal test for LTBI would be associated with
proven exposure based on known bacillary load
and the duration of exposure. However, in
practice a compromise surrogate of duration of
exposure has been used in studies. The ideal test
would also be independent of BCG vaccination
and HIV status. How well does interferon-�
comply with this yardstick? 

The association of tests with TB exposure
Since airborne spread of M. TB is encouraged by
close and prolonged contact with a case of
infectious TB, the main reason of transmission of
infection is the amount of time spent sharing
room air with the index case. It is also related to
the infectivity of the index case; for example, a
patient with heavily sputum smear-positive TB will
be more infectious than someone who is smear
negative or who is not actively coughing for any
given duration of exposure. TST positivity among
contacts within a household increases with
closeness to the index case; for example, it is
higher in individuals sharing a room with the
index case than sharing a house.176 Similarly, the
proportion of positive interferon-� assay results
among contacts within a household increases with
both closeness to and the length of time spent
with the index case.177,178 The detection of a
relationship between exposure and test results
depends on the correct classification of individual
exposure. If the measure of exposure used in the
analysis does not fully capture the burden of
infection to which individuals have been exposed,
then misclassifications will occur, leading to
underestimation of relationships with all test
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results, owing to attenuation (or regression
dilution) bias. The bias leads to reduced power to
detect a difference between the tests. In this
review, the interferon-� assays based on RD1-
specific antigens were found to be more closely
associated with exposure than those based on PPD
and TST. As mentioned in Chapter 3, the measure
of association OR is a function of test sensitivity
and specificity246 (one or both of these measures
increase as OR increases and vice versa). The
approach used in this review cannot directly
measure the sensitivity and specificity of the assays
for LTBI, but it can enable us to rank the tests
according to their expected performance,
assuming that intensity of exposure is directly
associated with probability of LTBI in the absence
of a satisfactory gold standard. 

The results from the high-quality studies of
outbreak investigations177,178,256 showed that when
there were discordant test results, M. TB exposure
was more strongly associated with RD1-specific
antigen-based assays than with TST. However,
there were differences in results amongst the
included studies. One possible explanation could
be the difference in type of TB organism in the
index cases amongst the studies. For example, in
one outbreak study177 the index case had MDR-TB,
whereas in the other studies the source case had a
fully sensitive organism. The magnitude of
improved performance of RD1-specific antigen-
based assays also varied from study to study, a
finding that may be explained by the differences
in timing of testing following exposure as the
development of tuberculin sensitivity is time
dependent, varying between 2 and 10 weeks after
contact.29 This means that TST, if tested too early,
might not have been positive, whereas RD1-
specific antigen-based assays might have already
been positive. Moreover differences in interferon-�
assay formats and/or prevalence of disease may
also explain some of the underlying heterogeneity.
The three studies using the T-Spot TB ELISPOT
assay and the single RD1 whole blood ELISA
study, all conducted in low prevalence countries,
had broadly similar results, whereas another
ELISPOT assay and the study using an undefined
assay, both conducted in a high prevalence
country, gave very different results.

High-quality studies comparing PPD-based assays
with those based on ESAT-6 and CFP-10166,177,261

showed that RD1-specific antigens enhanced test
performance, an observation similar to another
study,160 that demonstrated improved
discrimination between TB infection, most non-
tuberculous mycobacteria and reactivity due to

BCG vaccination through RD1-specific antigen-
based assays. Therefore, the sensitivity and
specificity of the RD1-specific antigen-based assays
must be higher than that of TST- and the PPD-
based assays. In some studies, TST performed
better than PPD-based assays. The improved
performance of TST in these studies might be
explained by the fact that the test was performed
under better conditions than usual and was less
subject to variation due to the known limitations,
for example, operator dependence in routine use. 

An interesting finding in this review was the poor
performance of interferon-� assays in a resource-
poor country, The Gambia.258,260 This finding was
reproduced in two studies within this country;
however, there were no data on relation of
exposure to LTBI available from other high-
prevalence countries. Since The Gambia has a
high TB prevalence, it is possible that a majority
of individuals tested in the studies were already
latently infected with M. TB before contact with
the index case, just as >80% of apparently healthy
individuals tested in India show positive RD1-
specific antigen-based assays.162 In this situation,
positivity of tests might not be consistent with
LTBI; it might be a measure of exposure or might
be false positive. 

Poor test performance in The Gambia could be
explained partly by the use of a relatively high cut-
off for the ELISPOT assay used here (10 spots
compared with five spots used in low-prevalence
countries). One Gambian study260 used a PBMC
ELISA with a long incubation period, which might
explain the difference in test performance.
Another possible explanation for the results
observed in a high-prevalence setting is that
certain non-tuberculous mycobacteria cross-react
with RD1-specific antigen-based assays. For
example, exposure to M. kansasii, szulgai, flavescens
and marinum may contribute to false-positive
results in ESAT-6- and CFP-10-based assays.153

Individuals with intense exposure to non-
tuberculous mycobacteria and also M. kansasii- or
M. marinum-infected patients have been shown to
have positive responses to ESAT-6 and/or CFP-
10.262 Nevertheless interferon-� production in
these non-tuberculous mycobacterial infections is
usually lower than in TB infection.263 Assays based
on ESAT-6 and CFP-10 used in the Gambian
studies could have given false-positive results due
to these non-tuberculous mycobacteria. Skin test is
often positive in patients with exposure to non-
tuberculous mycobacteria; however, response to 
M. TB usually gives a stronger reaction.146 These
minor reactions may have been interpreted as
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positive either in error due to subjectivity in test
interpretation or due to a lower cut-off for TST
positivity. Similarly, M. leprae ESAT-6 (L-ESAT-6),
the homologue of M. TB ESAT-6 (T-ESAT-6), was
recently identified and recognised by T-cells from
individuals who had contact with leprosy and
active TB.264 This might lead to false-positive
RDI-specific antigen-based assays results as well as
TST in areas of high prevalence of leprosy,
although this is a relatively uncommon condition,
making this explanation less likely in The Gambia,
for example. The two currently available antigens,
ESAT-6 and CFP-10, would not be sufficient to
discriminate M. TB infection accurately from
infection with M. leprae in regions with a high
prevalence of TB and leprosy.258

The association of tests with BCG vaccination
This review found that TST, compared with
interferon-� assays, was less able to distinguish
between LTBI and previous BCG vaccination. In
other studies not eligible for our review, TST- and
PPD-based assays, but not RD1-specific antigen-
based assays, have been found to be affected by
recent BCG vaccination.160,265 Although the
duration of this effect is not known for interferon-
� assays, it was estimated at around 15 years for
TST in a recent meta-analysis.145 A recent study
conducted in individuals with no risk factors for
M. TB exposure in Japan showed that the RD1-
specific antigen-based assay was mostly unaffected
by BCG vaccination status.266

Whereas in developed countries BCG vaccination
is not always applied routinely and policy varies
between neonatal or school age administration, in
developing countries it is generally included in the
neonatal/infant immunisation scheme. The degree
of BCG-induced delayed-type hypersensitivity
varies with country and time.142 There is
considerable loss of hypersensitivity over time in
several subtropical and tropical countries as trials
conducted in Southern India, Malawi, Sri Lanka
and the Solomon Islands have shown.142,267–269

A recent meta-analysis145 of the effect of BCG
vaccination on TST measurements concluded that
TST was of value among BCG-vaccinated
individuals in an appropriate clinical setting. For
example, if BCG vaccination was more than
15 years previously, it may be ignored as a cause of
a current positive TST result, especially if the
induration is >15 mm.145

The association of tests with HIV status
Screening HIV-infected patients with TST in the
presence of cutaneous anergy makes a negative
result uninterpretable, leading to underdetection

of LTBI.270 Interferon-� assays can also lead to
false-negative results, especially in patients with
advanced HIV infection and low CD4 count,
because induced interferon-� production is much
lower in HIV-infected patients with TB infection
than in HIV-negative patients,271 a finding
confirmed for PPD-based assays in this review. The
review showed that detection may be improved
through RD1-specific antigen-based assays. That
PPD-based assay did not perform as well in HIV
infected people was suggested by three studies, but
the better performance of ESAT-6- and CFP-10-
based assay was supported by only a single study.
It is hard to draw definitive conclusions owing to
the small numbers of studies. In a much larger
study in active TB,168 the RD1-specific antigen
ELISPOT assay was much less affected by HIV
than TST. More research with people with
suspected LTBI, particularly in larger numbers of
people and stratifying by the CD4 count, is
required to examine the trend for performance of
different types of assays in HIV-infected people. 

Most studies in immunosuppressed individuals
have been performed in HIV-infected individuals,
so this review only included studies comparing
TST and interferon-� assays against a background
of HIV infection. The findings may also be
generalisable to other immunosuppressed
patients, such as post-transplantation or patients
on immunosuppressive medication. Two recent
case reports highlight that in immunosuppressed
patients RD1-specific interferon-� assays may be
superior to TST.250,272 In haemodialysis patients,
ESAT-6 interferon-� responses have been shown to
be unaffected by uraemia-induced
immunosuppression and therefore should be a
better marker of LTBI to TST.273 Ongoing and
future studies might clarify this issue.

Implications for practice in resource-
poor and resource-rich settings
The assessment of the strengths and weaknesses of
interferon-� assays has implications for their
application in various settings and potential
impact on TB control. These should be taken into
account alongside other characteristics related to
practicalities, costs and acceptability of the tests.
Use of a blood test rather than a skin test might
contribute to TB control. A return visit might not
be needed in some settings depending on the test
result. The yield of contact investigations should
increase. A booster phenomenon will not occur
and therefore screening of people who are
repeatedly exposed to TB (e.g. healthcare workers)
will become possible. Decreased workload in
contact clinics will allow overburdened staff to
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focus on contact tracing and adherence. It is also
possible that the greater flexibility of blood-based
tests will increase their overall use in population
screening in high-prevalence countries and will
increase the number of false-positive cases there,
leading to unnecessary chemoprophylaxis and
increased toxicity.

Overall, RD1-specific antigen-based assays
outperform both TST- and PPD-based assays in all
areas of test performance assessed in this review,
but not in two studies from The Gambia, a high-
prevalence country. The improved performance of
the RD1-specific antigen-based assays relative to
TST results from improved correlation of assay
results with recent TB exposure and lack of cross-
reactivity with prior BCG vaccination. In the
absence of a gold standard test, these findings
strongly suggest that the RD1-specific antigen-
based assays are more accurate than TST for
diagnosis of LTBI. False-positive results due to
prior BCG vaccination avoided with interferon-�
assays can reduce unnecessary chemoprophylaxis
and its resulting toxicity. The benefits of
interferon-� assays have not been confirmed in
resource-poor settings apart from in HIV
infection. These assays might serve as an
epidemiological measure for control of TB in view
of the above-mentioned advantages in practicality,
such as no operator dependence and no need for
a return visit. Screening for LTBI with interferon-�
assays will reduce false-negative results in latently
infected people with greatest risk of progression 
in whom TST is often false negative, such as
people with HIV infection or iatrogenic
immunosuppression. Despite the expense
involved, their improved performance may make
interferon-� assays more cost-effective than TST
by reducing unnecessary chemoprophylaxis,
lessening of number of cases with active TB and
decreasing unnecessary use of healthcare
resources.

Recommendations for research
The interferon-� assays should continue to be
researched in different epidemiological and

clinical settings not only in developed countries,
but also in developing countries. Future research
in developing countries would give a better sense
of whether the lack of superiority of interferon-�
assays shown in our review is an aberrant result or
whether these tests are really no better than TST
in such settings. Studies should be done not only
in countries with high prevalence of TB, but also
in those with high prevalence of non-tuberculous
mycobacteria and in populations with high BCG
coverage. 

Studies comparing the interferon-� assays with
TST have been performed in HIV-infected
patients; however, there are only limited data
available on patients who are immunosuppressed
for other reasons. These groups should be
targeted for research in addition to HIV-infected
groups. 

The role of adding more TB-specific antigens to
try to improve diagnostic sensitivity further 
needs to be assessed. Trials to evaluate the
performance of the main existing commercial
assays (whole blood interferon-� ELISA and
ELISPOT assays) in head-to-head comparisons
should be done in both developed and developing
countries. 

Longitudinal cohort studies to confirm the
positive predictive value of interferon-� assays for
subsequent development of active TB should also
be performed. Such studies would require careful
analysis and interpretation as subsequent
development of active disease may be due to
infection not contracted at the time of recruitment
to the cohort, if the study was done in a high
transmission area. These should include
sufficiently long follow-up recruiting high-risk
groups. They should assess whether changes in
strength of interferon-� responses over time in
latently infected individuals can provide an early
marker of progression to active TB. Studies that
evaluate whether high responses to RD1-specific
antigens predict higher risk of developing active
disease will be useful. 
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Introduction
As outlined in the section ‘Clinical manifestations
of tuberculosis’ (p. 2), after exposure to TB, there
are three outcomes:

● Infection with tuberculosis [active TB or (ATB)].
This is most often pulmonary, but can be one of
the other forms described in the previous
chapters.

● Complete clearance by the immune system.
● Incomplete clearance of organisms by the

immune system, but with the infection
controlled and shut down by the immune
system this is latent tuberculosis infection
(LTBI). LTBI activates to ATB in among around
10% of cases, with half of these activations
occurring within 1 year from infection. The
likelihood of LTBI activating to ATB increases if
the infected person becomes immune
compromised, for example, through the effect
of HIV infection, corticosteroid treatment or
immunosuppressant drugs.

ATB and LTBI need to be considered separately. 
In LTBI, the organisms are walled off by the
body’s immune systems, so any test which relies on
the presence of organisms, alive or dead, will not
be useful. 

Diagnostic tests are not ends in themselves, but
only means to better management, including both
treatment and prevention. The roles of tests are:

1. Diagnosis – to confirm that the patient has
tuberculosis, or to exclude it.

2. To provide antibiotic sensitivities, as a guide to
treatment.

3. Identification of organisms. In the context of
this review, this refers to whether the organism
is the one which is usually the cause of TB in
humans (M. TB) rather than an atypical
mycobacterium such as M. avium or M. chelonei.
Follow-up varies for different organisms. Typing
of individual strains of M. TB for
epidemiological purposes is outwith the scope
of this review.

The key economic issues with any new test are first
whether it replaces or supplements the older tests,
and second the marginal analysis question – if it is
better, how much better it is, and whether the
extra benefits justify the extra costs, if there are
any, since the new test might be cheaper. The cost
here is not just of the test, but of the whole clinical
pathway, since a more expensive new test might
lead to shorter hospital stays. (The usual caveat
applies – shorter hospital stays may not release
any savings, so there may be no monetary savings,
but at least the bed resource could be used for
other purposes.) If a new test made the pathway
cheaper, the issue is simple (dominant) if it is also
better, or one of marginal analysis if it is cheaper
but not quite as good.

The benefits of new tests over old ones in the
diagnosis and management of TB could include:

● direct benefits to patients through earlier
diagnosis of infection, and hence treatment,
with less time in ill-health, and possibly reduced
mortality

● earlier availability of antibiotic sensitivity, and
hence more effective treatment earlier in cases
due to resistant organisms, or reduced antibiotic
regimens in cases with sensitive organisms

● earlier exclusion of infection in exposed but
non-infected people (true negatives with
reduction in the duration of prediagnostic
anxiety)

● more sensitive diagnosis of latent TB, leading to
treatment and hence prevention of some
becoming active

● benefits to the health of others, through earlier
confirmation of infection in those who might
not otherwise be treated; and implementation
of control measures including contact tracing;
hence reduced spread of disease.

It should be noted that the availability of tests
varies amongst countries. This review is concerned
mainly with the UK situation, where microscopy,
chest X-ray and culture and sensitivity, backed up
by reference laboratories, are all available. In some
of the world’s poorer countries, the only
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diagnostic method might be an algorithm based
on signs and symptoms, applied by a local health
worker; but where prevalence is very high, the
health worker may be right much of the time.

The clinical diagnosis pathway for active
pulmonary TB
Diagnosis is a cumulative pathway, not relying on a
single test, but including:

● the clinical picture, based on history and
examination

● chest X-ray
● microscopy, usually of sputum
● other investigations.

In some cases, there will be clinical certainty, for
example if there is the combination of clinical
signs and symptoms, typical changes on chest 
X-ray and AFBs in sputum. Confirmation will
come from culture. In other cases, there may be a
strong clinical impression that TB is unlikely.

The scenarios can be divided into two groups;

● sputum positive for AFBs on microscopy
● sputum negative (or no sputum obtained).

In the first group, if numbers of organisms are
large, TB will be diagnosed and treatment will be
started. The role of further diagnostic tests is to
confirm that the organism is M. TB, rather than
an atypical mycobacterium. 

In the second group, there may still be a
presumptive diagnosis of TB, since many patients
with ATB are sputum negative. In this review, 
21 data sets provided evidence from 3600 patients
who were smear negative but had cultures done;
31% of culture-positive specimens were smear
negative (range 1–81%). Decisions are made on
the whole clinical picture, in effect on informal
probability grounds. The key decision in the
sputum-negative group is whether to treat on
clinical suspicion or not. A decision not to treat
would not be irrevocable, since patients could be
kept under surveillance and retested. However,
there are some groups at higher risk of default
from follow-up. 

Hence in the microscopy negatives, the aims of
further tests will vary according to clinical suspicion:

● high – aim of tests is confirmation. So false-
positive results would be a problem because
they are likely to be acted on without further
investigation

● low – aim of tests is exclusion. So false-negative
results would be a problem, because they might
end all investigations and follow-up.

In sputum-negative patients, highly sensitive tests
such as NAAT may be positive when all others are
not. In this review, 25 studies of NAAT accuracy
in smear-negative patients (with later confirmed
TB) show sensitivity 73.4% and specificity 93.7%.
However, the lower the risk of TB, the greater is
the likelihood that a positive result is a false
positive, even with the good specificity found
here.

In the sputum-negative group, the clinician will
assess the probability of infection based on:

● Exposure risk.
● Clinical picture mainly from the history (cough,

weight loss, fever, night sweats), sometimes
aided by findings on examination.

● Chest X-ray, although the classical apical
changes may not been seen in the early stages.

● Culture of organisms, which requires far fewer
numbers than microscopy. However, culture is
positive in only about half of patients thought
to have TB in the UK. 

● Skin tests, useful mainly in those who have not
had BCG. However, about 25% of people with
active TB have negative skin tests in the early
stages, which increases in the immune
suppressed to perhaps 50%. Those who have
had BCG immunisation will often show a
positive skin test. Induration after BCG is
usually under 10 mm but there is no reliable
cut-off, and various thresholds have been
suggested for different groups.

● The new tests.
● Possibly a therapeutic trial, for 1–2 weeks (or

longer – some studies report therapeutic trials
of up to 3 months).

The key issue in the sputum-negative group is
when clinicians feel confident enough to not treat
or to stop treatment. The decision would not be
irrevocable as patients could be kept under
surveillance and retested if there were clinical
signs of disease. However, given a reasonable
clinical suspicion of ATB, presumptive treatment is
likely. Only if there is a low clinical suspicion in
the sputum-negative patients, with the additional
tests also showing a negative result, would
presumptive therapy not be commenced, raising
the possibility of problems with false negatives. In
sputum-negative patients, highly sensitive tests
such as PCR may be positive when all others 
are not. 
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Speed of diagnosis
ATB is relatively slow to progress, the organism
only dividing approximately daily. The speed of
obtaining confirmation of diagnosis, drug
sensitivity and typing of the organism appear
likely to have only a limited impact among those
with ATB, given the practice of presumptive
treatment upon reasonable suspicion while
awaiting the results of culture or the new tests.
However, there may be some impact upon costs
and possibly patient benefits as outlined in the
literature review below. 

The accuracy of typing of the organism in those
with ATB may affect patient impact and overall
treatment costs. The importance of accurate
typing depends on the prevalence of atypical
strains. Although these are relatively high in some
overseas countries and consequently in those born
within these countries and recently immigrating to
the UK, they remain relatively rare in the UK
overall (probably less than 5%). Six studies
reported a range from less than 1 to 13% of
pulmonary TB due to atypical mycobacteria.

Where the speed of diagnosis is likely to have a
direct cost impact is within those falsely suspected
of having ATB. Among these patients, a more
rapid diagnosis ruling out ATB will save money in
terms of reducing unnecessary treatment costs. It
may also reduce patient anxiety and speed up the
correct diagnosis of any other true underlying
condition. Given the time lines involved, the
differences in the speed of accurate diagnosis
appear relatively unlikely to have an impact upon
side-effects that may arise in the false positives
that are initially treated presumptively for ATB.

An additional complication in assessing the cost-
effectiveness of testing suspected ATB cases is that
one of the high-risk groups is the homeless. Speed
of diagnosis may be important within this group,
given the difficulty of follow-up. However, there
are also likely to be difficulties in terms of
adherence to treatment regimes given their
duration. Although a faster accurate diagnosis is
likely to increase the proportion of such patients
to whom it can be confirmed that they should be
being treated before they are lost to follow-up, it is
difficult to estimate what impact this will have
upon compliance with treatment rates, although it
can only increase.

Costs of treatment
The costs of TB treatment are not high; the drug
costs are shown in Appendix 32. The 2002 figure
for the UK was £1.95 million, of which isoniazid

accounted for £230,000 (some of the rifampicin
may have been for meningitis due to other
organisms such as N. meningitides and haemophilus).
Information available from NHS reference costs
related to inpatient treatment for ATB patients
indicates that there were 2426 finished consultant
episodes for non-elective pulmonary or pleural TB
(HRG code D18), at a mean cost of £2219 each.
This involved an average hospital stay of 11 days,
the 50% range for trusts being £1094–2594.
However, these figures may be an overestimate of
the true cost as it seems likely that most patients
would not be admitted for this length of time: the
figures may be skewed by problems in the
diagnosis of non-pulmonary disease and by co-
morbidities such as HIV.

The clinical diagnosis pathway for latent
TB infection
For LTBI, as the immune system has effectively
closed down the infection, the current TST relies
upon provoking a reaction from the immune
system rather than detecting the organism itself.
As such, it requires two visits by the patient for a
diagnosis, whereas the new tests require only one
visit and are not affected by observer error or
variations in interpretation. The sensitivity of any
test for LTBI is clearly important in cost-
effectiveness terms. However, given the possibly
low prevalence of LTBI in some of the patient
populations under consideration, the specificities
of the tests have a major impact upon cost.
Specificity is also important in the avoidance of
unnecessary patient anxiety and the costs and
morbidity associated with treatment side-effects.
The analysis of LTBI is complicated by there
being no readily available gold standard that will
permit the exact estimation of tests’ sensitivities
and specificities, results between two tests typically
being reported as the ROR. Similarly, the
estimation of cost-effectiveness depends crucially
upon the prevalence of LTBI within the patient
group under consideration. The estimation of this
is likewise problematic given the lack of a gold
standard.

The cost-effectiveness of testing for LTBI will
ultimately rest upon the number of ATB cases
prevented. Among those correctly treated for
LTBI, there is the direct benefit from the number
of ATB cases prevented. There is also the public
health aspect. Cases of LTBI that develop into
ATB and remain undetected will lead to additional
infections. The cost-effectiveness of this becomes
recursive, some of these newly infected cases
clearing the organism from their system, some
developing ATB and some developing LTBI. 
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The detection and treatment of
active TB
Review of cost-effectiveness literature
Roos and colleagues274 measured the cost-
effectiveness of introducing PCR to a Nairobi
clinic for the detection of ATB. Cost-effectiveness
is measured in terms of the cost per correct true
positive. The HIV epidemic, with around 10% of
adults in Nairobi being HIV positive, is leading to
increasing rates of TB smear positive. However,
the increase in HIV is also associated with an
increase in the rate of extrapulmonary TB cases,
and Roos and colleagues report the smear
detection rate as being between 30 and 50%.
Under current practice, a negative smear may
result in a chest X-ray if there are further clinical
grounds for suspicion. The reported PCR
sensitivity is over 80%, 96% in smear positive and
53% in a smear negative, coupled with a specificity
of over 99%, which for the practical purposes of
the study is taken to be 100%. 

The costs included the cost of testing and the costs
of direct treatment of both true and false positives.
A significant cost saving is assumed to arise from
PCR use, in that it obviates the need for a chest 
X-ray in smear negative but high clinical suspicion.
Overhead costs were assumed to be the same for
both test regimes, and so cancel out. Clinic costs
were roughly comparable between the two
methods. Laboratory costs differed markedly.
Smear testing required a significantly higher
labour component of US$2.31 per test as against
US$0.77 for PCR. Smear testing also involved the
use of chest X-ray in smear negative but high
clinical suspicion patients, at an average cost of
US$1.45 per patient screened. However, these were
more than offset by the average cost of laboratory
running costs and materials for PCR of US$19.79.

The prevalence of ATB was taken to be 47% within
the suspected TB group; 468 out of a cohort of
1000. Current practice of a smear followed by
chest X-ray in smear negative but high clinical
suspicion detected 347 of the 468 cases. This
compares with 374 for PCR, an additional 27 true
positives. False positives under current practice
numbered 13, as against none for PCR. Including
patient travel costs and loss of income, this
translated into a cost per true positive of US$40
for current practice as against US$71 for PCR.
The implied incremental cost-effectiveness ratio
(ICER) for a move from current practice to PCR is
consequently US$470 per additional true positive.
Excluding patient travel costs and loss of income,
this rises to US$557 per additional true positive.

However, as the paper notes, this ignores the costs
of false-negative patients who may transmit the
disease to others, which would tend to improve
the cost-effectiveness ratio given the 8% higher
detection rate under PCR. The paper is also only
a cost analysis, and so ignores any morbidity
associated with the treatment of false positives,
and also the morbidity and mortality associated
with false negatives and the secondary infections
that result from these.

The paper, although interesting, is of limited
applicability to the UK setting. Costs will differ
markedly. Similarly, the epidemiology of ATB in
Nairobi differs markedly from that in the UK.
Prevalence rates are likely to be higher within
suspected patient groups, and within these patient
groups the prevalence of HIV with its associated
increase in extrapulmonary TB will also be
significantly higher. 

Steele and Daniel275 evaluated a number of
different diagnostic strategies for TB in a Bolivian
setting with an overall prevalence of 36%:

● smear result alone
● simultaneous smear and chest X-ray
● smear followed by chest X-ray for smear

negative
● smear followed by ELISA for smear negative
● ELISA alone.

Costs are applied to these diagnostic strategies,
coupled with quality of care values; among those
with TB: if treated and cured +1.0, if treated and
fail –0.3, not treated –1.0; and, among those
without TB: if not treated +1.0, treated with no
harm 0.0, treated and harmed –0.1.
Unfortunately, the paper reports results against
these quality of care values or “expected utilities”,
although it is honest enough to acknowledge that
the relative quality of care values were “assigned
arbitrarily on a scale from –1.00 to +1.00”. As a
consequence, the results are of limited
interpretability or generalisability. ELISA appears
to fare relatively well within this method.

Lim and colleagues,276 in a Singaporean study,
report that 25–60% of culture-positive patients
may return a negative smear at the initial
diagnosis. These suspected patients are then
typically treated according to clinical suspicion
until culture results are attained. From another
paper, the authors cite the figure of only 50% of
smear negative but subsequently culture-positive
patients receiving an initial diagnosis of ATB. The
study seeks to identify the relative value of testing
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smear-negative patients with the Amplicor NAAT,
computed tomography (CT) and bronchoscopy
with lavage and/or biopsy (BAL) as compared with
the current practice of basing it upon clinical
suspicion. In addition to the single test diagnostic
strategies, the paper also evaluated the joint test
regime of BAL + NAAT and the sequential test
regime of NAAT followed by BAL in NAAT-
negative patients. There is also a discussion of the
use of the more sensitive GenProbe AMTD NAAT.
(The GenProbe assay is also modelled with a
stated sensitivity of 70%, although no assay cost is
reported.) The outcome measure was life
expectancy in a cohort of 58-year-old men. Costs
included are those of the tests themselves and of
treatment for TB.

Base values for the modelling of testing in
suspected but smear-negative cases are as shown in
Box 1.

Immediately striking is the higher sensitivity of
clinical assessment as compared with NAAT,
although this may in part be due to a lower index
of suspicion given its lower specificity. Another
critical assumption of the paper is that treatment
is not given to the false-negative patients. These
patients are assumed not to re-present
subsequently with more advanced TB, and as a
consequence are assumed to have a mortality risk
of 50%. This compares with a mortality risk of 8%
in those correctly treated for TB, and it seems
high, since it is likely that some would present
later.

These assumptions are run for a range of
prevalences, with a base value of 5.7% prevalence.
Given the assumptions, in particular the
reasonably high sensitivity and specificity of
clinical judgement, it is unsurprising that the
paper concludes that moving away from clinical
judgement results in little increase in average life
expectancy if the prevalence is 5.7%: less than
1 month’s difference between all the test
strategies. In particular, Amplicor and clinical
assessment showed minimal differences in terms of

total cost or life expectancy. Amplicor followed by
BAL in Amplicor-negative patients was the only
superior strategy to these, but this was more
expensive with an ICER (calculated from graph
readings) of US$12,600 per additional life-year
gained. The other test strategies are dominated.
This dominance is reduced and reversed as the
prevalence rate is increased, as would be expected
given the test’s greater sensitivity but poorer
specificity. A 50% prevalence sees clinical
judgement dominated by Amplicor, it being
around US$220 more expensive and resulting in a 
2-month lower average life expectancy.

However, the critical assumption of the study, that
those deemed negative are discharged, receive no
treatment and have a 50% mortality risk,
significantly limits the applicability of the study’s
results. An assumption that patients will not 
re-present as their TB progresses is unrealistic. It
also overstates the importance of the differences in
tests’ sensitivities, this becoming more serious as
the assumed prevalence rate increases. This alone
may account for much of the limited difference in
the comparison of clinical assessment with
Amplicor, given the higher sensitivity assumed for
clinical assessment. The sensitivity of Amplicor in
smear-negative cases of 44% is within a realistic
range, but even only a minor improvement would
reverse the results around the comparison of
Amplicor with clinical assessment.

Dowdy and colleagues277 report that incidence
rates of TB are beginning to fall relative to diseases
from mycobacteria other than TB. The rapid
diagnosis from AFB smears does not distinguish
between these. Culture readily distinguishes
between these, but may take up to 2–3 weeks. The
sensitivity of GenProbe AMTD for smear-positive
specimens has been reported as between 91.7 and
100% with a specificity of between 99.6 and 100%
and the costs of the test are estimated as between
US$50 and US$100. Cost savings could result from
the early exclusion of smear false positives. Cost
savings in the USA might result from the reduction
in presumptive TB therapy; recommended
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BOX 1 Base values for the modelling of testing in smear-negative TB

Sensitivity (%) Specificity (%) Cost (US$)

Clinical assessment 49 90 44
Amplicor NAAT 44 99 59
Bronchoalveolar lavage (BAL) 45 99 287
CT scan 80 60 294
NAAT + BAL 80 95 353
TB treatment – – 76



treatment in the USA includes isolation in
negative pressure rooms. The public health follow-
up is also much less with atypical organisms.

The additional cost of the AMTD assay was based
upon US$1200 per kit of 50, coupled with
2.5 hours of technician time at US$25 per hour
and some minor additional supplies; this would
appear to give a base test cost of around US$100.
There are additional costs associated with training
of personnel of around US$20 and the holding of
positive and negative control samples at around
US$2. It is unclear how the paper arrives at a
marginal cost per test of US$338, although overall
cost-effectiveness is sensitive to throughputs. The
daily cost of TB four-drug therapy was US$5.66
and the marginal daily cost of respiratory isolation
was a surprisingly low US$28. The base value for
the number of smear-positive respiratory
specimens that would also be culture positive for
TB was 31.4%, and the median delay between
GenProbe assay result to culture result was taken
to be 6 days.

It has not been possible to reproduce all the
results of the paper, given the difficulty in deriving
the average test cost. However, the paper reports
the base case for routine AMTD testing as costing
an additional US$494 (this tallies with a test cost
of US$338) per smear positive excluded. The
financial savings from each smear false positive
correctly identified are US$201. As such, AMTD
applied to positive smear results is not cost saving
in the base case. However, cost savings are more
likely as:

● the prevalence of TB in smear positive patients
falls

● the laboratory throughput rises
● the cost per hospital day rises
● the delay between AMTD result and culture

result increases.

Although the paper assumes that respiratory
isolation is required, which is not the case in the
UK, it seems likely that both the cost per hospital
day and the delay between assay result and culture
result may both be greater within the UK setting.
Also, the benefits that arise from avoiding the
incorrect treatment of false negatives are not only
cost savings: there may be benefits from an early
start to correct treatment for the true underlying
condition. The benefits from avoiding incorrect
treatment for TB in terms of avoiding the side
effects from this treatment are likely to be slight,
however, given the likely duration of this
treatment under either testing regime.

Heymann and colleagues278 estimate a prevalence
of TB in the tested US population of 14%. Their
paper is unusual in that it concentrates on the
benefits to true positives of identifying the
appropriate treatment strategy more quickly, that
is, it focuses on sensitivities and sensitivities to
drug susceptibility testing. There is no discussion
of specificities or of benefits of reducing false
positives. The principal benefit appears to arise
from rapid radiometric testing having a sensitivity
of 98.7% for drug-resistant TB as compared with
only 88.5% for conventional drug susceptibility
testing. There are also benefits from a more rapid
turnaround of tests. The introduction of rapid
testing reduces the average time to correct
diagnosis from 38.5 to 6.1 days.

Exactly how this is translated into reductions in
mortality is unclear, but it appears to rely on a
transformation of annual mortality risks, which
may tend to overstate the benefits of reducing the
duration of inappropriate treatment in drug-
resistant TB. The net effect is to reduce the
mortality rate from 1.67 to 1.15%. A
proportionately similar drop is reported for HIV-
positive patients, from 55.3 to 42.1%. The model
also indicates that rapid testing will reduce overall
health costs per patient by US$272 owing to the
higher sensitivity and to the reduction in time to
correct diagnosis.

An abstract of Rajalahti and colleagues’279 paper
indicated that the addition of PCR to a smear and
culture testing strategy would not be cost saving.
However, if the cost per test fell below €97, the test
performance was shortened from 4 to 1 day or the
proportion of smear-positive patients rose above
4%, the addition of PCR to routine testing would
be cost saving. Of more interest, the strategy of
applying PCR only to smear positive results was
cost saving and dominant. Although this paper
cannot be commented on in detail, it underlines
many of the conclusions of the literature review
above:

● In low-prevalence populations the principal
impact of introducing the new assays in terms of
costs that are readily measurable arises from the
reduction in the numbers of false positives
being incorrectly treated for TB.

● The test cost is clearly an important determinant
of whether it will be cost saving.

● The daily cost of treatment is also important.
● The time saving from the test as opposed to

awaiting the result of culture is critical.
● The prevalence of ATB in the patient group is

critical.
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● The specificity of the smear test for the patient
group is critical.

Discussion and conclusions
A full cost-effectiveness analysis of the benefits of
the new tests for ATB would require a combination
of the analyses presented above, examining

1. The diagnosis and treatment of false positives:
(a) the cost savings that might arise from

earlier discharge
(b) the reduction in patient anxiety that may

result.
2. The diagnosis and treatment of true positives:

(a) the sensitivity and specificity of the
traditional and new tests to ATB

(b) the proportion of ATB within suspected
ATB patient groups

(c) the cost, quality of life (QoL) and mortality
associated with the correct treatment of
typical ATB patients.

3. The typing and treatment of true positives:
(a) the sensitivity and specificity of the

traditional and new tests to atypical and
drug-resistant organisms

(b) the proportion of atypical and drug-
resistant patients within the true positives
for each test

(c) the cost, QoL and mortality associated with
the correct treatment of atypical and drug-
resistant patients, including side-effects

(d) the cost, QoL and mortality associated with
the incorrect treatment of atypical and drug-
resistant patients, including side-effects.

The modelling for this would also be required to
make major assumptions as to the likely 
re-presentation rates and the timing of 
re-presentations among false-negative patients,
and from the public health perspective the
number of secondary and tertiary infections that
would arise from such cases.

In summary, the literature review suggests that the
principal benefits in terms of cost-effectiveness
may arise from the earlier discharge of false
positives and from the higher and earlier correct
treatment of atypical and drug-resistant ATB.
However, it is not immediately clear that the new
tests will have a superior specificity to culture, and
the degree to which clinical practice will change is
open to debate. The data requirements for a full
modelling of this are considerable. Much is
currently not available. As a consequence, it has
not been possible to undertake a full cost-
effectiveness analysis in terms of the cost per
quality-adjusted life-year that would arise from the

introduction of the new tests. It may be more
sensible to attempt to address the first question in
terms of the prevalence rate threshold required,
below which the introduction of the new tests
would save money from the reduction in the
duration of treatment of false-positive patients. If
this prevalence appears reasonable for certain
patient groups, cost-effectiveness appears to
follow.

There appears to be limited point in addressing the
cost-effectiveness of the new tests in diagnosing and
treating those with ATB without addressing the
issue of typing. Heymann and colleagues278 provide
a guide to a possible way forward to address the
typing and treatment of true positives, but this
requires validation within the UK context and a
greatly increased data set, including data as to
prevalences. There is also the difficulty of
quantifying the differential mortality risk that arises
from a relatively short reduction in the time to
typing of the organism, although Heymann and
colleagues also indicate that the new tests may also
have greater sensitivity in this regard. However,
given the currently relatively low prevalence of
atypical and drug-resistant ATB in the UK, the
generalisability of studies from the USA that focus
on this aspect can be called into question. The lower
the prevalence of atypical and drug-resistant ATB,
the lower is the cost-effectiveness that arises from
being able to identify this rapidly and accurately.

One issue which needs consideration is what would
actually happen in practice. Conaty and
colleagues280 reviewed a series of cases to see what
changes the results from NAAT tests made in
practice. They found that treatment was changed in
smear-negative patients not being treated;
treatment was started in 17 out of 19. However, the
converse did not apply, in that in those smear-
negative patients who were being treated, on
clinical impression, treatment was continued despite
negative NAAT results. However, there were only
six of these. Hence the NAAT tests were used as the
basis for starting treatment, but not for stopping it.
However, the six in whom treatment had been
started despite negative smears were drawn from a
much larger number of 86 smear-negative patients,
so there were presumably compelling reasons for
judging them to have active TB.

The detection and treatment of
LTBI
In LTBI, the tests which rely on the presence of
organisms will not be useful, and we rely on tests
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which reflect activity in the immune systems, as
described in the section ‘Tests for the detection of
LTBI’ (p. 8). In brief, the current standard test is
TST. The new tests rely on interferon-� assays
using encoded proteins (rather than PPD). The
newer tests are more expensive in terms of unit
cost, but require only one visit, whereas TST
requires a follow-up visit to assess the extent of
induration in the skin (in reaction to the
tuberculin). TST is also prone to variations in
interpretation, whereas the new tests are not.

Review of cost-effectiveness literature
The cost-effectiveness literature on testing for LTB
unearthed only one paper that went beyond a
simple description of the issues. Rose281 provides a
Markov model of screening for LTBI with TST
within various different patient groups: 3-year-old
children exposed to high-risk adults and in a
number of groups of 3-year-old adults. Prevalence
rates of LTBI within these groups for modelling
are as follows:

● children exposed to high-risk adults: Not
clearly
stated

● household contacts with active cases: 25–50%
● recent immigrants from high- 10–40%

prevalence countries:
● residents and employees of high- 10–40%

prevalence prisons: 
● intravenous drug abusers: 10–20%
● high-risk medical conditions: 2–4%

The prevalence among those with high-risk medical
conditions is taken to be that of the general
population, for whom screening has been
discontinued. Cost-effectiveness in these patient
groups may arise owing not to their prevalence of
LTBI, but to their increased risk of LTBI developing
into ATB. Their relative risk of this compared with
the general population with LTBI is as follows:

● HIV: 9.7–170.3
● end-stage renal disease, 19.0

transplantation: 
● end-stage renal disease, dialysis: 1.6–16.0
● gastrectomy: 5.0–6.8
● recent major weight loss: 1.8–2.1
● silicosis: 1.5–32.8
● diabetes: 2.0–4.1
● leukaemia or lymphoma: 1.0–35.0
● intravenous drug users: 3.2–19.2

The structure of the model is not clearly given, 
but it is stated as using a 10-year public health
perspective including secondary and tertiary

infections. Transmission rates by those with ATB
are uncertain. US data since 1950 suggest 0.5–2.2
people being infected per active case, although
modelling based on US national data suggests up
to 3.5 infections per active case. Old Dutch data
from 1921 to 1938 suggest an infection rate of 13
from each active case, although the applicability of
these data to the current setting is unclear. For
secondary and tertiary infections, half are
identified and treated with preventive therapy,
presumably before developing advanced ATB.
Results are reported in terms of the numbers that
need to be screened to:

● detect one case of LTBI
● prevent one case of ATB
● prevent one death from ATB
● increase life expectancy.

However, the population risk of TB was assumed to
be the prevalence of infection as measured by the
TST multiplied by the infection rate among those
known to be infected. These rates are taken from
two different papers, and it is unclear whether this
implicitly assumes a TST sensitivity of 100%. This
suspicion is heightened by the reported number
that need to be screened to detect one case of
LTBI. For instance, in the household contacts with
active cases group, the number needed to screen to
detect one case of LTBI is stated as being between
two and four, which corresponds to a 100%
sensitivity and a prevalence of 25–50%.

Isoniazid preventive treatment is reported as
reducing the risk of developing ATB by 65% for a
6-month treatment and by 75% for a 12-month
treatment. This is similar to the rate reported in
Jasmer and colleagues282 of 60. They also note a
wide range of 25–92%, with 92% for good
adherence.

The aspect of the paper282 that raises most
concern is that it does not discuss the sensitivity or
specificity of the TST. There is no discussion of
the number of false positives and how these may
differ between the different risk groups, or of the
impact of incorrect treatment in false positives. All
those screened with TST and having a positive test
result appear to be assumed to be at an increased
risk of developing ATB. This may be reasonable
and reflect the joint probability of having LTBI
and developing ATB among those with a positive
TST, but it appears possible that the modelling
has assumed a 100% specificity for the TST. This
seems all the more likely given that the data for
the modelling are drawn from disparate sources,
rather than a single, cohesive study.
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All the groups analysed benefited from screening,
and those identified as LTBI benefited from
treatment in terms of increased life expectancy.
Quantifying the benefits is difficult, however, given
the wide range of values within the literature for
the various risk factors. The benefits of screening
are similarly reduced if the group in question is
unlikely to complete treatment. However, the
benefits from treatment in terms of life expectancy
are small on average.

Average life expectancy increases in all groups, in
that the benefits of treatment do appear to
outweigh the possible side-effects in terms of
mortality. However, the average gains are extremely
small, and within the groups being screened the
maximum average gain per patient screened is
typically a fraction of a month. Only among those
who are HIV positive and among intravenous drug
users do these average maximum gains rise above
1 month. Also, it must be stressed that these are the
maximum possible gains, which is probably more a
reflection of the data uncertainties; the minima
remain as fractions of a month gain in life
expectancy. Indeed, the minima are typically less
than an increase of 1 day in average life expectancy,
only HIV-positive patients rising above this with a
minimum of 5.4 days’ increase in life expectancy.

The paper does not address the morbidity side-
effects of treatment. This is problematic given that
there will be a number of false-positive patients
who undergo unnecessary treatment and
experience these side-effects. As the paper does
not seem to address the problem of false positives,
the extent of this is unclear.

Discussion and conclusions
Screening for LTBI implies that a positive
diagnosis will result in treatment for LTBI.
However, there are at least two options, with
advantages and disadvantages (Box 2).

The cost-effectiveness of screening for LTBI within
defined patient groups will consequently depend
upon a number of factors:

● the proportion with LTBI within the patient group
● the cost, sensitivity and specificity of the test

regime for LTBI within the patient group
● the likelihood of those within the patient group

with untreated LTBI developing ATB
● the cost of treatment for LTBI and its

effectiveness in reducing the risk of ATB within
the patient group

● the side-effects of treatment for LTBI and their
cost of treatment

● the transmission rate by those within the patient
group who develop ATB

● the cost and effectiveness of the detection and
treatment of ATB.

Regarding the first five points, among the general
population who are not high risk, the low
proportion with LTBI in the UK coupled with a
non-elevated risk of developing ATB means that it
is generally agreed that screening for LTBI is
undesirable. The costs, inconvenience and side-
effects from the treatment of the large number of
false positives that would result are not balanced
by the gains arising from the treatment of those
correctly diagnosed as having LTBI.

A high test sensitivity is clearly desirable, but this
has to be set against the cost of the test. From first
principles, it can be argued that the greater the
likelihood of LTBI developing into ATB among a
patient group and the greater the reduction in this
risk from the treatment of LTBI, the greater
should be the willingness to pay for a higher test
sensitivity. The detection of true positives is more
likely to be cost-effective, implying that tests with a
higher sensitivity are more likely to be acceptable
even if they cost more. The importance of test
sensitivity for cost-effectiveness will also be linked
to the prevalence of LTBI in the patient group. In
contrast, the importance of test specificity increases
as the proportion of the patient group with LTBI
declines and as the cost and side-effects from
incorrectly treating those without LTBI increase.

The appropriate index of suspicion for a test
regime is correspondingly complex, and likely to
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BOX 2 Advantages and disadvantages of detecting LTBI

Option Advantages Disadvantages

Treat all with LTBI Active disease prevented Cost (but drugs cheap)
Possibly, prevention of spread Side-effects of drugs

Surveillance and treat only when active Reduced cost Illness from ATB
Fewer side-effects Possible spread to new cases

Danger of loss to follow-up



differ between different patient groups. This index
of suspicion can be altered for the individual tests
under consideration, for example, by altering the
cut-off for the size of skin reaction under TST that
is labelled a positive. Sensitivities and specificities
could also conceivably be altered through test
combinations, as outlined in Figure 30. The choice
of strategy would depend on whether those being
tested had had BCG (or BCG in the last 15 years),
and also on the optimum balance between
sensitivity and specificity, which would vary with
expected prevalence.

An aspect of the new tests that is not addressed in
Figure 30 is whether they can type the organism
and provide information as to drug sensitivity
within LTBI. This would increase the cost-
effectiveness of all the strategies involving
interferon-� testing, and would tend to promote
strategy 2 or strategy 3 above the others.

The desirability and feasibility of multiple test
regimes may be questionable. Applying tests
sequentially as in Figure 30 implies a further delay
to treatment under the third strategy. This may
not be problematic in terms of disease prognosis,

given the limited and slow progression from LTBI
to ATB, but it may be problematic in terms of loss
to follow-up among some patient groups. The
shorter delay from testing with interferon-� as
opposed to TST is already being cited as an
advantage of the technology for some patient
groups, such as the homeless. A joint, concurrent
testing regime could be envisaged, although this
would increase the cost of testing somewhat over
the single test regimes, and over the sequential
joint regime where Interferon-� acts as a further
gatekeeper to treatment for LTBI.

However, joint testing regimes could be used to
alter the emphasis on sensitivity as against
specificity, tending to emphasise specificity as in
strategy 3 or emphasise sensitivity as in strategy 4.
The degree to which this could be achieved
through altering the index of suspicion of
individual tests is unclear, although this could be
of lower cost and more convenience than the joint
testing outlined above.

The performance of the individual tests for LTB
in terms of their sensitivity and specificity can be
broadly defined according to three patient groups:
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FIGURE 30 Alternative strategies for screening for LTBI



● immune competent without BCG
● immune competent with BCG
● immune suppressed.

In the immune competent group without BCG,
the TST gives high sensitivity to LTBI (ATS
guidelines 1997102). Specificity is high: 99% in
populations which have had no other
mycobacterial exposure or BCG. However, if
prevalence of TB is very low, the positive
predictive value (PPV) will be low. For example, if
prevalence of TB infection is 1%, the PPV is
0.16.102 Most positives will be false positives. 

One problem with strategy 1 is that it assumes that
immune competence is known, which may not
always be the case.

Previous BCG (usually regarded as being within
the 15 years) can result in false-positive reactions
to TST in those who are LTBI negative. The
positive proportion depends on definition, in
terms of breadth of induration. The effect on test
performance appears to fall through time. Jasmer
and colleagues282 report that 8% of those with
BCG at birth give a positive response to TST
15 years later. The paper does not report whether
this 8% is both true and false positives or only
false positives, or the background prevalence of
LTBI in the population tested. Mazurek and
colleagues158 found the likelihood of a positive
TST result but negative interferon-� to be seven
times greater among those with BCG than those
without (all were over 18 years old). The false-
positive rate arising from BCG among interferon-�
assays is lower than that for TST, although it
should be noted that some of these assays use
PPD; those based upon encoded antigens (the
secreted antigen is not present in BCG)
distinguish between BCG and LTBI somewhat
better than PPD-based assays (Master’s thesis,254

although based upon OR and ROR rather than
sensitivity and specificity dominance per se). As a
consequence, the encoded protein interferon-�
assays are more likely to be cost-effective in those
having had BCG than those who have not owing
to their relatively better sensitivity.

In contrast, immune suppressed patients appear
less likely to react to TST, so worsening the test
sensitivity. This can in part be compensated for by
reducing the index of suspicion and the size of
reaction required for a positive result, as reported
in Jasmer and colleagues,282 although there will
be a corresponding specificity penalty. The
sensitivity of both interferon-� assays and the TST
may be reduced in immune suppressed patients

(Frieden and colleagues7 reporting for HIV; it is
not explicit whether this applies to all interferon-
� assays). However, although both tests’
sensitivities may be compromised, it again
appears that interferon-� assays may perform
better than TST under such circumstances, with
assays based on encoded antigens again
appearing more accurate than PPD-based assays
(Chapter 15). As in the above considerations of
BCG, the interferon-� assays are more likely to be
cost-effective in those who are immune
suppressed owing to their relatively better
sensitivity. This likelihood is further increased by
the greater likelihood of LTBI developing into
ATB.

A cost minimisation approach in those who had
had BCG, and were deemed to be immune
competent, would be to use TST as the initial test,
as in strategy 3 (Figure 30), and to use the
interferon-� test only in those who were TST
positive, to distinguish false positives from
assumed true positives.

Strategy 4 (Figure 30) would be for those who had
not had BCG, and were deemed immune
competent. Here, the greater sensitivity of the
interferon-� tests is used in those who are TST
negative, but they also avoid the false-positive 
TST reactions among those who were responding
as the result of exposure to mycobacteria other
than M. TB.

A relatively simple model of the effectiveness of
these testing strategies could be developed,
following the lines of Rose281 in allowing for less
than perfect specificities but also allowing for less
than perfect sensitivities (Figure 31).

Given the discussion of the differing accuracy of
individual tests within different patient groups, the
numbers going down the initial different arms of
true positive, false negative, true negative and
false positive will differ markedly between groups
and test strategies. These numbers will also be
determined in large part by the prevalence of
LTBI within each patient group. The other critical
difference between the patient groups will be in
terms of the likelihood of developing ATB from
LTBI. Certain groups may have notably different
likelihoods of being ATB and remaining
undetected as opposed to being picked up as a
suspected ATB case. To this must be added a
probably higher likelihood of providing secondary
new infections within each period. Death rates
from ATB will be higher among the immune
suppressed.
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The death rate from side-effects from treatment is
extremely low within the general population
(reportedly of the order of 0.02 per 1000
treated281), to the extent that they could be
ignored with limited effect upon overall results.
However, it is not clear whether this also applies to
all immune suppressed groups. The side-effects
that may occur and the treatment of these may
also differ.

Patients exit the model in Figure 31 either through
death, inappropriate treatment for LTBI or
developing ATB and being suspected as such
within the health system. The first two are
appropriate end-points for the model. The last
relates to the previous section and suggests the
need for a full model of both LTBI testing and
ATB progression including testing. However, in
the light of the discussion as to the feasibility of
full modelling of ATB testing and progression, this
is unlikely to be feasible in the immediate future.
The entire rationale for testing for and treating
LTBI is to avoid ATB. If the cost-effectiveness of
testing for ATB among suspected ATB cases in
terms of cost per quality-adjusted life-year (QALY)
is currently difficult to estimate, this is doubly so
for testing for LTBI. In order to run the model, it
may be possible to assign optimistic and
pessimistic values to the patients that develop ATB
in terms of costs and QALYs, although how these
might be arrived at is not immediately apparent.

As a consequence, any cost-effectiveness analysis
for testing for LTBI in terms of costs and QALYs
is likely to be partial, and potentially misleading.

It may be more appropriate at present to limit
modelling and the data collection required for it
to a more simple cost–consequence analysis. The
simplest of these would be to itemise the test costs
incurred under the different strategies and report
this against true positives, false negatives, true
negatives and false positives that would occur
within the different patient groups. A single
outcome measure of correct diagnoses could be
used, although this would equate the value of true
positives and true negatives. The principal
uncertainties that would need to be addressed for
this modelling revolve around the lack of a gold
standard:

● the absolute sensitivities and specificities of the
tests, as opposed to their relative performance
as measured by the ROR

● the proportions with LTBI within each patient
group.

Neither of these are readily resolvable, and
modelling would probably have to be run over a
range of plausible values. 

However, extending the modelling slightly to
encompass the treatment for LTBI among both
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FIGURE 31 A simple model of the effectiveness of alternative screening strategies for LTBI



true and false positives coupled with the possible
side-effects from treatment should be relatively
simple. Indicative data as to the types and costs of
side-effects should also be available, although
there may be some problems estimating this for
each of the immune suppressed groups. This
extension to the modelling would encompass the
potential cost savings from an improvement in
specificity that may arise from the new tests, in
addition to highlighting the reduction in harm
that may occur from fewer false positives being
treated incorrectly for LTBI. A cost–consequence

analysis could be presented, highlighting any
changes to the rates of side-effects in false-positive
patients but concentrating upon changes to costs
and the single outcome of correctly treated true-
positive patients. An indication of the likely
number of ATB cases that would develop and the
secondary infections that might result could also be
based on the effectiveness of treatment for LTBI
values, LTBI progression values and secondary
infection values reported in the literature, such as
by Rose,281 although the applicability of these to
the UK setting may require verification.
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In the discussion which follows, it should always
be remembered that diagnosis will rarely be

made on the basis of a single test, but rather on
the complete clinical picture, starting with history
and physical examination; going on to non-
laboratory investigations such as chest X-ray,
taking probabilities into account (such as level of
exposure), and then a sequence of laboratory tests
starting with microscopy.

Summary of key findings
NAAT tests
Overall, we found NAAT test accuracy to be far
superior when applied to respiratory samples as
opposed to other specimens. Although the results
were not statistically significant, the AMTD test
appears to perform better than other currently
available commercial tests. The better quality in-
house studies were, for pulmonary TB, much
better at ruling out TB than the commercial tests
(higher sensitivity), but were less good at ruling it
in (lower specificity). Given that these tests are in
no way standardised and cover a wide range of
different target genes and procedures, it is not
possible to recommend any one over another
owing to a lack of direct test comparisons. 

The specificity of NAAT tests was still found to be
high when applied to body fluids, for example for
TB meningitis and pleural TB, but sensitivity was
almost uniformly poor, indicating that these tests
cannot be used reliably to rule out TB but are of
value in ‘ruling in’ a diagnosis with compatible
clinical and/or radiological findings. The main
problem appears to be with the sensitivity of the
tests, presumably due to difficulties in obtaining
fluid samples with sufficient mycobacteria to allow
amplification. High specificity estimates suggest
that NAAT tests should in fact be the first-line test
for ruling in TB meningitis, but that they need to
be combined with the results of other tests in
order to rule out disease.

Evidence for NAAT tests for the detection of other
forms of TB is significantly less prolific than for
those above. Although there is some evidence for
their potential use in lymphatic TB and genito-

urinary TB, there was insufficient data from the
studies examined to draw any conclusions or make
any recommendations. 

Phage tests
Although the body of evidence is small, the phage
tests have been shown to have high specificity in
pulmonary TB but it is not clear whether these
tests have sufficiently high sensitivity in smear-
negative samples to recommend their routine use
in practice. As discussed previously, they do have
the potential advantage over NAAT tests that they
detect only viable mycobacteria. Phage and some
forms of NAAT are able to yield antibiotic
sensitivities within 2–3 days, although rapid
antimicrobial resistance was not systematically
examined in this review. 

Adenosine deaminase tests
There is no evidence to support the use of ADA
tests for the diagnosis of pulmonary TB. However,
there is considerable evidence to support their use
in pleural fluid samples for diagnosis of pleural
TB, where sensitivity was very high, and to a
slightly lesser extent for TB meningitis. In both
pleural TB and TB meningitis, ADA tests had
higher sensitivity than any other tests. Further
research is required to determine the specificity of
this test with regard to non-tuberculous pleural
effusions of infectious or inflammatory aetiology.
Of all the tests evaluated for peritoneal or
pericardial TB, ADA appeared the most
promising; however, few studies of other tests were
identified and further research is needed. 

Interferon-�
We found the assessment of interferon-� levels in
pleural fluid samples to be very promising for the
detection of pleural TB. Diagnostic sensitivity was
high, but further studies, including patients with
infectious and inflammatory non-tuberculous
pleural effusions, are required to determine the
likely specificity of these tests in routine practice
for evaluating patients with suspected pleural TB. 

Anti-TB antibody tests
Serum anti-TB antibody test performance was
universally poor, regardless of type of TB,
although some studies did show high specificity. 
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Fully automated liquid culture
We found fully automated liquid culture methods
to be superior to culture on solid media in terms
of their speed and their precision for the detection
of isolates compared with solid media. Although
the BACTEC 460 radiometric method also has the
same benefits, it is radiometric and therefore
requires disposal of radioactive waste and also
requires more staff time compared with the fully
automated methods. The fully automated methods
also had higher contamination rates than the
BACTEC 460, but data on contamination rates
may be somewhat outdated, as recent
developments including the addition of antibiotics
to the specimen vials appear to have reduced
contamination. There were insufficient data to
determine if antibiotic addition increased the
time-to-culture for specimens. 

Interferon-� assays for detection of
latent TB infection
Interferon-� blood tests based on RD1-specific
antigens, ESAT-6 or CFP-10, correlate better with
intensity of TB exposure, and therefore are more
likely to detect LTBI accurately, than TST- and
PPD-based assays. An additional advantage is that
they are more likely to be independent of BCG
vaccination status (owing to higher specificity as
the key proteins are not produced by BCG) and
HIV status (owing to higher sensitivity).
Interferon-� assays did not perform particularly
better than TST in two studies from The Gambia,
where only limited data were available.

Explanations for variations
amongst study results
Tests for active TB infection
The large number of available studies for NAAT
tests in pulmonary TB meant that we were best
able to detect reasons for variation in study results
amongst this group of tests. Overall, we found the
main explanatory factors for the variability to be
the reference standard used, whether the study
was laboratory or hospital based, and the use of
blinded test interpretation, suggesting that study
design-related factors appear to have more impact
on study results than patient- or setting-related
factors. Blinded interpretation of both index and
reference tests was associated with lower accuracy,
providing further weight to calls for improved
study design and reporting.

The overall reporting of studies was poor, and was
similar across all test types, making the true
accuracy of the tests difficult to estimate with

certainty, especially when small numbers of studies
are available. Many of the studies focused on
technical comparisons with existing
methodologies, which was very useful, but few
studies used our designated ‘ideal’ reference
standard, that is, culture plus high clinical
suspicion with or without other diagnostic
interventions, thereby making difficult an
assessment of how the tests truly perform in
clinical practice for pulmonary specimens. 

Tests for latent TB infection
The results from the high-quality studies of
outbreak investigations showed that when there
were discordant test results, M. TB exposure was
more strongly associated with RD1-specific
antigen-based assays than with TST. However,
there were differences in results amongst the
included studies, which may potentially be
explained by differences in interferon-� assay
formats and/or prevalence of disease. This review
found that TST, compared with interferon-�
assays, was less able to distinguish between LTBI
and previous BCG vaccination. The review showed
that detection of TB infection may be improved in
HIV-infected people through RD1-specific
antigen-based assays.

Strength and limitations of the
review
The systematic nature of the review means that we
are likely to have identified the majority of the
published studies. The literature search was
comprehensive, using a wide range of electronic
databases and relatively broad search terms, such
that all of the indexed literature should have been
picked up. Two reviewers were involved at every
stage in the review procedure, such that mistakes
due to human error should be limited. A quality
assessment tool that has been developed according
to scale development principles was adapted and
applied to each of the included studies. 

Empirical evidence suggests that studies with
significant or favourable results are more likely to
be published than those with non-significant or
unfavourable results.283 There is as yet no
evidence for the degree of publication bias likely
in the field of diagnostic tests, but there is no
reason to believe that it will be any better than in
studies of therapeutic interventions. It is therefore
possible that we have missed a proportion of
English-language studies. Time and resource
constraints meant that we could not assess any
foreign language papers for inclusion. 
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Nevertheless, we did identify a large number of
studies, particularly for pulmonary TB and 
pleural TB. By restricting the studies included
only to those using a case series or cohort design,

we have provided a better indication of how well
the tests will perform in practice, given the
potential biases associated with case–control
studies.183
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Implications for practice
ATB is diagnosed by a combination of clinical
judgement based on a review of symptoms and
clinical signs, radiology and laboratory testing. In
practice, for pulmonary TB, clinical judgement
often has higher sensitivity (but not necessarily
higher specificity) than laboratory diagnosis of TB.
Culture-based identification has been the accepted
‘gold standard’ for the laboratory diagnosis of TB,
and indeed some national reporting systems only
permit the recording of bacteriologically
confirmed cases for the reasons given above. In
practice, a suspicious clinical history and chest 
X-ray are often used as the ‘clinical proof ’ of
pulmonary TB regardless of laboratory analysis, so
that TB may be over-diagnosed (picking up old
non-active TB lesions) and also under-diagnosed
(missing true cases). The NAAT tests provide a
reliable way of increasing the specificity of
diagnosis (ruling in disease), but sensitivity is too
poor to rule out disease, especially in smear-
negative disease where clinical diagnosis is
equivocal. 

Diagnosis treatment decisions for pulmonary TB,
for example, need to take three issues into account
(Figure 32):

1. The prevalence of disease in the different levels
clinical suspicion (which will represent a
spectrum; the division into three is just for
convenience).

2. The proportion of patients which we would feel
comfortable treating erroneously but
unknowingly. Where clinical suspicion is high,
it is likely that over half of the patients will
have ATB, but in the low clinical suspicion
group, most will not have TB; the percentages
who would be treated incorrectly if we relied
on, for example, NAAT positivity would be very
different.

3. The ‘full picture effect’ – decisions would be
made on a sequence of investigations, so a
positive NAAT test would always be subject to
interpretation in the light of prior evidence.

Overall, NAAT test diagnostic sensitivity is still
insufficient to provide a reliable, rapid rule-out
test for paucibacillary pulmonary TB, especially

for smear-negative disease, where the clinical need
is greatest owing to the poor sensitivity of
conventional diagnostic tests. The NICE
guidelines on TB,9 recommend that molecular
methods be used only where rapid confirmation of
TB diagnosis in a sputum smear-positive
individual would alter the patient’s care
(presumably referring to cases where MDR-TB is
suspected), or before conducting a large contact-
tracing initiative.

Our findings indicate that for pulmonary, smear-
positive TB, NAAT tests should be used regardless
of degree of clinical suspicion, to distinguish
between M. TB and NTM or to identify the NTM
in question, or to identify MDR-TB. Distinguishing
M. TB from atypical mycobacteria is important,
since the public health follow-up is different (full
follow-up with contact tracing is needed if M. TB
is found, but not if, for example, M. avium). Public
health follow-up can be time consuming and
difficult, for example, if exposure has been on a
long-haul air flight. Although not covered in our
review, NAAT tests are used for drug susceptibility
testing if there is suspicion of drug resistance,
perhaps based on country of origin or previous
incomplete treatment. Antibiotic resistance,
however, has also been reported in UK-born
children with no previous treatment.284 Levels of
multiple drug resistance are low in the UK, but
there have been outbreaks due to resistant
organisms in London, where MDR-TB is more
common.285

It is in smear-negative disease that NAAT tests
could have the greatest impact, particularly in
terms of ruling in disease, as the lower sensitivity
makes ruling out disease more difficult. For smear-
negative disease, appropriate use of a NAAT test
will depend on the associated degree of clinical
suspicion. Table 80 presents some calculations of
the effect of a positive or negative NAAT test
result (using the sensitivity and specificity
estimates established in Table 7) on the probability
of TB being present in smear-negative patients
according to different levels of clinical suspicion.
These estimates show that if we assume an
‘acceptable’ level of unnecessary treatment of
false-positive cases of 10%, the index of clinical
suspicion needs to be at least 40% before a
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positive NAAT test will be of any benefit in terms
of decision to treat. At the same time, a negative
test result in this group would be of little use in
ruling out the presence of TB.

Where the degree of clinical suspicion is low or
intermediate (around 30% or less), a positive NAAT
test should increase clinical certainty of TB to a
maximum of 83%. Hence a positive NAAT test is
less likely to be a false positive and, taken along
with the full clinical picture, could help justify
treatment; the NAAT result is just one piece of
evidence and would not alone determine the
decision. It would be the combination of whatever
factors are making the case equivocal plus the
NAAT result. One example might be in an HIV-
positive individual, where the chest X-ray would not
necessarily be characteristic, sputum microscopy is
often negative, but (later) culture is positive. On the
other hand, a negative NAAT test in the same
group (low to intermediate clinical suspicion) could
further reduce the probability of TB being present
to between 16 and 1%. Some judgement needs to
be made as to what would be an acceptable lower
level of probability, that is, below which TB could
‘acceptably’ be assumed not to be present. 

The calculations in Table 80 assume that NAAT
test sensitivity and specificity would remain
constant regardless of degree of clinical suspicion

when, in actual fact, sensitivity is likely to be
higher for those with high clinical suspicion than
for those in whom TB is not considered likely,
thereby making the NAAT tests even less useful
where clinical suspicion is low. 

For extra-pulmonary TB, clinical judgement has
both poor sensitivity and specificity. For example,
although meningitis may be diagnosed accurately,
whether or not it is TB associated is much harder
to judge and not infrequently patients are placed
on conventional antibacterial therapy, anti-TB
therapy and antiviral therapy, initially reflecting
this uncertainty. Most studies have focused on
improving the speed rather than the accuracy of
existing laboratory culture, explaining their
frequent focus on culture as the main standard.
The NICE guidelines recommend the use of
culture, histology and/or chest X-ray for patients
with non-respiratory TB.9

We found that for pleural TB, ADA and
interferon-� cytokine tests have high sensitivity but
limited specificity. More data on the false-positive
rate of these tests in representative patients is
required, particularly in patients with infected
pleural effusions not due to TB. NAATs have high
specificity (higher than ADA and interferon-�) and
are therefore likely to confirm the presence of TB
infection when positive and could be used
alongside these other tests, that is, one could
potentially simultaneously use ADA (or interferon-
�) for high sensitivity to rule out disease and
NAAT for high specificity to rule it in. Table 81
presents an example of the impact of applying
either the NAAT or ADA test alone, or of
sequentially combining them on detection of
pleural TB. On their own, neither test really helps
to rule in TB, except when clinical suspicion is
already very high (60% or over). Given the
concerns expressed above regarding clinical
diagnosis in extra-pulmonary TB, there will not be
many cases in which a positive NAAT or ADA test
will change clinical practice. The low sensitivity of
the NAAT test in pleural TB also means that a
negative NAAT test on its own would not help to
rule out pleural TB, unless clinical suspicion was
already very low. A negative ADA test, however,
could reduce the probability of pleural TB from as
much as 20 to 2%. However, the combination of a
negative NAAT test and a negative ADA test
reduces the probability of pleural TB to 2% or less
in most cases and to less than 10% regardless of
degree of clinical suspicion. Similarly, if both tests
are positive, the likelihood of TB being present is
increased to over 90% in those with a pretest
probability of disease of 10% or more.

Health Technology Assessment 2007; Vol. 11: No. 3

153

© Queen’s Printer and Controller of HMSO 2007. All rights reserved.

TABLE 80 Impact of a positive or negative NAAT test result on
the probability of pulmonary TB in smear-negative patients

Post-test probability 
of TBa

Pre-test probability of TB NAAT+b NAAT–b

High 0.80 0.98 0.53
0.60 0.95 0.30
0.40 0.89 0.16

Intermediate 0.30 0.83 0.11
0.20 0.74 0.07
0.10 0.56 0.03

Low 0.08 0.49 0.02
0.05 0.38 0.01
0.03 0.23 0.01

a Post-test probability of TB following either positive
NAAT test result (NAAT+) or negative NAAT test
result (NAAT–). Values in italics indicate probability of
disease >10% (i.e. treatment on the basis of a positive
test result incurs unnecessary treatment in up to 10%
of patients), or probability of disease <2% (i.e. ruling
out TB on the basis of a negative test result would miss
true cases in up to 2% of patients).

b NAAT likelihood ratios (LRs) estimated from sensitivity
73.4%, specificity 93.7% (Table 7): LR+ = 11.65; 
LR– = 0.28.



For TB meningitis, similarly to pleural TB, ADA
could be used alongside NAAT to provide high
sensitivity and high specificity, respectively. 
Table 82 shows that where both tests are positive,
the probability of TB meningitis is over 90% in all
but the lowest prevalence settings. Where both
tests are negative, the probability of TB really
being present is 3% or less in those with
intermediate to low probability of disease before
testing. 

The evidence base for ADA in TBM, however, is
much smaller than for pleural TB, and more
research is needed. 

Judicious use of the above rapid tests could
significantly impact on patient care and public
health by reducing the time elapsed before
accurate diagnosis and initiation of treatment,
thereby reducing morbidity and mortality
(especially in miliary TB and TB meningitis),
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TABLE 81 Impact of NAAT and ADA tests alone or in combination on the probability of pleural TB

Post-test probability of TBa

NAAT aloneb ADA alonec NAAT– NAAT+

Pre-test probability of TB NAAT+ NAAT– ADA+ ADA– ADA+ ADA– ADA+ ADA–

High 0.80 0.98 0.54 0.97 0.25 0.91 0.09 1.00 0.80
0.60 0.95 0.30 0.93 0.11 0.79 0.04 0.99 0.60
0.40 0.88 0.16 0.85 0.05 0.62 0.02 0.98 0.40

Intermediate 0.30 0.83 0.11 0.78 0.04 0.52 0.01 0.98 0.30
0.20 0.74 0.07 0.68 0.02 0.38 0.01 0.96 0.20
0.10 0.56 0.03 0.49 0.01 0.22 0.00 0.92 0.10

Low 0.08 0.48 0.02 0.41 0.01 0.17 0.00 0.89 0.07
0.05 0.38 0.02 0.31 0.00 0.12 0.00 0.84 0.05
0.03 0.23 0.01 0.18 0.00 0.06 0.00 0.71 0.02

a Post-test probability of TB following either positive NAAT test result (NAAT+) or negative NAAT test result (NAAT–).
Values in italics indicate probability of disease >10% (i.e. treatment on the basis of a positive test result incurs unnecessary
treatment in up to 10% of patients), or probability of disease <2% (i.e. ruling out TB on the basis of a negative test result
would miss true cases in up to 2% of patients).

b NAAT likelihood ratios (LRs) estimated from sensitivity 72.6%, specificity 93.7% (Table 33): LR+ = 11.52; LR– = 0.29.
c ADA LRs estimated from sensitivity 92.4%; specificity 89.1% (Table 36): LR+ = 8.48; LR– = 0.09.

TABLE 82 Impact of NAAT and ADA tests alone or in combination on the probability of TB meningitis

Post-test probability of TBa

NAAT aloneb ADA alonec NAAT– NAAT+

Pre-test probability of TB NAAT+ NAAT– ADA+ ADA– ADA+ ADA– ADA+ ADA–

High 0.80 0.98 0.63 0.97 0.72 0.94 0.20 1.00 0.90
0.60 0.96 0.39 0.93 0.37 0.85 0.09 1.00 0.78
0.40 0.91 0.22 0.86 0.13 0.72 0.04 0.99 0.61

Intermediate 0.30 0.87 0.16 0.80 0.06 0.63 0.03 0.98 0.50
0.20 0.79 0.10 0.69 0.02 0.49 0.02 0.97 0.37
0.10 0.63 0.05 0.50 0.01 0.30 0.01 0.94 0.20

Low 0.08 0.56 0.03 0.42 0.00 0.24 0.01 0.92 0.16
0.05 0.45 0.02 0.32 0.00 0.17 0.00 0.88 0.11
0.03 0.28 0.01 0.19 0.00 0.09 0.00 0.78 0.06

a Post-test probability of TB following either positive NAAT test result (NAAT+) or negative NAAT test result (NAAT–).
Value in italics indicate probability of disease >10% (i.e. treatment on the basis of a positive test result incurs unnecessary
treatment in up to 10% of patients), or probability of disease <2% (i.e. ruling out TB on the basis of a negative test result
would miss true cases in up to 2% of patients).

b NAAT likelihood ratios (LRs) estimated from sensitivity 58.6%, specificity 96.2% (Table 51): LR+ = 15.42; LR– = 0.43.
c ADA LRs estimated from sensitivity 86.5%; specificity 90.5% (Table 53): LR+ = 9.11; LR– = 0.15.



reducing the number of healthcare workers and
other patients exposed to TB and reducing the
number of patients on inappropriate therapy.

Interferon-� assays for the rapid
identification of latent tuberculosis
infection
Interferon-� assays were found to be superior to
both TST- and PPD-based assays in all areas of test
performance assessed in this review, except for the
two studies from a high-prevalence country. In
low-prevalence countries, all studies strongly
suggest that the RD1-specific antigen-based assays
are more accurate than TST for diagnosis of LTBI.
If their superior diagnostic capability is found to
hold up in routine clinical practice, they will
confer several advantages on TB control and
prevention programmes by reducing unnecessary
chemoprophylaxis, lessening of number of cases
with ATB and decreasing unnecessary use of
healthcare resources through fewer clinic visits and
decreased workload in contact clinics.

The NICE guidelines suggest that interferon-�
testing should be performed in patients with a
positive TST or in whom the TST may be
unreliable,9 although of course this will have cost
implications for the NHS. 

Recommendations for research
Active TB
As a general point, diagnostic accuracy must be
established, preferably prospectively, in a wide
spectrum of patients, against an appropriate
reference test, and avoiding the major sources of
bias such as verification bias, lack of blinding and
inclusion of all indeterminate results. Large, well-
designed primary studies are the key to
establishing diagnostic accuracy as a whole and
within appropriate subgroups of patients. 

● For pulmonary TB, a large, well-designed study
of the accuracy of NAAT in clinical diagnosis
equivocal smear-negative patients is needed,
basically to identify how high a proportion of

false-positive results would be generated in this
population.

● The place of ADA, interferon-� and lysozyme
for diagnosis of pleural TB each warrants
further investigation, and must include patients
with non-tuberculous pleural effusions of
infective origin to determine the specificity of
these tests in routine practice. 

● The place of ADA for diagnosis of TB
meningitis needs to be established.

● For both pleural and TBM, the combination of
NAAT tests with other tests such as ADA should
be examined, as their use in combination has
the potential to have a huge impact on
diagnosis of these diseases.

● The incremental value of combinations of tests,
particularly for samples of biological fluids,
needs assessment in large, prospective, well-
designed studies recruiting representative
samples of patients.

Interferon-� assays for the rapid
identification of latent tuberculosis
infection
● For LTBI, longitudinal cohort studies to

confirm the positive predictive value of
interferon-� assays for subsequent development
of ATB should also be performed. Such studies
should include a significant proportion of
individuals with risk factors for progression to
ATB, including young age, HIV infection and
iatrogenic immunosuppression. 

● For assessing their utility in the diagnostic
evaluation of patients with suspected ATB, large
prospective trials in routine clinical practice are
required. Such studies should include a
significant proportion of individuals with factors
commonly associated with false-negative TST
results, including young age, HIV infection and
iatrogenic immunosuppression. These trials
should evaluate the performance of the main
existing commercial assays (whole blood
interferon-� ELISA and ELISPOT assays) in
head-to-head comparisons.

● The role of adding more TB-specific antigens
to try to improve diagnostic sensitivity further
needs to be assessed. 
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